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Abstract—Under theinfluence of alkyl hydroxybenzene (C4-AHB) added to cell suspensions at concentrations
of (1-5) x 1073 M, the cells of Saccharomyces cerevisiae, Micrococcus luteus, and Thioalkalivibrio versutus
underwent dramatic changes in the ultrastructural organization of cell membranes, cytoplasm, and inclusions.
In yeast suspension, the first changes were observed after 15 min in the structure of pocket-like invaginations
in the cytoplasmic membrane (CM): they were shortened and thickened. In the subsequent 30 to 60 min, CM
ruptures were formed in the regions devoid of intramembrane protein particles and in the pocket-like invagina-
tions. After 24 h, complete disintegration of the intracellular membrane structures and conglomeration of the
ribosomal part of the cytoplasm occurred. Similar changes were observed on the exposure of gram-positive and
gram-negative bacteria to AHB. However, the cell wall in al the microorganisms studied was not destroyed,
and in Micrococcus luteus it was even thickened. These mummified forms were preserved as morphologically
intact but nonviable cellsfor more than three years of observations. By their ultrastructural characteristics, these
mummified forms of microorganismswere similar to the fossilized microorganisms discovered by usin fibrous
kerite. The concept of micromummies was formulated. AHB are supposed to play an important rolein the pro-

cess of fossilization of microorganismsin nature.
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The problem of dormancy in microorganisms has
always been the subject of attention of researchers due
to the fact that the resting state and the flexibility of the
reversible transitions from active metabolism to anabi-
osis are more inherent in microorganisms than in other
forms of life. Analysis of many aspects of this problem
is connected with the determination of the diagnostic
criteria for resting forms of microorganisms with
emphasis on the ducidation of mechanisms determin-
ing the possibility or impossibility of their reversion to
metabolic activity and multiplication. Therefore, spe-
cial attention should be focused on the processes of the
development of metabolic blocksin microbial cellsand
on the subsequent eventsleading to completeloss of the
proliferative capacity with the preservation of the exter-
nal form of the cells.

We showed in our investigations devoted to the
study of different resting forms of microorganisms that
many microbial species, including non-spore-forming
bacteria and yeasts, form cyst-like refractile cells
(CRC) possessing a number of essential characteristics
of specialized resting forms which we described as
their new type [1, 2]. Their formation is controlled by

the concentration level and activity of extracellular
autoinducers of anabiosis [3-5]. According to their
chemical nature, these autoinducers are alkyl hydroxy-
benzenes (AHB) [6, 7].

The mechanism of action of AHB in the develop-
ment of the anabiotic state is based on weak physico-
chemical interactions (intermolecular hydrogen bonds,
hydrophobic and ionic interactions) between these
compounds and membrane lipids and macromolecules.
The consequence of these interactions is polycrystalli-
zation of the cell membrane lipids, which changestheir
functional activity; dehydration of the cell protoplast;
modification and stabilization of the molecular struc-
ture of enzymes, which results in changesin their cata-
Iytic function and increased resistance [5, 8, 9]. All this
results in the inactivation of metabolic processes in a
resting cell and itsincreased resistance to environmen-
tal factors. It is noteworthy that, when determining the
viability of CRC or anabiotic forms obtained under the
action of exogenous AHB, we repeatedly faced the dis-
crepancy between the number of visually counted cells
and the CFU value determined by inoculating solid
nutrient media. It was noted that this gap increased with

0026-2617/01/7006-0667$25.00 © 2001 MAIK “Nauka /Interperiodica’



668

the prolongation of the storage time of the suspensions
of resting cells from two monthsto three years[2]. The
tendency revealed was similar to that described in many
works devoted to viable but uncultivated cells[10] or to
spores, cysts, and conidia stored or maintained under
unfavorable conditionsfor along time. We suppose that
theloss of viability by resting forms of microorganisms
(whose morphological integrity is retained) is deter-
mined by profound irreversible degradative alterations
in subcellular structures. A condition for such a post-
anabiotic state seems to be an increased concentration
of autoinducers of anabiosis in cell suspensions,
exceeding a certain threshold.

The aim of thiswork wasto ook into the ultrastruc-
tural organization of metabolically inactive cells of pro-
and eukaryotic microorganisms formed on the expo-
sure to excessive AHB concentrations and unable to
revert to metabolic activity and growth.

MATERIALS AND METHODS

Microorganisms and Conditions
for Their Cultivation

The subjects of this investigation were eubacteria
with different cell wall structure types: the gram-posi-
tive bacterium Micrococcus luteus NCIMB 13267 and
the gram-negative autotrophic, akaliphilic, sulfur-oxi-
dizing bacterium Thioalkalivibrio versutus strain AL-2
CBS100464 (=LMD 95,55)! isolated from soda lakes
[11], as well as the yeast Saccharomyces cerevisiae,
strain 380 (All-Russia Collection of Microorganisms).

The cells of Micrococcus luteus were grown on syn-
thetic medium of the following composition (g/l): lith-
ium lactate, 5; NH,Cl, 4; KH,PO,, 4; trace elements
(mg/l): MgSQO, - 7 H,0, 50; FeSO,, 20; MnCl,, - 4 H,0,
20; ZnSO,, 0.4; B(OH);, 0.5; CuSO, - 5 H,0, 0.05;
Na,M 00, - 2 H,0, 0.2; growth factors (mg/ml): thiamine,
40; methionine, 20; pH after sterilization, 7.2to0 7.4.

The cells of Thiocalkalivibrio versutus were grown
on a medium of the following composition (g/l):
N&a,COjz, 24; NaCl, 10; KNOs, 1; Na,CO;, 24; K,HPO,,
1; pH was adjusted to 10.2 by adding NaHCO; before
sterilization; after sterilization, trace element solution
[12] (1 mi/l), MgCl, - 6H,0 (0.5 mM), and N&S,0; -
5H,0 (40 mM) were added.

Saccharomyces cerevisiae was grown on 2.3° Bal
wort containing 0.2% CaCl, and 1% ethanol.

The cells of the microorganisms studied were culti-
vated at 28°C in 250-ml flasks (50 ml of medium) on a
shaker at 140to 160 rpm. Theinoculum wasintroduced
in the amount of 5 to 10% of the total medium volume.

1 The strain was kindly provided by D.Yu. Sorokin (Institute of
Microbiology, Russian Academy of Sciences).
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A chemical analogue of the d, factors of microor-
ganisms—C,-AHB (M = 196 and pK, = 9.0)—was
introduced in the form of ethanol solutionsinto cell sus-
pensions of stationary-phase bacteria and yeasts so that
its final concentration in the cell suspension varied
from3 x 10“#to 5 x 103 M, and the alcohol content was
5% vol/vol. C,-AHB solutions were added to cell sus-
pensions once or by portions of 1 x 10* M every
15 min until the final concentration was attained. An
equivalent amount of ethanol was introduced into bac-
terial and yeast suspensionsin the control variants.

The subjects of the study were long-stored (from
several months to three years) suspensions of M. luteus
CRC obtained in the developmental cycle of phospho-
rus-limited cultures[2], aswell asthe S cerevisae CRC
formed in mediawith C/N unbalance (with the addition
of 6% glucose and 1% vol/vol ethanol).

Microbiological Methods

Theviability of cellsin suspensionswas determined
by determining the number of colony-forming units
(CFU) after inoculating solid media with cell suspen-
sions. The dry cell mass (DCM) was determined after
the cellswere dried for 24 h at 105°C. The optical den-
sity (OD) of microbial suspensions was measured
nephelometrically using a Specord spectrophotometer
(A =660 nm, | = 10 mm). Light-microscopic investiga-
tions were carried out using an Amplival microscope
(Germany) equipped with a phase-contrast device.

Electron-Microscopic Methods of Investigation

Ultrathin sections. After centrifugation, the precip-
itate of microbial cells was fixed with a 1.5% glutaral-
dehyde solutionin 0.05 M cacodylate buffer (pH 7.2) at
4°C for 1 h, washed three times in the same buffer, and
fixed additionally with a 1% OsO, solution in 0.05 M
cacodylate buffer (pH 7.2) for 3 h at 20°C. After dehy-
dration, the material was embedded in the Epon 812
epoxy resin. Ultrathin sections were placed on support
grids, contrasted for 30 min by 3% uranyl acetate solu-
tion in 70% al cohol, and then stained additionally with
lead citrate according to Reynolds at 20°C for 4 to
5min.

Electron-microscopic cryofractography. Prepara
tion of samples was carried out in a JEE-4X vacuum
unit (JEOL, Japan) by means of devices assuring cool-
ing of microbial cellsat arateof 10° deg/s[13]. Without
preliminary chemical fixation or any other treatment,
the material was frozen in liquid propane cooled with
liquid nitrogen to —196°C. The cells were fractured
when avacuum of 3 x 10* Pa and a temperature of —
100°C were attained. Replicas from the surface of the
fractures were obtained by the application in a vac-
uum of a platinum—carbon mixture at an angle of 30°
and then of a fortifying layer of pure carbon at an
angle of 90°.
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Fig. 1. Ultrathin sectlonsof stationary-phase cells S. cerevisiae: (a) before exposureto AHB and (b) 15 and (c) 60 min after asingle
introduction of 10° M AHB. CW, cell wall; L, lipid granules; V, lipid vesicles; G, electron-dense granuies inside CW. Double
arrows show the sites of the cytoplasmic membrane ruptures. The bar correspondsto 0.2 pm.

Ultrathin sections and replicas from the surface of
the fractures were examined under a JEM-100B elec-
tron microscope (JEOL, Japan) at an accelerating volt-
age of 60 kV.

Determination of the Phospholipid Content

Lipid extraction from the yeast cells was performed
according to the classical methods for biphasic sepa-
ration in the chloroform—-methanol—-water systems
[14]. The phospholipid content in the chloroform
extracts obtained was assessed from the phosphorus
content determined by a modified Bartlet's
micromethod [14].

2001
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RESULTS AND DISCUSSION

In our experiments, the addition of C,-AHB, a
chemical analogue of the anabiosis autoinducer, to sus-
pensions of stationary-phase cultures of S. cerevisiae,
M. luteus, and T. versutus at concentrations of 5 x 10,
3x10% and 1x10*M, respectively, resulted in thefor-
mation of cyst-like refractile cells (CRC), one of the
diagnostic characteristics of which is high refractivity
distinguishable during phase-contrast microscopy.
These CRC, like the CRC formed in the devel opmental
cycles of microbial cultures or upon the introduction of
native autoinducers of anabiosisinto microbial suspen-
sions [1, 2, 5], had all the properties of resting forms,
including the ability to revert to metabolic activity and
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Fig. 2. Electron-microscopic cryofractograms of S cerevisiae cells: (a) the EF-surface of a cytoplasmic membrane fracture 15 min
after asingle introduction of 103 M AHB; (b) the PF-surface of a CM fracture after 60 min; (c) the PF-surface of the CM fracture
after 24 h of exposureto AHB. CM, cytoplasrnlc membrane; |, CM invagination. The bar corr%ponds to 0.5 um.

multiplication. This property of CRC was assessed by
determining the CFU number after plating the suspen-
sions onto agarized media. However, the titer of viable
CRC was always lower than the number of vegetative
colony-forming cellsbeforetheir transition to anabiosis
and constituted from 10 to 60% in different experi-
ments (the cell form and refractivity was fully retained
as judged from phase-contrast microscopic observa-
tions and from the analysis of ultrathin sections).

When the dose of C4-AHB introduced into cell sus-
pensions was increased, the number of viable cells
(assessed from the CFU number) decreased dramati-
caly, and, at concentrations of (1-5) x 103 M, the bac-
terial and yeast cells completely lost their viability. It
should be noted that these nonviable refractile cells

retained their outward appearance in the period of
observations (no less than three years) under the condi-
tions conducive to autolysis. Emphasizing this prop-
erty, we suggested that these forms be called mummi-
fied célls or “micromummies’ (MM).

Below are the results of studying the changesin the
ultrastructural organization of the cells of the bacteria
and yeasts in the process of their mummification, as
well asthe characteristic features of the cell structure of
MM in comparison with viable CRC and vegetative
cells of control variants. Special attention is drawn to
the structure of the cell wall (CW) and the cytoplasmic
membrane (CM), which are primarily responsible for
the cell form and for the barrier functions.

MICROBIOLOGY Vol. 70 No.6 2001
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Fig. 3. Electron-microscopic cryofractograms of S cerevisiae cells: (a) transverse and (b) longitudinal fractures of stationary-phase
cells (control variant); (c) CM appearance after 30 min of exposureto 5 x 10 M AHB, leading to the formation of CRC; (d) CM

appearance upon AHB introduction in doses to afinal concentration of 1

M. N, nucleus L, lipids; M, mitochondrion; CM, cyto-

plasmic membrane; I, CM invagination; CW, cell wall; V, lipid vesicles. The bar corresponds t0 0.5 um.

Ultrastructural Organization
of Saccharomyces cerevisiae Cells

Cell wall. In ultrathin sections of cellsin the control
variants (vegetative cells from the stationary phase of
culture growth), the cell wall (CW) appeared as atwo-
layered structure 140 to 180 nm thick and had amarked
external electron-dense layer and a less dense loose
underlying layer (Fig. 1a).

The dynamics of changesinthe CW organization on
the addition of AHB to the grown cultures at concentra-
tions leading to the formation of mummified cells was
of the following character. Fifteen minutes after AHB
addition, the CW thickness decreased by about 120 nm
on average. Simultaneously, ovoid vesicles with a low
electron density, devoid of a three-layered membrane
appeared in the intercellular space. Inside the CW,
70-nm granules of heterogeneous density were formed
(Fig. 1b).

MICROBIOLOGY  Vol. 70
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After 30 min of exposure to AHB, noticeable
changes occurred in the CW ultrastructural organiza-
tion, namely, CW layering appeared. Beyond the
underlying homogeneous layer whose thickness was
about 25 nm, an extensive electron-transparent loose
heterogeneous layer about 60 nm thick was formed;
beyond this layer, another dense homogeneous 20- to
30-nm layer could be seen. At the same time, the exter-
nal electron-dense layer did not undergo any changes.

After 60 min of exposureto AHB, the external elec-
tron-dense layer increased (to 35 nm), and, on the
whole, the CW thickness increased to 130 nm; how-
ever, it did not attain the CW dimensions in the control
variants (Fig. 1c). Later, throughout several months, the
micromummy CW ultrastructure remained unchanged.

Morphometric analysis of ultrathin sections and
cryofractures showed that the CW shrinkage upon the
formation of yeast CRC or their MM could be revealed
only in ultrathin sections. Careful examination of the
replicas of the surface of the fractures whose plane
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Fig. 4. Electron micrographs of (a) an ultrathin section and (b) a transverse fracture of S. cerevisiae micromummies 60 min after

AHB introduction (10‘3 M), (c) atransverse fracture of yeast micromummies stored for 4 months, and (d) afracture of afossilized
cell from fibrous kerite. CW, cell wall; L, lipid granules; C, cytoplasm. The bar corresponds to 0.5 pm.

passed strictly across the cell did not confirm changes
in the CW thickness. The CW polymer modified by
AHB is likely to become sensitive to the preparative
treatments used for obtaining ultrathin sections.

Membrane Sructures

Cytoplasmic membrane. The process of the for-
mation of yeast MM was accompanied by substantial
destructive changes in the CM organization. These
changes could be seen both in ultrathin sections (Fig. 1b)
and replicas of cryofractures in the first minutes of
exposureto AHB (Figs. 2a, 2b).

The use of the method of cryofractography allowed
usto revedl that, in thefirst minutes of exposureto high
AHB concentrations, the length of most of the pocket-
like invaginations of the CM revealed on its PF- and
EF-surfaces decreased appreciably (Fig. 2d). The
length of invaginations in the control variants (Fig. 3)
averaged 200 to 250 nm; in micromummies, 100- to
150-nm invaginations appeared as soon as after 15 min
of the exposure to AHB. Later (after 30 and 60 min),
such invaginations, as well as invaginations shorter
than 100 nm, became numerically prevalent. Simulta-
neoudly, their width increased. After 60 min of expo-
sure to high AHB concentrations, the pocket-like invagi-
nationsturned spherical, measuring 100 x 100, 125 x 100,
and sometimes 150 x 150 nm. The study of ultrathin
No. 6 2001
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Fig. 5. Electron-microscopic cryofractograms of (a) stationary-phase cells and (b) micromummies of M. luteus formed upon expo-

sureto 102 M AHB and (c) stationary-phase cells and (d) micromummies of T. versutus obtained upon AHB introduction (5 x 1073 M).
CM, cytoplasmic membrane; CW, cell wall; C, cytoplasm; OM, outer membrane. The bar correspondsto 0.5 pum.

sections showed that 15 to 30 min after the beginning
of the process of mummification, the cells contained
extensive CM regions (about 0.1 um long) completely
devoid of the three-layer profile characteristic of bio-
logical membranes (Fig. 1b).

After 60 min of exposure of the cellsto AHB, CW
destruction acquired a dramatic character. The extent
and the number of CM ruptures increased. Extensive
and very deep CM invaginations into the cytoplasm
appeared, reaching asfar asthe middle of the cell. Elec-

MICROBIOLOGY  Vol. 70

No. 6 2001

tron-transparent material most likely of the lipid nature
was revealed inside the loops formed by such invagina-
tions (Figs. 1c, 2b, 2c).

After 24 h, the ultrastructural organization of the
mummy cells underwent such dramatic changes that it
was difficult to identify the remaining fine cell struc-
tures. Thus, the CM could not be revealed either by the
method of ultrathin sections or by the cryofractography
method. In the latter case, the fracture plane did not
pass through the CM, possibly due to complete destruc-
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Fig. 6. Ultrathin sections of M. luteus micromummies obtained by exposure to AHB (10‘3 M) and stored for 4 months. CW, cell
wall; PS, periplasmic space; CS, cytoplasm surface. The bar correspondsto 0.5 um.

tion of the lipid bilayer. Only small areas of the CM
PF-surface with retained hexagonal packing of
intramembrane particles (IMPs) could be reveded. In
these areas of the PF-surface of the CM fracture, multi-
ple semispherical smooth convex formations approxi-
mately 100 nm in diameter were revealed (Fig. 2c).

Small CM fragments occurred deep in the cyto-
plasm, giving evidence of the profound disintegration
of the CM and of the transfer of itsfragmentsinto cyto-
plasm. The identification of these fragments was possi-
ble due to the presence of specific areas consisting of
large hexagonally packed IMPs characteristic of the
CM of Saccharomyces cerevisiae [15]. The “rafts’ of
such hexagonally arranged IMPs are distributed over
the entire PF-surface of the CM fractures of the control
cells (Fig. 3b). CM rupturesvisiblein ultrathin sections
appear on the PF- and EF-surfaces of the fractures as
holes, sometimes very big ones (Figs. 2b, 2¢).

In CRC, the dynamics of ultrastructural changesin
the pocket-like invaginations was essentially different.
The length of pocket-like invaginations increased, and
their fusion occurred, sometimes with the formation of
fork-like folds (Fig. 3c). A similar transformation pat-
tern of pocket-like invaginations was described for the
cells of old yeast cultures[16].

It should be noted that the same AHB concentrations
could lead to the formation of both CRC and MM. The
final result depended on the mode of AHB introduction.
Thus, a single introduction of AHB at a concentration
of 102 M into the microbial cell suspension led, as a
rule, to complete loss of viability by the population 1 h
after the introduction of the factor. After the introduc-
tion of AHB in ten portions of 10* M each at 15-min
intervals, a part of the population (about 10* cells/ml)
retained its viability. In this case, the dynamics of the
ultrastructural changesin CM followed a different pat-
tern as compared with the formation of CRC (the pat-

tern of aging). In the case of fractional introduction of
the factor, most of the CM pocket-like invaginations
disappeared completely, whereas the remaining ones
transformed into semispherical invaginations. In this
process, spherical vesicles appeared in the intercellular
space (Fig. 3d). Long-extension areas without any
destructive changes could be reveded in the fracture
planeif it passed through the CM.

Intracytoplasmic membrane structures. In the
process of micromummy formation, the membranes of
the intracytoplasmic organelles exhibited pronounced
destructive changes after 15 to 30 min of exposure to
AHB. After 15 min of exposure to AHB, the mitochon-
dria cristae were swollen; and 1 h later neither mito-
chondria, vacuoles, nor the nucleus were detectable
either by the ultrathin sections method or by electron-
microscopic cryofractography (Figs. 4a, 4b).

Cytoplasm. Anaysis of ultrathin sections of
AHB-exposed cells showed considerable reorganiza-
tion of their intracytoplasmic inclusions. In the cyto-
plasm of the control cells, these inclusions were repre-
sented by spherical lipid globules bounded by asingle-
circuit membrane and distributed in the peripheral zone
of the cytoplasm (Figs. 1a, 33). Asit follows from anal-
ysis of ultrathin sections and cryofracture replicas, the
number of these globules was from 3 to 7 per cell, and
asarule, their size did not exceed 300 nm.

Anaysis of MM ultrathin sections and fractures
showed that, in the first minutes of exposure to AHB,
very large lipid inclusions (from 2.0 to 2.8 pm)
appeared in the cytoplasm (Fig. 1b). After 24 h of expo-
sureto AHB, lipidinclusionsin the cytoplasm occupied
more than a half of the cell volume. As can be seen in
the ultrathin sections, the cytoplasm of such cells con-
sisted of extensive electron-transparent and multiple
electron-dense areas (Fig. 44). In transverse fractures,
the peripheral zones of the MM cytoplasm had a char-

MICROBIOLOGY  Vol. 70

No. 6 2001



FINE STRUCTURE OF MUMMIFIED CELLS

675

Content of phospholipids in vegetative and mummified cells of S. cerevisiae

Parameter Vegetative cellst Micromummies®
Phospholipid phosphorus, pug/g DCM 101.0+7.0 35.6+0.35
Phospholipids®, umol/g DCM 3.25+0.23 1.15+0.11
Cell content of water (% of wet cell mass) 75.6 60

1 stationary-phase cells.
2 One month after the addition of 10°° M Cg-AHB.

3 The calculation assumed the presence of one phosphate residue in a phospholipid molecule.

acteristic dense granular-fibrillar structure and were
filled with small spherical vesicles. A similar organiza-
tion of the cytoplasm is also characteristic of anabiotic
forms of yeast (CRC).

Upon further storage (for four months), the number
of lipid granules was sharply reduced. On the fractures,
the cytoplasm appeared homogeneous, fine-granular,
and acquired a glassy state. These data give evidence of
a significant modification of the ribosomal component
of the cytoplasm and of the lipid inclusions upon the
exposure to AHB. The fracture plane in these micro-
mummies passed exclusively across the cell, and the
cytoplasm formed a kind of steps in these fractures
(Fig. 4c).

Ultrastructural Organization of Bacterial Cells

Electron microscopy of freeze-fractured cells and
ultrathin sections showed that the thickness of the CW
of the gram-positive cells of Micrococcus luteusin the
control variants was approximately 60 nm (Fig. 5a).
The CW thicknessin the micromummiesformed on the
exposure to 10° M C,-AHB considerably increased
(2-to 3-fold), constituting 140 to 170 nm. The CW of
these M. luteus forms had an indistinct outer contour
with extensive cords oriented into the intercellular
space (Figs. 5b and 6).

In micromummies of Thioalkalivibrio versutus
obtained on the exposureto 5 x 103 M AHB, the frac-
ture plane passed exclusively through the cell cyto-
plasm (Fig. 5d). Superficial fractures exposing the PF-
and EF-surfaces of the external or cytoplasmic mem-
brane could not be obtained, suggesting the destruction
of membrane structures.

The study of ultrathin sections of M. luteus cells
showed that, in the process of mummification, the CM
of these bacteria also undergo destruction. Short CM
fragments with a three-layered profile were revealed
only in some micromummies, while others had no CM
at al, and their cytoplasm was not bounded by the mem-
brane (Fig. 6). Nevertheless, part of M. luteus cells
exposed to AHB for four months retained a long-extent
CM continuity, possibly around the protoplast (Fig. 5b).
The PF-surface of such cells contained larger IMPs
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(about 200 to 230 A) compared to the IMPs (about
~100 A) of the vegetative cells (Fig. 5).

The cytoplasm of mummified M. luteus and T. ver-
sutus cells exposed to AHB also became finely granu-
lated and homogeneous (similar in structure to the cyto-
plasm of yeast MM). However, the fracture plane, pass-
ing exclusively through the cytoplasm, usually had no
breaks, and the fracture appeared flat, without steps,
which was most likely related to the relatively small
size of these bacteria.

It should be noted that in long-stored (for 9 to
10 months) yeast cultures and in concentrated cell sus-
pensions, 3 to 4% of cells proved to have the structure
characteristic of micromummies (glassy and without
signs of autolysis).

Thus, our study showed that the exposure of AHB
leads to the formation of micromummies, which retain
their shape for along time and do not undergo autoly-
sis. In the process of interaction with AHB, these cells
undergo substantial transformation (up to complete
destruction) of membrane structures, cell organoids,
and cytoplasm. Phospholipids, the main lipid compo-
nent of membranes, were partially released into the
medium (Figs. 1b, 3d). Thelatter fact was confirmed by
abiochemical study that showed the phospholipid con-
tent of phosphorus in micromummies to be decreased
amost threefold as compared to vegetative cells (see
table). In asense, C,-AHB acted as a saponifying com-
pound. However, the CW was well preserved in the
micromummies, and part of the lipid inclusions were
conserved in the cytoplasm. According to the datafrom
the electron microscopy of cryofractures, the trans-
formed cytoplasm of MM had a fine-granular structure
and aglassy state.

It should be emphasized that an identical cytoplasm
structure was typical of microfossils of Volyn fibrous
kerite aged 1.850 million years (Fig. 4d). The cell wall
in these conserved forms was also easily distinguish-
able. A more detailed description of the ultrastructure
of these microfossils was provided by Gorlenko et al.
[17]. In more ancient rocks, CW can also berevealed as
the so called “organic wall residues’ consisting of an
“organic acid-resistant substance transformed by the
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processes of fossilization and completely lacking any
mineralization” [18].

At present, it is supposed that the process of fossil-
ization occurring under natural conditions is deter-
mined by gradual impregnation of cells with silicon
oxide, calcium carbonates, iron oxides, phosphorites,
pyrites, etc. [19]. Since the impregnation proceeds
slowly, it isnot clear why the cells do not undergo com-
plete destruction, including self-destruction due to the
rapidly occurring enzymatic processes, asisthecasein
old laboratory cultures. We believe that, at the first
stages of fossilization, substances that inhibit lysis and
autolysis may play an important role. AHB are synthe-
sized by microorganisms and contained in their cells
[3]; for example, in the cysts of Azotobacter, AHB and
pyrones constitute the predominant fraction of the cell
lipids[20Q]. It isimportant to note that AHB can signif-
icantly inhibit the activity of hydrolytic enzymes [9].
Apparently, in the presence of certain concentrations of
AHB, cellsundergo akind of fixation and become more
amenableto further fossilization with long-term preser-
vation of some intracellular structures. Alkyl resorci-
nols (AHB) have been isolated from the organic sub-
stance of shale [21], and the kerogen of keritesissimi-
lar in its composition to the kerogen of shale. Similar
aromatic hydrocarbons—methyl-branched alkyl ben-
zenes—have been found in the composition of kerogen
of Precambrian rocks [22]. All these data allow us to
suppose that, under natural conditions, AHB are likely
to take part in the processes of fossilization of microor-
ganisms in sedimentary rocks.

ACKNOWLEDGMENTS

Thiswork was supported by the Russian Foundation
for Basic Research, projects nos. 99-04-49144 and 99-
04-49145, and by the Ministry of Higher Education,
project E00-6.0-285.

REFERENCES

1. Duda, VI, Pronin, SV., E’'-Regigan, Gl., Kap-
rd’yants, A.S,, and Mityushina, L.L., Formation of Resting
Refractile Cells by Bacillus cereus under the Effect of an
Autoregulatory Factor, Mikrobiologiya, 1982, vol. 51,
no. 1, pp. 77-81.

2. Mulyukin, A.L., Lusta, K.A., Gryaznova, M.N.,
Kozlova, A.N., Duzha, M.V., Duda, V.., and EI'-
Registan, G.I., Formation of Resting Cells by Bacillus
cereus and Micrococcus luteus, Mikrobiologiya, 1996,
vol. 65, no. 6, pp. 782—789.

3. EI'-Registan, G.I., Duda, V.., Svetlichnyi, V.A,
Kozlova, A.N., and Tipiseva, |.A., Dynamics of the d
Autoregulatory Factorsin Batch Cultures of Pseudomo-
nas carboxydoflava and Bacillus cereus, Mikrobi-
ologiya, 1983, val. 52, no. 2, pp. 238-243.

4.

10.

11

12.

13.

14.

15.

SUZINA et al.

Mulyukin, A.L., Kozlova, A.N., Kaprel'yants, A.S., and
El'-Registan, G.l., The d; Autoregulatory Factor in
Micrococcus luteus Cells and Culture Liquid: Detection
and Accumulation Dynamics, Mikrobiologiya, 1996,
vol. 65, no. 1, pp. 20-25.

Bespalov, M.M., Kolpakov, A.l., Loiko, N.G., Dorosh-
enko, E.V., Mulyukin, A.L., Kozlova, A.N., Varlamova, EA.,
Kurganov, B.l., and EI'-Registan, G.I., The Role of
Microbial Dormancy Autoinducers in Metabolism
Blockade, Mikrobiologiya, vol. 69, no. 2, pp. 217-223.

Osipov, G.A., EI'-Registan, G.I., Svetlichnyi, V.A,
Kozlova, A.N., Duda, V.., Kaprel’yants, A.S., and
Pomazanov, V.V., On the Chemical Nature of the d;
Autoregulatory Factor of Pseudomonas carboxydoflava,
Mikrobiologiya, 1985, vol. 54, no. 2, pp. 186-190.

Batrakov, S.G., EI'-Registan, G.l., Pridachina, N.N.,
Nenashev, V.A., Kozlova, A.N., Gryaznova, M.N., and
Zolotareva, 1.N., Tirosol as the d; Autoregulatory Factor
of the Yeast Saccharomyces cerevisiae, Mikrobiologiya,
1993, val. 62, no. 4, pp. 633-638.

Kaprel'yants, A.S., Suleimenov, M.K., Sorokina, A.D.,
Deborin, G.A., ElI'-Registan, G.I., Stoyanovich, EM.,
Lille, Yu.E., and Ostrovskii, D.N., Structural and Func-
tional Changes in Bacterial and Model Membranes
under the Effect of Phenolic Lipids, Biol. Membr., 1987,
vol. 4, no. 3, pp. 254-261.

Kolpakov, A.l., II'inskaya, O.N., Bespalov, M.M.,
Kupriyanova-Ashina, FG., Gd’ chenko, V.F,, Kurganov, B.I.,
and ElI’-Registan, G.1., Stabilization of Enzymes by Dor-
mancy Autoinducers as a Possible Mechanism of Resis-
tance of Resting Microbial Forms, Mikrobiologiya,
2000, vol. 69, no. 2, pp. 224-230.

Roszak, D.B. and Colwell, R.R., Survival Strategies of
Bacteria in the Natural Environment, Microbiol. Rev.,
1987, val. 51, no. 3, pp. 365-379.

Sorokin, D.Yu., Lysenko, A.M., Mityushina, L.L.,
Tourova, T.P, Jones, B.E., Raingy, FA., Robertson, L.A.,
and Kuenen, J.G., Thioalkalimicrobiumsibericum, Thio-
alkalimicrobium aerophilum, Thioalkalivibrio versutus,
Thioalkalivibrio nitratus, and Thioalkalivibrio denitrifi-
cans gen. nov., sp. nov.. New Alkaliphilic Obligately
Chemolithoautotrophic Sulfur-Oxidizing Bacteria from
Soda Lakes, Int. J. Syst. Evol. Microbiol., 2001, vol. 51,
pp. 565-580.

Pfennig, N. and Lippert, K.D., Uber das Vitamin B,
Bedurfins phototropher Schwefel Bakterien, Arch. Mik-
robiol., 1966, vol. 55, pp. 245-266.

Fikhte, B.A., Zaichkin, E.l., and Ratner, E.N., Novye
metody fizicheskogo preparirovaniya biologicheskikh
ob” ektov dlya el ektronnoi mikroskopii (New M ethods of
Physical Treatment of Biological Materials for Electron
Microscopy), Moscow: Nauka, 1973.

Kates, M., Techniques of Lipidology. Isolation, Analysis
and Identification of Lipids, New York: Elsevier, 1972.

Moor, H. and Muhlethaer, K., Fine Structure in Frozen-
Etched Yeast Cédlls, J. Cdll Bioal., 1963, vol. 17, no. 3,
pp. 609-628.

MICROBIOLOGY Vol. 70 No.6 2001



16.

17.

18.

FINE STRUCTURE OF MUMMIFIED CELLS

Ratner, E.N., Dmitriev, V.V., Zvyagintseva, 1.S., and
Fikhte, B.A., The Ultrastructure of Invaginations and the
Density of Intramembrane Particlesin the Plasmalemma
of Lipolyticaly Active and Resting Cells of Saccharo-
mycopsis lipolytica, Mikrobiologiya, 1986, vol. 55,
no. 3, pp. 465472.

Gorlenko, V.M., Zhmur, S.I., Duda, V.l., Suzina, N.E.,
Osipov, G.A., and Dmitriev, V.V., Fine Structure of Fos-
silized Bacteria in Volyn Kerite, OLEB, 2000, vol. 30,
no. 6, pp. 567-577.

German, T.N., Organicheskii mir milliard let nazad (The
Organic Word a Billion Years Ago), Leningrad: Nauka,
1990.

MICROBIOLOGY Vol. 70 No.6 2001

19.

20.

21.

22.

677

Krylov, I.N., Orleanskii, V.K., and Tikhomirova, N.S,,
Silicification: Eternal Specimens, Priroda, 1989, no. 4,
pp. 73-78.

Su, C.-J,, Reusch, R.N., and Sadoff, H.L., Isolation and
Characterization of Several Unique Lipids from Azoto-
bacter vinelandii Cysts, J. Bacteriol., 1981, vol. 147,
no. 1, pp. 80-90.

Pokanova, Yu.V. and Fainberg, V.S., Chemistry of
Shales, Itogi Nauki Tekh., Ser. Tekhnol. Org. Vleshchesty,
1985, vol. 10.

McKirdy, D.M. and Hahn, JH., The Composition of
Kerogen and Hydrocarbons in Precambrian Rocks, Min-
eral Deposits and Evolution of Biosphere, Holland, H.D.
and Schidlowskii, M., Eds., Berlin: Springer, 1982,
pp. 123-154.



