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1. Abstract

In three eutrophic coastal environments, the Chilean coast, the
Namibian coast, and the Danish Limfjorden the abundance of nitrate-storing
sulfur bacteria was investigated. During a 14 months period the marine
Thioploca community off the Bay of Concepcion (Chile) was studied with
respect to changes in the population induced by seasonal variations in the
upwelling intensity. The major results of this study were:

e |In summer 1996, oxygen concentrations in the bottom water were near zero
and the biomass was highest near the coast (< 160 g m? wet weight without

sheaths).
e During winter, biomass declined at all stations due to higher oxygen

concentrations under reduced upwelling intensity, but some filaments

remained in deeper parts of the sediment.

e The depth distribution of thioplocas changed strongly with seasonal
variations, but the community structure, e.g. species distribution, diameter of
sheaths and number of trichomes per sheath, remained unchanged. These
parameters were different at each station.

e In the Bay of Concepcion, Thioploca spp. were found occasionally, but

reached high biomass during summer.
¢ An undescribed morphological form of thioplocas with very short cells was

discovered which is according to 16S rDNA sequences a close relative of

the normal thioplocas but more diverse in its morphology and sequence.
e The short-cell morphotype of Thioploca occurs with highest frequency in

near-shore sulfide-rich sediments, preferably at 5 - 10 cm depth in the
sediment. Especially during growth phase these filaments populate deep
parts of the sediment (< 26 cm).

A survey for filamentous sulfur bacteria along the coast of Namibia
resulted in the discovery of an unknown giant sulfur bacterium which was
named Thiomargarita namibiensis. The characteristics of these bacteria are:

e Thiomargarita occurs as single round cells hold together in a string by a
common slime sheath. The cells are not motile.



e Most of the cells are 100 - 300 um in diameter but frequently single cells
with diameters of < 750 um occur. Thus, Thiomargarita is the largest known
prokaryote.

e Thiomargarita namibiensis has internal sulfur globules and accumulates
nitrate in a central vacuole in < 800 mM concentration.

e According to 16S r DNA sequences it is closely related to the large nitrate-
storing Thioploca and Beggiatoa species.

e The population of Thiomargarita was found in very fluid sediments off Walvis
Bay in biomass of <47 g m®.

e Thiomargarita cells are not sensitive to high oxygen or sulfide
concentrations which is their special adaptation to survive under the
changing conditions in the fluid diatom ooze off Walvis Bay.

In the Danish Limfjorden Beggiatoa filaments with a diameter of 12 um
contain internal nitrate accumulated to < 240 mM and occurred with highest
frequency below the sediment surface where no free oxygen was available.
Thus, the ability of using nitrate as electron acceptor is not restricted to the
large sulfur bacteria abundant in upwelling areas.

In conclusion it was found that nitrate-storing sulfur bacteria are more
abundant than previously assumed. Within this group of bacteria there were
undescribed, morphologically distinct types that passed the attention in earlier
studies.



2. Preface and Acknowledgment

The idea to carry out the following study arose in March 1994 on the last
day of the "Thioploca-cruise" of the Max Planck Institute for marine
Microbiology (Bremen). In many respect, this study is based on knowledge
about thioplocas that originated in the combined information obtained by many
different researchers that participated in this cruise in 1994.

The backbone of this study is an annual observation on the Thioploca
community off the Bay of Concepcién, Chile. From December 1995 to February
1997 four different stations were sampled during 14 cruises onboard the RV
Kay Kay which belongs to the University of Concepcion. The processing of the
samples was done in the laboratories of the marine field station of the
University of Concepcién in Dichato. This part of the study which led to the two
manuscripts "Population study of the filamentous sulfur bacteria Thioploca spp.
off the Bay of Concepcidén, Chile" and "Two Morphotypes of marine Thioploca
spp. observed off the coast of Chile" could only be realized with the enormous
logistical help of Prof. Dr. Victor Ariel Gallardo. The cruises and the lab work
were done in close collaboration with Bettina Strotmann who concurrently
performed geochemical studies on the same stations. Both V. A. Gallardo and
B. Strotmann are therefore co-authors on both manuscripts that resulted from
this study. For the description of the new morphotype of Thioploca, a
comparison of 16S rDNA sequences was important. For this samples of
thioplocas were prepared which were processed for obtaining a sequence by
Dr. Thorsten Brinkhoff. The phylogenetic tree was established by Dr. Ramoén
Rossello-Mora. Therefore, both are co-authors on the second manuscript: "Two
Morphotypes of marine Thioploca spp. observed off the coast of Chile". During
twelve months of the stay in Chile the author was financed by the DAAD
(German academic Exchange service). All other expenses were covered by
the Max Planck Society.

In January and February 1997 Prof. Dr. Bo Barker Jorgensen, Prof. Dr. J.
Gijs Kuenen, Dr. Lars Peter Nielsen, Sandra Otte, Thomas Kjeer and Jakob
Zopfi visited the marine field station in Dichato. Sandra Otte and Gijs Kuenen
performed incubation experiments on Thioploca filaments that resulted in the



manuscript: "Ecophysiological studies on partially purified mixed cultures of
Thioploca species" written by Sandra Ofte. The authors contribution to this
study was to give advises on how to treat Thioploca filaments and studies on
the survival rates of filaments with different media.

In April 1997, the author participated in a cruise along the Namibian
coast onboard the Russian RV Petr Kottsov. The results of this study are
presented in the manuscript: "Dense Populations of a Giant Sulfur Bacterium
in Namibian Shelf Sediments". Dr. Timothy G. Ferdelman made it possible for
to participate in this cruise by shipping equipment to Namibia. He was cruise
leader during most of the cruise and helped obtain sediment samples. Dr.
Thorsten Brinkhoff obtained the 16S rDNA sequences from the newly
discovered Thiomargarita which Dr. Andreas Teske included into a
phylogenetic tree. Mariona Hernandez Mariné made transmission electron
micrographs of Thiomargarita. For these contributions all of them are co-
authors of the resulting manuscript.

In November 1997 the author took part in a study on Beggiatoa in the
Danish Limfjorden together with Bettina Strotmann, Thomas Kjeer, Dr. Lars
Peter Nielsen and Prof. Dr. Bo Barker Jargensen. The results of this project are
described in the chapter “Nitrate storage by marine Beggiatoa spp. in
Limfjorden, Denmark" and will ultimately be published by Bettina Strotmann.
The authors contribution to this work was the description of the Beggiatoa
population and measurements of internal nitrate concentrations.

Prof. Dr. Bo Barker Jorgensen is the last author on each manuscript
included in this study, partly because he encouraged, supported and financed
the projects. Furthermore, he invested much effort, time and patience in
correcting and improving each manuscript.

| am very grateful for all the support, guidance and trust in my work that |
received from my supervisor Bo B. Jorgensen. | would also like to thank Prof.
Dr. W. Amtz for his efforts in evaluating this Ph.D. thesis, as well as the
members of the committee: Prof. Dr. H. Willems, PD Dr. A. Mackensen, Dr. B.
Donner and J. Klump.



Apart from those colleagues that contributed directly to my work and are
co-authors on the manuscripts, there are many other friends and colleagues in
Bremen and Concepcion who helped me. Not all of them can be named, but |
would like to express special thanks to Andrea Friedrich, Vanessa Madrid,
Sabine Nienstedt, Michael Schrédl, Christoph Suppes, Bettina Strotmann,
Paula Urrutia, Anyola Vega and Wiebke Ziebis for their help and friendship.



3. Current state of knowledge

3.1 The group of colorless sulfur bacteria

The sulfur-oxidizing bacteria are referred to as colorless sulfur bacteria to
distinguish them from the purple sulfur bacteria which accumulate internal
sulfur globules during anoxygenic photosynthesis. The colorless sulfur
bacteria form two principle groups: one group oxidizes reduced sulfur species
such as sulfide or thiosulfate without accumulating internal sulfur globules. The
second group comprises all colorless bacteria that accumulate elemental
sulfur in the presence of sulfide and gain energy by the oxidation of reduced
sulfur species (see Table 3.1). These bacteria are generally rather large and
characterized by a specific morphology, thus they are often referred to as
"morphologically conspicuous sulfur bacteria". Although many of the genera in
this group were described in the early days of microbiology because they were
easy to describe, few strains have as yet been obtained in pure culture.
Nevertheless, they are frequently observed in high numbers in marine and
fresh water environments where sulfide and oxygen are present, and their
significance for the sulfur cycle is widely recognized (KUENEN, 1989; LA RIVIERE
and SCHMIDT, 1992). A third group of sulfur-oxidizing bacteria, that is normally
not included in the group of colorless sulfur bacteria, is represented by the
endosymbiontic sulfur oxidizing bacteria first discovered in Riftia pachyptila
and other invertebrates living at deep sea hydrothermal vents (CAVANAUGH,
1981; FELBECK 1981).

The group of "morphologically conspicuous sulfur bacteria" harbors both
filamentous and unicellular types (Fig. 3.1). The four filamentous genera form
the family of Beggiatoaceae, named after the genus Beggiatoa (TREVISAN,
1842), which was the first genus to be described and is one of the most
abundant. Beggiatoa filaments consist of rows of cells (trichomes) with single
cells separated from one another by their cytoplasmic membrane and a
peptidoglycan layer. Thioploca (LAUTERBORN, 1907) filaments resemble
Beggiatoa, the main difference is that they usually do not occur as single
trichomes, but as bundles within a common sheath. Both Beggiatoa and
Thioploca species show a gliding movement accompanied by rotation.



"Thiospirillopsis" (UPHOF, 1927) looks like a Beggiatoa filament but is coiled in
a spiral form, giving the impression of a corkscrew motion when gliding.
Beggiatoa strains occasionally show the same morphology under certain
culture conditions. The validity of the genus "Thiospirillopsis" is therefore
uncertain. In contrast to these three genera, the filaments of Thiothrix
(WINOGRADSKY, 1888) are attached at one end to a solid surface by a hold-fast
structure. At the free end of the filament, single motile cells or homogonia of
several cells can be released. Each filament of Thiothrix is surrounded by a
slime sheath, and sometimes rosettes are formed. In the group of Beggiatoa-
ceae, only Beggiatoa and Thiothrix strains have been isolated in pure culture.
With the exception of marine beggiatoas, all of these strains grow
chemolithoheterotrophically, gaining at least most of their energy via the
oxidation of organic compounds.

Table 3.1 Genera of bacteria that oxidize reduced sulfur compounds and
are generally known as the "colorless sulfur bacteria" (adapted
from KUENEN, 1989).

with sulfur inclusion without sulfur inclusion
unicellular filamentous mesophil thermophil
Thiovulum Beggiatoa Thiobacillus Sulfolobus
Thiospira Thioploca Thiomicrospira Acidianus
Macromonas Thiothrix Thiodendron Thermothrix
Achromatium "Thiospirillopsis" Thiospaera

Thiobacterium

“Bilophococcus”

The round to egg-shaped cells of Thiovulum (HINZE, 1913) are motile by
means of peritrichous flagella. Cells are 5 - 25 um in diameter. Their
cytoplasm is generally concentrated at one end of the cell, with the rest of the
remaining space occupied by a large vacuole (LA RIVIERE and KUENEN, 1989).
They are often observed as a white veil on top of sulfidic marine sediments
within the oxygen / sulfide interface (JORGENSEN and REVSBECH, 1983).
Although Thiovulum cells have not been isolated in pure culture, enrichment
culture studies gave strong evidence for a lithoautotrophic metabolism based



on the oxidation of sulfide with oxygen and CO.-fixation (WIRSEN and
JANNASCH, 1978). Within a veil, the cells may induce advective transport of
oxygen-rich water towards the sediment surface by a collective spinning
movement, thereby increasing the oxygen availability (FENCHEL and GLUD,
1998). In decaying veils, "swarming cells" are frequently observed, which are
slightly smaller than the usual Thiovulum cells and extremely fast swimming
(WIRSEN and JANNASCH, 1978; GARCIA-PICHEL, 1989).

The genus Thiospira (WISLOUCH, 1914) is characterized by spirillum-
formed, motile cells with polar flagella and sulfur inclusions. The cells of the
type strain T. winogradskyi are maximally 50 pm long and 2.5 um wide.
Thiospira spp. are found in sulfurous marine and freshwater environments.
The validity of the genus is uncertain, because some organotrophic strains of
the genus Spirillum also accumulate sulfur in the presence of sulfide (LA
RIVIERE and KUENEN, 1989). Macromonas cells (UTERMOHL and KOPPE, 1924)
are cylindrical to bean-shaped and filled with calcite and sulfur inclusions. The
cells can be up to 40 um long and are motile by a polar flagellum. All strains
obtained in pure culture are organotrophs (LA RIVIERE et al., 1989). Like
Macromonas, Achromatium cells (SCHEWIAKOFF, 1893) from freshwater
habitats have many calcite inclusion and sulfur globules, but the form of the
cells is more spherical to oval shaped, and they can be much larger in
diameter (=80 um). On solid surfaces, a slow gliding type of movement is
reported without apparent means of locomotion (LA RIEVIERE and SCHMIDT,
1992). No Achromatium strain could be isolated into pure culture, but
ecophysiological studies indicate an enhanced oxidation of sulfide to sulfate
when Achromatium cells are present (GRAY et al., 1997).

The genus Thiobacterium (LA RIVIERE and KUENEN, 1989) consists of a
single species, T. bovista, that has not been successfully grown in pure or
enrichment culture. The non-motile rod-shaped cells of up to 9 um length
have sulfur inclusions and are embedded in a gelatinous mass. These
colonies tend to have a spherical form when free floating and a dendroid form
when attached to a solid surface. Thiobacterium colonies have been found in
fresh and brackish water, where sulfide is present and in thermal springs of up
to 45 °C. Also represented by a single species is the genus “Bilophococcus”
(MOENCH, 1988). "B. magnetotacticus" is the only known sulfur-accumulating
bacterium which is magnetotactic. The coccoid cells of 1.4 -1.8 um are motile



by means of two adjacent tufts of flagella. Near the flagella there are numerous
magnetosomes, and each cell contains 1 - 3 sulfur globules. "B. magneto-
tacticus" was isolated magnetically from reconstructed waste water aeration
basin environments. The abundance of the organism in fresh water or marine

environments is unknown.

Thioploca

: K’? R
Pegglatas STy Thiothrix
"Thiospirillopsis”

© &

Thiovulum

Macromonas Thiobacterium Thiospira

Fig. 3.1 Genera of bacteria that belong to the group of "morphologically
conspicuous sulfur bacteria" (adapted from KUENEN, 1989 and

SCHLEGEL, 1992).
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The phylogenetic affiliation of "morphologically conspicuous sulfur
bacteria", as determined by 16S rDNA sequences, is still incomplete because
of the general lack of pure cultures in this group. However, some complete and
incomplete sequences have been obtained for members of the genera
Beggiatoa, Thioploca, Thiothrix, Achromatium, and Thiovulum. With the
exception of Thiovulum majus, which is a member of the epsilon group of
proteobacteria (LANE et al., 1992), all other genera belong to the gamma group
of proteobacteria (TESKE et al., 1995; HEAD et a., 1996), which also harbors
many sequences of endosymbiontic sulfur oxidizers and some strains of
colorless sulfur bacteria without sulfur globules e.g. Thiobacillus and
Thiomicrospira species. The sequences of Beggiatoa and Thioploca spp.
together form a monophyletic branch in this cluster, although within these
group the large, vacuoleted Beggiatoa and Thioploca spp. seem to be closer
related to each other than to the other species of both genera (AHMAD et al.,
1999; JORGENSEN et al., submitted). Both Thiothrix spp., which used to be
included in the family of Beggiatoaceae, and Achromatium oxaliferum are
more remotely affiliated to Beggiatoa and Thioploca species.

3.2 Beggiatoa

In the group of "morphologically conspicuous sulfur bacteria" the genus
Beggiatoa was the first to be described (1804, as "Oscillatoria alba") and is
today the most frequently investigated and well-known genus of sulfur-storing
bacteria. Early observations of WINOGRADSKY on the appearance and
disappearance of sulfur globules in Beggiatoa filaments led him to the
conclusion that Beggiatoa spp. gain energy by oxidizing sulfide (1887). These
studies are seen today as a major watershed in microbiology: for the first time,
the concept of bacteria living on the oxidation of reduced inorganic
compounds (lithotrophy) was introduced (ZAVARzIN, 1989). Ironically, the
studies of Beggiatoa filaments led to a whole new emphasis in microbiology
and subsequently many lithotrophic strains could be isolated with the
exception of Beggiatoa.

For almost 100 years a basic discrepancy persisted: many field studies
of Beggiatoa spp. suggested a lithotrophic physiology, but only organotrophic
strains could be isolated into pure culture. Native Beggiatoa spp. were shown
to form distinct mats of ~0.5 mm thickness exactly in the oxygen / sulfide
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interface (JORGENSEN and REVSBECH, 1983), and many details of their phobic
reaction toward oxygen and light could be demonstrated (M@LLER et al., 1985;
NELSON and CASTENHOLZ, 1982). In 1983, NELSON isolated a chemoauto-
trophic marine Beggiatoa strain using a gradient culture system (NELSON and
JANNASCH, 1983) which finally ended the discussion of a principal possibility
for beggiatoas to gain energy from the oxidation of sulfide. Several marine
Beggiatoa isolates could be grown chemolithoautotrophically in gradient
cultures, whereas all fresh water isolates were chemoorgano-heterotrophs
(NELSON, 1992).

The discovery of dense populations of very large Beggiatoa filaments at
a hydrothermal deep-sea vent site in Guaymas Basin (Gulf of California) led to
a new interest in the genus Beggiatoa (JANNASCH et al., 1989). These
beggiatoas form layers up to 3 cm thick on top of the sediments and up to
30 cm thick between vestimentiferan tube worms. The mats consist almost
exclusively of Beggiatoa filaments of three size classes, with the largest
filaments being 116-122 um in diameter. Judging from their enzyme activities,
the giant beggiatoas from this hot vent have a potential for lithoautotrophic
growth (NELSON et al., 1989).

3.3 Thioploca

The genus Thioploca was established by LAUTERBORN in 1907 for a group of
flamentous bacteria resembling beggiatoas that he discovered in Lake
Constance. The main differences noted between Beggiatoa spp. and
Thioploca was that Thioploca filaments occur as bundles in a common sheath
and are often tapered at the ends. These two criteria remain the major
distinguishing features of the two genera. The filaments of the type species
T. schmidlei have diameters of 5 - 9 um. LAUTERBORN found that in Lake
Constance, thioplocas occurred in greater water depths than beggiatoas. He
also observed that thioplocas protruded deep into sediments which did not
smell of sulfide, whereas beggiatoas were found at the surface of sediments
smelling strongly of sulfide. Since this first description, fresh water Thioploca
spp. have been found in various lakes and springs in Germany, Russia, North
America and Japan (KOLKwITZ, 1912; WISLOUCH, 1912; KOPPE, 1924;
KoLkwiTz, 1955; MAIER and MURRAY 1965; MAIER AND PREISSNER, 1979;
NAMSARAEV et al., 1994; NISHINO et al., 1998).
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In 1965, MAIER described a population of Thioploca ingrica (2 - 4.5 pm
diameter) from Lake Erie that he compared with respect to ultra structure to a
fresh water Beggiatoa species. Apart from many similarities, he found that
T. ingrica contained an additional wall component, and the cytoplasm of
Beggiatoa sp. was richer in ribosomes but less dense than that of T. ingrica
(MAIER and MURRAY, 1965). This led him to conclude that in spite of their re-
semblance, the two genera were distinct. T. ingrica was maintained in enrich-
ment cultures in original sediment for several years and was recognized as a
species (MAIER, 1984) described first by WISLOUCH (1912).

The first marine population of Thioploca spp. was found in the upwelling
area off the Chilean coast (GALLARDO, 1977) and subsequently in Peruvian
coastal sediments (ROSENBERG et al., 1983). The marine Thioploca com-
munities are often high in biomass (up to 106 g wet weight per 0.1m? including
sheath material), exceeding even the wet weight of benthic animals
(GALLARDO, 1977). Two species of marine Thioploca have been described,
T. araucae with filament diameters of 30 - 43 um, and T. chileae with dia-
meters of 12 - 20 um (MAIER and GALLARDO, 1984). Apart from being larger
and occurring at higher densities, the marine species differ from the fresh
water thioplocas in ultra structure (MAIER et al., 1990). The cytoplasm is
restricted to a thin outer layer of 1-2 um, whereas the inner part of the cells is
filled up by a large central vacuole that appears empty. This particular feature
also occurs in the large marine Beggiatoa spp. from hydrothermal vents
(NELSON et al., 1989).

3.4 Nitrate storing sulfur bacteria

Under natural conditions Beggiatoa spp. living in microoxic environments
within the oxygen / sulfide interface should also be able to survive transient
anaerobic conditions in these changing environments. Several electron
acceptors have been proposed and tested as an alternative to oxygen for
beggiatoas. NELSON and CASTENHOLZ (1981) showed that a chemorgano-
trophic Beggiatoa strain could reduce sulfur to sulfide under anaerobic
conditions in the presence of acetate to support growth for at least five days.
For Beggiatoa alba (VARGAS and STROHL, 1985) and several other marine and
fresh water strains of Beggiatoa (NELSON et al., 1982), nitrate uptake could be
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demonstrated, but these strains used nitrate only as nitrogen source and not
as electron acceptor. SWEERTS et al. (1990) showed steep nitrate gradients
into a mat of native fresh water Beggiatoa filaments that was placed on top of
an agar. On the base of a 48 hour incubation with "°N-labeled nitrate, they
concluded that the Beggiatoa filaments were denitrifiers, reducing nitrate to
nitrogen, in addition to using oxygen which was also consumed by the
filaments. This study was later criticized because of the relatively long

incubation time which could have allowed denitrifying contaminants to grow
(MCHATTON et al., 1996).
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Fig. 3.2 Schematic picture of a sheath of marine thioplocas at the
sediment surface with trichomes sticking up into the water. The
insert shows the light-microscopic appearance.

During an expedition off the Chilean coast near Concepcion in March
1994, NIELSEN measured internal nitrate concentrations of up to 500 mM in
marine Thioploca filaments, a < 20,000-fold concentration increase over
ambient seawater (FOSSING et al., 1995). FOSSING et al. (1995) concluded that
the purpose of the large, central vacuole of the marine thioplocas is not only to
counteract a potential diffusion limitation (LARKIN and HENK, 1989), but also to
serve as "anaerobic lungs" enabling the marine thioplocas to store their
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electron acceptor in high concentrations (JORGENSEN and GALLARDO, in
press).

HUETTEL et al. (1996) investigated the chemotactic behavior of native
Thioploca filaments in original sediment cores kept in a recirculating flume.
Under anoxic conditions with addition of nitrate (25 um), the terminal ends of
the Thioploca filaments ascended from their sheaths and stretched up to 30
mm into the overlying seawater (Fig. 3.2), increasing the total nitrate uptake of
the sediment. Oxygen concentrations of > 15 um caused the filaments to
retreat to the sediment. Anoxic seawater without nitrate did not provoke a
extension of filaments into the overlying water, whereas after 3 days of nitrate
starvation, filaments extended from their sheaths when nitrate was added even
with oxygen present at 160 um concentration. Positive chemotaxis towards
nitrate overruled the negative chemotaxis toward oxygen, strongly supporting
the suggestion, that nitrate is the principal electron acceptor of the marine
thioplocas. The chemotactic response of Thioploca filaments towards sulfide
was found to be dependent on concentration. Below 150 um, it caused a
extension of filaments, whereas sulfide added at > 150 um concentration to
the water led to a retreat of filaments.

Due to their ability to store nitrate and elemental sulfur and to positive
chemotaxis for both nitrate and sulfide, marine thioplocas are not dependent
on co-occurrence of their electron acceptor and donor. In March 1994, nitrate
was only present in the bottom water and the few upper mm of the sediment,
whereas sulfide was mostly < 2uM in the upper 20 cm of the sediment
inhabited by thioplocas (THAMDRUP and CANFIELD, 1996). An investigation of
the community structure revealed that the orientation of Thioploca sheaths in
the sediment was mainly vertical (Fig. 3.3), thus enabling the filaments to
shuttle between sediment surface and deeper parts of the sediment in a
directed manner (SCHULZ et al., 1996).
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Fig. 3.3 Three-dimensional reconstruction of Thioploca sheaths (black) in
a block of sediment (5cm x 2.5cm x 1 cm) from Station 7 (left
panel), near the Bay of Concepcion, and Station 21 (right panel),
on the shelf. At the sediment surface there was a layer of most
horizontally oriented sheaths. Underneath this the sheaths were
oriented more or less vertically. The arrow in the right panel
points to a second layer of more horizontally oriented filaments
beneath the horizontal surface layer. The lower ends of the
sheaths frequently bend back up towards the surface. At Station 7
there was a mat of Beggiatoa filaments on the sediment surface.

Parallel to the finding of nitrate storage by marine thioplocas, the large
Beggiatoa spp. living at hydrothermal deep sea vents were also shown to store
nitrate at 130 - 160 mM concentration (McHatton et al., 1996). Thus, the
possession of a large central vacuole is consistent with accumulation of nitrate.
Similar to thioplocas, hot vent beggiatoas occur in an oxygen-poor
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-environment, but the sulfide concentrations at the vents are higher than in
Chilean sediments and the filaments do not protrude into the sediment or
stretch into the overlying water. Possibly, they receive nitrate by small-scale
hydrothermal fluid circulation suggested by GUNDERSEN et al. (1992).

The "morphologically conspicuous sulfur bacteria" are generally difficult
to isolate in pure culture which is the base of classical microbiological studies.
Nevertheless, these bacteria are abundant in many coastal sediments, where
they can play an important role for the oxidation of sulfide. The recent finding of
the use of nitrate as electron acceptor by large filamentous sulfur bacteria
emphasizes the environmental importance of these bacteria, especially in
areas where they occur in high density.
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4. Aim of this study

The aim of this study was a quantitative analysis of the population
dynamics and species distribution of nitrate-storing sulfur bacteria. These
organisms couple the sedimentary sulfur and nitrogen cycle in a previously
unknown manner. Thus, their distribution and biomass are a measure of the
significance of their metabolism in coastal marine environments. Three
regions, the Chilean coast, the Namibian coast, and the Danish Limfjorden
were investigated with respect to abundance and morphology of these

bacteria.

The principal focus of the study was on the Thioploca community off the
Chilean coast, because this population of filamentous sulfur bacteria is
extremely dense, occurs in a large area, and therefore is of great ecological
importance. During a 14 months study, the population was analyzed and
quantitative data on biomass and distribution of thioplocas were obtained in
relation to bottom water oxygen and nitrate concentrations. The study was
repeated in March 1998 to observe the influence of the "El Nifo" phenomenon
on the Thioploca community.

The hydrographic conditions off Namibia are comparable to the Chilean
upwelling area, but no firm reports existed of dense populations of sulfur
bacteria in the Benguela upwelling system. During a four week cruise along
the coast of Namibia, sediment samples from 100 m water depth were taken
and the biomass and depth distribution of nitrate-storing sulfur bacteria were
investigated. The third part of the study comprised a more inconspicuous
population of moderately sized beggiatoas (5-35 um) that occur in the Danish
Limfjorden. This population of filamentous sulfur bacteria was the only one
whose seasonal variations had already been studied (JORGENSEN, 1977a). In
Limfjorden, the maximum density of Beggiatoa filaments was often observed in
deeper parts of the sediment where no oxygen was available. Thus, this
investigation focused on nitrate storage in these beggiatoas.
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5. Results and Discussion

5.1 Population study of the filamentous sulfur bacteria
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5.1.1 Abstract

A community of filamentous sulfur bacteria, Thioploca spp., living in the
Bay of Concepcion, Chile and the adjoining shelf area was sampled from
January 1996 to February 1997 at 4 -6 weeks intervals to investigate the
influence of seasonal variations in upwelling intensity and oxygen
concentrations on the population dynamics. The Thioploca community was
described by its biomass, total number and diameter of sheaths, number of
trichomes and species per sheath and abundance and depth distribution of
different morphological forms, e.g. trichome diameters and ratios of cell-length
to diameter. Bottom water concentrations of oxygen and nitrate were
measured. The study was repeated in March 1998 to describe the influence of
the "El Nifo" Southern Oscillation on the Thioploca community. Throughout
the summer 1996, oxygen concentrations in the bottom water were near zero,
nitrate was 10 - 20 um and the biomass was high, up to 160 g m? wet weight
without sheaths. During winter, biomass declined due to higher oxygen
concentrations under reduced upwelling intensity. The depth distribution of
thioplocas changed strongly with seasonal variations, but the community
structure, e.g. species distribution, diameter of sheaths and number of
trichomes per sheath, remained unchanged. These parameters were different
at each station. On the shelf the Thioploca community never vanished
completely, although during "El Nifio" the biomass was very low. In the Bay of
Concepcion, Thioploca spp. were only found occasionally, but reached high
biomass during summer. Two populations of filamentous sulfur bacteria were
observed in the Bay, filaments with short cells in sheaths, populating the upper
7 cm of the sediment, or filaments without sheaths living at the sediment
surface.

5.1.2 Introduction

The filamentous sulfur bacteria of the genus Thioploca are abundant in
the upwelling areas along the coast of Chile and Peru (GALLARDO, 1977;
ROSENBERG, 1983). They are found in shelf sediments within the oxygen
minimum zone and reach high biomass of up to 1 kg m*? (including sheaths)
(GALLARDO, 1977), being at times the most abundant benthic organism in the
sediment. In contrast to the free-living, closely related sulfur bacteria,
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Beggiatoa spp, Thioploca filaments live as bundles within a common sheath.
The mainly vertically oriented sheaths may reach down many cm into the
sediment (SCHULZ et al., 1996). Studies on partially purified mixed cultures of
Thioploca spp. showed that they oxidize sulfide to sulfate while reducing
nitrate to ammonia (OTTE et al.,, manuscript submitted). The bacteria store
elemental sulfur as globules in the peripheral cytoplasmic layer and
concentrate nitrate in a central vacuole in concentrations of up to 0.5 M
(FOSSING et al., 1995). These and other observations suggest that the marine
thioplocas commute in their sheaths between the sediment surface, where
they take up nitrate from the overlying seawater, and deeper parts of the
sediment, where free hydrogen sulfide is available.

Because of the high biomass of Thioploca communities, they may play
an important role in controlling the biogeochemistry of sediments in the oxygen
minimum zone off Chile and Peru (JORGENSEN and GALLARDO, in press). In the
sea floor off Concepcidn, the thioplocas transport large amounts of nitrate into
the sediment, thereby increasing the total nitrate pool of the sediment up to
100-fold (THAMDRUP and CANFIELD, 1996). Different approaches have been
used to estimate the proportion of sulfide production which is oxidized by
thioplocas. Using the amount of elemental sulfur bound by Thioploca spp. and
the average sulfate reduction rates, FERDELMAN et al. (1997) concluded, that
17 - 34 % of the sulfide produced in the sediment could be re-oxidized by
thioplocas, whereas based on CO, uptake rates they calculated that Thioploca
spp. could only account for approximately 18 % of the sulfide oxidation. Much
lower values were suggested by THAMDRUP and CANFIELD (1996) estimating
from depth-integrated nitrate consumption rates of bag-incubations, that 2-4 %
of the sulfide was oxidized with nitrate, while FOSSING et al. (1995) concluded
from areal nitrate uptake rates measured in situ, that up to 20 % of the sulfide
produced in the sediment was oxidized by nitrate presumably consumed by
Thioploca filaments. In the absence of oxygen during much of the year, it is not
clear how the rest of the sulfide is oxidized.
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Fig. 5.1 Map of the sampling area (Chile) showing the Bay of Concepcién
and the adjoining shelf area. The four stations are marked with
open circles. The dashed lines (isobaths) indicate water depths.

A general problem in estimating the significance of thioplocas for the
sulfur and nitrogen cycling in Chilean and Peruvian sediments is the lack of
knowledge concerning the population dynamics of thioplocas. Most earlier
investigations on the abundance of Thioploca spp. did not provide accurate
biomass data, as the principal method used for measuring biomass was
sieving the sediment for thioploca-sheaths with 1.0, 0.5 or 0.25 mm sieves and
taking the wet weight, dry weight or ash free dry weight without distinguishing
between living trichomes and dead sheath material (GALLARDO, 1977;
ROSENBERG et al., 1983; GALLARDO, 1985; ZAFRA et al., 1988; GALLARDO et al.,
1995). As the sheaths account for ca 90 % of the wet weight (SCHULZ et al.,
1996) but have no significance for the metabolic activity, the biomass including
sheaths does not reflect the physiological potential of a Thioploca population.
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For this study, the sediment was sampled with a small Rumohr gravity-
corer or a Multi-corer, which preserves the sediment surface, where most of the
thioplocas are situated (SCHULZ et al., 1996).. The biomass of Thioploca spp.
was calculated using the biovolume of living trichomes. From January 1996 to
February 1997, four stations were sampled at 4 - 6 weeks intervals. Bottom
water nitrate and oxygen concentrations were measured and the Thioploca
community was characterized in terms of biomass, total number of sheaths,
abundance and depth distribution of different morphological forms, average
trichome diameters and ratios of cell-length to diameter, number of sheaths
inhabited by different species, diameters of sheaths and number of trichomes
per sheath. In March 1998 the sampling program was repeated in order to
characterize the Thioploca community under "El Nino" conditions. Thioplocas
are much larger than normal bacteria and have distinct morphological
characteristics. This enabled us to quantify and describe the population and its
reaction to environmental changes directly, which is otherwise not possible for
non-photosynthetic prokaryotes.

5.1.3 Materials and Methods

Sampling Four stations in the Bay of Concepcion and the adjoining
shelf area (Fig. 5.1) were sampled during 12 cruises onboard the Chilean
research ship, Kay Kay, of the University of Concepcion. Sediment and bottom
water samples were obtained from Station 4 (36° 38' 8" S, 73° 02' 3" W),
Station 7 (36° 36' 5" S, 73° 00' 6" W), Station 14 (36° 32' 1" S, 73° 03' 0" W),
and Station 18 (36° 30' 8"S, 73° 07' 6" W). Water depths were 24 m, 32 m, 64
m and 88 m, respectively. Sediment samples were taken by a small Rumohr
gravity-corer of 74 mm inner diameter and 1 m length. At each station, three
cores were taken and immediately subsampled into Plexiglas tubes of 3.6 cm
inner diameter and 30 cm length. Bottom water samples were taken with a 5 |
Niskin bottle approximately 1 m above the sediment. Bottom water
temperatures were 11 to 12 °C throughout the year. At the end of May and
beginning of June only one sediment sample for each station could be taken.



Bottom water oxygen and nitrate Oxygen concentrations were
measured by Winkler titration using 300 ml bottles. The reagents were added
immediately after taking the samples and the bottles were stored in the dark
until they were titrated the same day. Bottom water samples for later
determination of nitrate (including nitrite) were frozen. The nitrate and nitrite in
these samples were reduced to NO in 80 °C Vanadium(lll) and detected by
chemiluminescence (BRAMAN and HENDRIX, 1989).

Biomass and species distribution Sediment cores were stored in
the laboratory at 5 °C for up to 10 days, open at the top and with 3 - 5 cm of
bottom water over the sediment. The first core taken from each station was
processed on the following day to be compared later with results from the other
two cores processed within the following 10 days to check for changes in
biomass or species distribution due to storage. Within 10 days no significant
changes were observed. Sediment cores were extruded from the tubes and
placed on a slightly tilted surface. The sediment around the sheaths was
washed away carefully with sea water from a squirt bottle starting at the bottom
of the core. One cm of sediment was consecutively washed away and the
exposed sediment was examined for sheaths of Thioploca using a binocular
microscope at 16 x magnification. At each depth interval the exposed sheaths
were counted and five sheaths were randomly picked for observation under
the microscope. For each of the five sheaths, the diameter of the sheath was
measured, the number of filaments counted, and the diameter of one filament
and the length of 5 to 10 cells of this filament were measured at 1000 x
magnification. A preliminary investigation had shown that trichomes of one
size class within a sheath have very similar diameters and cell lengths. In
sheaths containing filaments of two or three different diameter classes the
number of filaments, the diameter and the cell length were measured
separately for each of those classes.
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Fig. 5.2 Trichomes of Thioploca spp. in sheaths. (A) The long-cell
morphotype, here T. araucae, with a normal ratio of cell-length to
diameter. (B) Two short-cell trichomes with diameters of 35 um
and 75 um living in the same sheath. Bars represent 50 um.
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Calculations At each depth interval for each of the five observed
sheaths the volume of Thioploca trichomes was calculated using the diameter
of the trichomes, the number of trichomes in the sheath, and the average
length of sheaths in this particular sediment depth. The average length of
sheaths at different sediment depths was determined in an earlier study where
the three-dimensional position of the sheaths in the sediment was investigated
(SCHULZ et al., 1996) and could be used for this study. The average biovolume
of the five sheaths removed at each depth interval was multiplied by the
number of sheaths per cm?. The biovolumes at all depths were added up to
give the total biovolume per unit surface area. The biomass of Thioploca
filaments was calculated from biovolume assuming that the density of the
trichomesis 1 g cm™. The mean of three cores was calculated.

5.1.4 Results

Observations on different morphotypes During a preliminary
study of the Thioploca community in December 1995 it was observed that, in
addition to the usual morphological form of Thioploca trichomes with
cylindrical or slightly barrel-shaped cells, there was an undescribed
morphotype with much shorter cells and rounded sides (Fig. 5.2). To
discriminate this morphotype from the known Thioploca spp. the cell-lengths of
each trichome were measured and it became apparent that, using the ratio
between average cell-length and trichome diameter, the population fell into
two groups of ratios, one < 0.48 and one > 0.48. The diameters of short-cell
filaments do not separate as clearly into different size classes as diameters of
normal thioplocas, but peaks of frequency occur at 14 - 20 um and 24 -
32 um.

For a comparison of trichome and sheath parameters the data of all
three cores per sampling station and time have been separated into two
morphological groups of trichomes. One group included data of filaments with
ratios of cell-length to trichome diameter of < 0.48, which was defined as the
short-cell morphotype of Thioploca species. The second group contained long-
cell morphotype filaments with ratios > 0.48. This group contained T. chileae
and T. araucae, which can be distinguished on the basis of their trichome
diameters (MAIER and GALLARDO, 1984; TESKE et al., 1995; SCHULZ et al.,
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1996). For all parameters the average, median and most frequent value at
each time and station were calculated to evaluate whether the parameter
followed a Gaussian distribution. For all parameters these 3 values yielded
very similar results, except for the depth distribution of morphotypes, where the
most frequent value was clearly higher than the average value for the short-
cell morphotype and lower for T. chileae and T. araucae.

Bottom water parameters During the summer and fall months of
January - June 1996 the bottom water overlying the sediment was almost
oxygen free at all stations (Fig. 5.3 A). In winter (July - September 1996) the
oxygen concentrations increased to values around 20 um and decreased
again to near zero in spring and early summer 1996 (October - December).
During summer 1996 / 1997 oxygen concentrations were higher and more
fluctuating than in the previous summer. Nitrate concentration were generally
rather constant (10 - 30 um). Only during winter 1996 lower values near zero
were found (Fig. 5.3 B).

Biomass The total biomass of Thioploca filaments at all stations was
highest in summer 1996 (January - March) and declined during autumn (Fig.
5.4 A and B). At Station 18, which was furthest offshore, the biomass tended to
be lower during summer 1996. During winter 1996 biomass remained low at
all stations, but the Thioploca population never disappeared completely. In
spring and summer 1996 / 1997 only the biomass at Station 7 increased
significantly but remained lower than observed in the previous summer.

Number of sheaths The total number of inhabited sheaths per cm?
(Fig. 5.4 B) generally followed the pattern of the total biomass, but the
fluctuations were not as pronounced as for the biomass (Fig. 5.4 A). At all
stations the number of sheaths per cm® was high in summer 1996 and
declined during the fall (April - May 1996). The number of sheaths remained
low during winter and only in spring and summer 1996 / 1997 did the number
again increased at Station 7, however remaining low at Station 14 and 18.

The percentage of observed sheaths of the different groups (Fig. 5.5)
showed how the composition of the Thioploca communities changed with time
and between stations. At Station 18, sheaths containing trichomes of the short-
cell morphotype occurred rarely throughout the year, while they were mostly
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abundant at Station 14 and even more abundant at Station 7. At Station 14
and 18 sheaths containing T. chileae were more frequent than T. araucae
throughout the year, while at Station 7 sheaths containing T. araucae were

more common.
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measured on the three shelf stations from January 1996 until

February 1997.
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Depth distribution To describe the depth distribution (Fig. 5.6), the
most frequent depth of each type of sheath is given rather than the average
depth, as the latter does not follow a Gaussian distribution. Sheaths containing
more than one type of trichome have been counted for each type of trichome
they contained. As a general tendency, sheaths containing the short-cell
morphotype of Thioploca occurred mostly in deeper parts of the sediment,
while T. chileae and T. araucae were more frequent at the sediment surface.
The short-cell morphotype was most abundant at 5 - 8 cm depth at Station 7,
while at Stations 14 and 18 the most frequent depth was more variable
reaching depths of up to 15 cm in the sediment.

Stable trichome parameters The average diameter of trichomes
(Fig. 5.7) as well as the average ratio of cell-length to trichome diameter (Fig.
5.8) were found to be remarkable stable throughout the year at each station.
This was particularly true for T. araucae, which showed constant dimensions
also between stations. For T. chileae ratios of cell-length to diameter were
generally slightly higher at Station 14 and slightly lower at Station 7. The
diameters of the short-cell morphotype showed more variability without a clear
seasonal change, whereas their ratios of cell-length to diameter remained
constant.

Stable sheath parameters The average percentage of mixed
sheaths containing more than one morphological type of trichomes, as well as
the average diameter of the different types of sheaths and the number of
trichomes per sheath remained stable over the 14 months of observation, but
were different between stations. Average values of all observations have been
summarized in Table 5.1.1. Occasionally, the smallest Thioploca species,
"T. marina" (2.5 - 5 um), was observed in sheaths together with T. chileae or
T. araucae, but their frequency could not be quantified, because the very
small filaments are easily hidden by the larger filaments. In general, they
appeared at all stations within the upper 3 cm of the sediment during most of
the year.
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The mixed sheaths were separated into 3 groups, one containing only
trichomes of the long-cell morphotype (i.e. T. araucae and T. chileae), one
containing only short-cell filaments of two groups with different diameter, and
one containing long-cell and short-cell trichomes mixed. The last two groups
occurred very rarely at all stations, never comprising more than 1 % of all
sheaths observed, while sheaths containing T. chileae and T. araucae
together were much more abundant. At Station 7 and 18 about 10 % of the
sheaths were inhabited by mixed T. chileae and T. araucae, while at Station

14 it was only 3 %.

The diameters of sheaths inhabited by T. araucae were larger than of
those inhabited by T. chileae or short-cell trichomes at all 3 stations. At Station
14 sheaths containing T. chileae or short-cell trichomes were smaller than at
the other two stations. T. chileae-inhabited sheaths were larger at Station 7
than at the other two stations. The same was the case for sheaths containing
short-cell trichomes at Station 18. In sheaths containing T. araucae the
average number of trichomes per sheath was around 6 - 7 at all stations. At
Station 14 and 18 there were about 8 trichomes of T. chileae per sheath,
while at Station 7 there were only about 4 trichomes. The average number of
short-cell trichomes per sheath was around 3 at all stations. Occasionally,
maximal numbers of around 100 trichomes per sheath occurred especially for
T. chileae, but the majority of sheaths contained much less trichomes, e.g.
95% of the sheaths had < 7 trichomes for the short-cell morphotype, and < 20
for T. chileae and T. araucae, respectively.

Maximal biomass densities and depths of filaments The
highest biomass density was generally found in the upper 0.5 - 1 cm of the
sediment (Fig. 5.9). In August 1996, this depth increased at Station 7 and 14,
followed by Station 18 in September 1996. At Station 7 the depth of highest
biomass density returned to 0.5 - 1 cm, while at Station 14 it remained at
1 cm depth and at Station 18 at 2 cm. During the 14 months of observation,
the maximal depths at which Thioploca trichomes could be found changed
considerably between 8 and 22 cm. This was mainly due to short-cell
trichomes which penetrated deepest into the sediment at all stations during
summer 1996 and summer 1997. The maximal depth to which long-cell
trichomes could be found, 4 - 13 cm, was more stable at each station and
decreased towards the coast.
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Tab. 5.1.1 Stable sheath parameters (mean of 14 months + standard

deviation) for each of the three shelf stations: percentage of
mixed sheaths, occupied by trichomes of different diameter, with
filaments of only long-cell morphotype, only short-cell morpho-
type or short-cell and long-cell morphotype living together. Mean
diameter of sheaths inhabited by the short-cell morphotype or by
one of the long-cell morphotype species, T. chileae or T. arau-
cae. Mean number of trichomes in sheaths inhabited by tri-
chomes of the short- cell morphotype or by one of the long-cell
morphotype species, T. chileae or T. araucae.

Parameter Thioploca type Station 7 Station 14 Station 18
Mixed Long-cell morphotype 11.0 £ 5.7 32%1.7 89%£55
sheaths Short-cell morphotype 0.4+0.7 06+1.0 02+04
(%) both morphotypes mixed | 0.7 + 0.8 0.9+ 0.6 0.8 +0.7
Diameter of | Short-cell morphotype 108 + 12 99 22 137 £ 29
sheaths T. chileae 1594 31 93 + 11 113+ 13
(Lm) T. araucae 176 & 25 187 + 22 167 + 19
Number of Short-cell morphotype 25106 32410 29+0.9
trichomes T. chileae 3.8+1.5 81£1.7 T-6 17
per sheath T. araucae 651219 6.9£2.6 5.8+2.0

The Bay of Concepcion Station 4 , in the middle of the Bay of Con-
cepcion, was not constantly populated by typical thioplocas and the type of
community was different from the shelf stations. In February 1996 a population
of short-cell Thioploca living in sheaths with a total biomass of 40 g m? was
found in the upper 7 cm of the sediment. From July 1996 to February 1997 this
short-cell community was also observed, but with very low biomass (< 1 g m™).
In January and February 1997, sheathless filaments (per definition beggia-
toas) with diameters typical for T. araucae were found on top of the sediment
with a biomass of 15 and 5 g m?, respectively. Similar populations were
observed in February, July, August and October 1996, but with very low
biomass. The bottom water oxygen and nitrate concentrations at Station 4
were similar to the shelf stations.
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Observations during "El Nino" in March 1998 At Station 18 the
oxygen concentrations measured in the bottom water in March 1998 were high
compared to winter 1996 (16 um), and even higher at Station 4, 7 and 14 (30 -
35 um). Nitrate concentrations were 16 - 28 pum. The total biomass of
Thioploca spp. was very low at Stations 7, 14 and 18 (3, 1 and 5 g m®), even
lower than in winter 1996. The total number of sheaths was correspondingly
low. The average sediment depth of highest biomass density was at 2 cm at
Station 14 and 18, and at 3 cm at Station 7. The downward extension of the
population was 6 -10 cm at Station 7, as much as 8 -11 cm at Station 14 and
8 - 9 cm at Station 18. Average trichome diameters and ratios of cell-length to
diameter of Thioploca trichomes remained unchanged on the shelf stations,
except for the short-cell trichomes which decreased in diameter. Sheath
diameters were slightly greater at Station 7 and 18, but the number of
trichomes per sheath was unchanged at all stations. The number of mixed
sheaths with trichomes of different size classes remained the same at Station 7
and 18, but at Station 14 no mixed sheaths were found. The proportion of
different morphological types remained generally the same, except for Station
14, where T. chileae decreased to 22 %, while the short-cell trichomes
increased to 64 %. Generally, replicate samples showed larger heterogeneity
than before with respect to distribution of morphotypes and total biomass. At
Station 4, a population of sheathless trichomes with diameters typical for
T. araucae was found at the sediment surface at a biomass of 2 g m™.

5.1.5 Discussion

Seasonally changing parameters The variations in biomass (Fig.
5.4 A) corresponded well to the changes in bottom water concentrations of
oxygen and nitrate (Fig. 5.3), which are dependent on the hydrographic
conditions. Under normal spring and summer conditions, long periods of
strong southerly winds induce coastal upwelling, and equatorial subsurface
water rich in nutrients and depleted in oxygen covers much of the continental
shelf. During winter or "El Nino" conditions, northerly winds dominate, which
reduce the upwelling, and the shelf is covered by subantarctic water of lower
salinity and higher oxygen concentrations (STRUB et al., 1998). The seasonal
upwelling off the coast of Concepcion was most pronounced during summer
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1995 / 1996, but in the summer 1996 / 1997 upwelling was less stable. Con-
sequently, the oxygen content of the bottom water fluctuated more and the
biomass of thioplocas was significantly lower than the previous summer.

Fig. 5.5
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The increase in bottom water oxygen seems to have been the main
reason for a decline in Thioploca biomass under winter conditions. Trichomes
in the upper 1 cm of the sediment, where most of the biomass is located
during summer (SCHULZ et al., 1996), disappeared and, consequently, the
highest biomass density was found deeper in the sediment (Fig. 5.9). This is
consistent with observations from the Peruvian upwelling areas, where highest
biomasses of Thioploca spp. were clearly associated with the lowest bottom
water oxygen concentrations (ZAFRA, 1988). However, in contrast to what was
observed by GALLARDO (1985; 1995) and ZAFRA (1988), the decrease in
biomass was not accompanied by a decrease in the average number of
trichomes per sheath (Table 5.1.1), but was mainly correlated with a decrease
in the number of sheaths (Fig. 5.4 B and 5.10), especially at Stations 14 (|2 =
0.9) and 18 (* = 0.8). At Station 7, this correlation was less pronounced (©* =
0.5) and a much higher biomass was observed with a comparably low number
of sheaths. During the decline of the biomass, a high proportion of empty
sheaths was occasionally found at the sediment surface, but these sheaths
decomposed rapidly and disappeared within the following month.

The depth extension of the Thioploca community was also affected by
seasonal changes. During summer 1996, filaments of the short-cell
morphotype were found deep down in the sediment (Fig. 5.9) but disappeared
in autumn and winter 1996, leaving behind empty sheaths which were often
stained black from iron sulfide. In summer 1996 / 1997, the short-cell filaments
again colonized deeper parts of the sediment at Station 7, but did not expand
significantly at Station 14 and 18 (Fig. 5.9). Thus, colonization of deeper parts
of the sediment by short-cell filaments generally co-occurred with times of high
biomass (Fig. 5.4 A).
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Population dynamics From the increases in biomass between
subsequent observations it is possible to assume minimum doubling times of
Thioploca spp. under natural conditions. At Station 7 the highest rates of
increase were found in February and October 1996 and corresponded to
doubling times of 23 and 22 days, respectively. The mean doubling time of
biomass during periods of biomass increase was 38 days at Station 7,
compared to 56 and 55 days at Station 14 and 18. At Station 14, the shortest
doubling time of biomass, 35 days, was observed in September 1996.
However, this is probably not the fastest growth rate since the Thioploca
population at Station 14 was already decreasing at the beginning of the study
and did not reach a similarly high biomass the following summer. At Station 18
the greatest increase in biomass was found in February 1996 and
corresponded to a doubling time of 24 days. Thus, it can be assumed that the
maximum growth rates of Thioploca spp. under the environmental conditions
correspond to a doubling time of approximately 3 weeks, which compares well
to the 26-52 days doubling time of filaments growing on acetate estimated from
laboratory experiments with thioplocas from Station 7 (OTTE et al., manuscript

submitted).

At Station 4 the population of sheathless trichomes at the sediment
surface increased 14-fold during September 1996, which corresponds to a
doubling time of 5 days. These filaments were found to be identical to
T. araucae according to their 16S rDNA sequence (TESKE et al., in press). As
the population of sulfur bacteria at Station 4 was generally more patchy in
distribution and fluctuated more than at the three shelf stations, this doubling
time is only a rough estimate. Compared to the thioplocas living in shelf
sediments, the value appears to be high. However, compared to chemo-
autotrophic marine Beggiatoa strains, which have doubling times of 1 - 4 days
(NELSON and JANNASCH, 1983; NELSON et al., 1986a) the number might still be
realistic, although the Beggiatoa filaments were much smaller (4 - 5 um in
diameter) and should therefore grow faster. Nevertheless, the distribution of
filamentous sulfur bacteria seems to be more heterogeneous within the Bay,
thus a more precise estimation of growth rate would demand a higher number

of samples.

35



1.2
. 1__I\ short-cell morphotype | 5 station 7
© O Station 14
508t + Station 18
24
£ 064
=4
°© 044 + &
= Q °© @ @ & e B
80.2.-eclé a2 @ $ T
0 et L M e g} :
Jan Feb Mar Apr Mai Jun Jul Aug Sep Oct Nov Dec Jan Feb
1996 / 97
1.2
o
B o fe) (o]
— 41 O ®
% 1 +2 + T o) @ 4 ?_l + 'E] 5.
Eost ® g 0O O . -
06+
2
ko 0.4+ O Station 7
o O Station 14
o 024 )
T. chileae + Station 18
0 e ot ; : : ; . : ; ; :
Jan Feb Mar Apr Mai Jun Jul Aug Sep Oct Nov Dec Jan Feb
1996 / 97
1.2
L C
o 14
©
€ 0.8- .y "
Eo.s-oggtu & & B B b &
2
2 0.4+ O Station7
o) O Station 14
O 0.2 .
T. araucae + Station 18
0 et : ———t—tp —t
Jan Feb Mar Apr Mai Jun Jul Aug Sep Oct Nov Dec Jan Feb
1996 / 97
Fig. 5.8 Average ratio of cell-length to diameter of, (A) short-cell

morphotype, (B) T. chileae, and (C) T. araucae on each of the
three shelf stations from January 1996 until February 1997.

40



Parameters unaffected by seasonal changes The average
trichome diameters of T. chileae and T. araucae remained constant at each
station throughout the period of observation (Fig. 5.7). Thus, they can be
regarded as stable morphological features of the species, unaffected by
varying environmental conditions. The diameter of the trichomes is probably
genetically determined, which is also indicated by 16S rDNA sequences
(TESKE et al., 1995). A similar, remarkable invariance was observed for the
ratios of cell-length to diameter for these two species (Fig. 5.8). Thus, cell
division during growth apparently does not lead to cells that are in average
shorter than those during stationary phase. Although the average ratios of cell-
length to diameter remained unchanged over the year, they were different
between stations for T. chileae , whereas for T. araucae no differences
between stations were observed. This may indicate that each station was
populated by a slightly different type of T. chileae. The average diameters of
the short-cell filaments were less constant than observed for T. chileae and
T. araucae, which is probably because they comprise different species with
different diameters (see chapter 5.2). The variance in diameters did not
correspond to seasonal changes of the biomass. Furthermore, the average
ratios of cell-length to diameter were almost as stable as observed for
T. chileae and T. araucae and, thus the average cell-lengths are stable
parameters for each station unaffected by seasonal changes.

The variations in the relative abundance of the short-cell morphotype of
Thioploca over the period of observation (Fig. 5.5) seem to correlate with the
seasonal changes in biomass (Fig. 5.4 A). For T. araucae and T. chileae, the
differences in relative abundance between the three shelf-stations were
greater than the seasonal variations at each station. Thus, it appears that the
species composition of the Thioploca community is not affected greatly by
seasonal changes but is influenced rather by conditions that are characteristic
for each station. This could be the sulfate reduction rates, which were
increasing significantly towards the coast but expressed a less pronounced
seasonality (STROTMANN et al., in prep.).

The percentage of mixed sheaths, occupied by different morphotypes or
species of Thioploca , as well as the diameter of sheaths and the number of
trichomes per sheath, varied between sampling times without showing a
general trend or a correlation with changes in biomass (Table 5.1.1). Again,
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differences between stations were more pronounced than temporal variations.
Sheaths containing short-cell trichomes of different diameters (> 5 um
difference) and sheaths inhabited by short-cell trichomes together with
trichomes of T. araucae or T. chileae occurred rarely at all stations (< 1 %)
while sheaths containing T. chileae together with T. araucae trichomes were
much more abundant (3-11%). An earlier study showed that in 85 % of mixed
sheaths T. araucae was the dominant species. This led to the hypothesis that
mixed sheaths form when trichomes, penetrating into the bottom water, retreat
into their sheaths and draw other trichomes with them, which can happen more
easily in the larger sheaths of T. araucae (SCHULZ et al., 1996). This
hypothesis is supported by the observation that mixed sheaths were most
abundant at Station 7, where T. araucae dominated, and least abundant at
Station 14, where T. araucae was rarest.

The average diameter of sheaths and the average number of trichomes
per sheath for T. araucae were quite similar at all stations, while for sheaths of
T. chileae clear differences were found. At Station 14 sheaths of T. chileae
were on average smaller than at any other station while the average number of
trichomes in these sheaths was the highest. The T. chileae sheaths at Station
7 were the largest of this group and contained the lowest number of trichomes.
For the short-cell morphotype the number of trichomes per sheath was low at
all stations, while the diameter of sheaths were quite distinct. Thus, an
increasing diameter of sheaths is not necessarily proportional to higher
numbers of trichomes. Rather, these two parameters vary independently, and
do not correlate with the growth state of the population. Comparison of the
number of trichomes per sheath at the different stations indicates that at
Station 7 the number of trichomes per sheath is much higher for T. araucae
sheaths than for the other sheath types, while at Stations 14 and 18 T. chileae
sheaths have the highest number of trichomes. Thus, at each station the
dominating species had the highest number of trichomes per sheath
irrespective of seasonal changes. Since all sheaths were on average below
200 um thick and many even below 100 um (Table 5.1.1), sieving with 1.0,
0.5 or even 0.25 mm sieves will lead to loss of sheaths. The resulting error is
probably variable, as average sheath diameters differed among stations.
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Differences between shelf stations As a general trend, the
biomass of the Thioploca community increased towards the coast and was
accompanied by an increased number of short-cell trichomes that reached
deeper into the sediment during growth phases. Concurrent with this, the
highest biomass of thioplocas reported to date, 106 g per 0.1 m?, including
sheaths, was found near Station 7 (GALLARDO, 1977). The changes in the
community across the shelf coincided with sulfate reduction rates that were
higher towards the coast (FERDELMAN et al., 1997; STROTMANN et al., in prep.).
With the increasing sulfide production the energy available from sulfide oxi-
dation increases, which apparently leads to higher populations of thioplocas
near the coast.

Some parameters, that were independent of seasonal changes, such as
the relative proportion of T. chileae and T. araucae (Fig. 5.5) and the maximal
depth to which these two species occur (Fig. 5.9), showed increasing
fluctuations when approaching the coast. A reason for this might be that in
more shallow waters fluctuations in the intensity of upwelling and thus in the
primary production have a stronger effect on the sediment. Since a smaller
fraction of the primary production is degraded in the shallower water column,
also short-term productivity fluctuations may influence the processes in the
sediment more, which is seen from stronger variations in the sulfate reduction
rates on coastal stations (STROTMANN et al., in prep.). The most frequent depth
for short-cell trichomes (Fig. 5.6) was the only parameter showing less
fluctuations towards the coast. At the same time, these filaments were more
abundant in coastal sediments. Thus, the stronger variations of depth might
have been a result of lower numbers of observation at Station 14 and
especially at Station 18.

Station 14 can be considered intermediate between Station 18 and 7 in
terms of biomass and stability. Nevertheless, in some respects this station was
exceptional. The relative proportion of T. araucae filaments was the lowest
(Fig. 5.5) and they occurred more consistently in deeper parts of the sediment
than at other stations (Fig. 5.6). The T. chileae filaments at this station had
generally shorter cells (Fig. 5.8), and their sheaths were much smaller in
diameter and contained more trichomes than at Stations 7 and 18 (Table
5.1.1). Comparably high biomass was accompanied by highest numbers of
sheaths of all stations (Fig. 5.10), and the number of mixed sheaths was on
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average 3 times lower at Station 14 (Table 5.1.1). Altogether, it seems that the
T. chileae population, dominating at Station 14, is different from the T. chileae
populations at the other two shelf stations.

The Bay of Concepcion The areal sulfate reduction rates reported
for Station 4 are 3 - 4 times higher than for the shelf stations and, other than in
the shelf sediments, free hydrogen sulfide regularly accumulates in the pore
water up to the sediment surface (FERDELMAN et al., 1997; STROTMANN et al., in
prep.). Probably as a result of this, Station 4 was not continuously populated
by thioplocas and, occasionally, two distinct types of populations occurred. In
the summer of early 1996, short-cell filaments populated the upper 7 cm at
Station 4 in high biomass (40 g m™). At this time oxygen was not detectable in
the bottom water, nitrate was present in 11 um concentration and the
sediment smelled strongly of hydrogen sulfide. During summer 1997,
sheathless filaments populated the surface sediment with a biomass of up to
15 g m™®. Except for the absence of a sheath, these filaments looked identical
to T. araucae and they had the same 16S rDNA sequence (TESKE et al., in
press). Consequently, they may be considered sheathless thioplocas.
However, recent studies indicate that the phylogenetic affinity of the genera
Thioploca and Beggiatoa needs to be reconsidered (AHMAD et al., 1999;
JORGENSEN et al., submitted). Although the biomass of filamentous sulfur
bacteria seems low compared to the biomass of Thioploca spp. on the shelf
(10 - 160 g m?), it is in the same range as the biomass of Beggiatoa spp.
encountered in a Danish fiord (5 - 20 g m®) (JORGENSEN, 1977a). In March
1997 oxygen concentrations as high as 12 um were found in the bottom water
and nitrate was present at 1 - 6 um. Thus, it is not clear whether the
sheathless filaments accumulated at the top because they switched to an oxic
respiration, or whether they still oxidized sulfide with the nitrate present in the
bottom water, but without penetrating into the sediment. The latter seems more
likely, since the filaments still possessed a central vacuole used for storing
nitrate. Both types of populations seem to be able to endure higher sulfide
concentrations than the type of Thioploca community found in shelf sediments.
Nevertheless, the conditions in the Bay of Concepcion do not support a stable
population of sulfur bacteria. The general trend of higher fluctuations in the
community towards the coast and higher proportions of T. araucae and short-
cell filaments continues into the bay.
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Effect of "El Niho" 1998 Effects of "El Nifo" conditions on the total
biomass of thioplocas including sheaths have been described for off Chile
(GALLARDO et al., 1995), and off Peru (ARNTZ et al., 1985; TARAZONA et al.,
1988, 1996; ZAFRA et al., 1988). In many respects the changes induced by the
"El Nino" were similar to the changes observed in winter only more pro-
nounced. Due to the prolonged absence of upwelling and the higher oxygen
concentrations in the bottom water the Thioploca community on the shelf was
strongly reduced, but on all stations these bacteria could still be found in low
numbers. The highest biomass was found deeper in the sediment, as also
observed in winter 1996. The highest biomass was found at Station 18 which
was least affected by seasonal changes during the previous year. Some of the
parameters that were independent of seasonal changes remained the same
under "El Nifio" conditions, e.g. the average diameters and cell-lengths and
the number of trichomes per sheath, but the species composition at Station 14
changed significantly as well as the mean downward extension of the sheaths
at Stations 7 and 14. Whereas the maximal sediment depth of T. chileae and
T. araucae decreased continuously towards the coast in 1996 / 1997 (Fig.
5.9), the population extended down to about 10 cm at all stations in March
1998 and the average diameters of sheaths at Stations 7 and 14 increased
slightly. Again, these parameters could be a consequence of the sulfate
reduction rates, that were equally low at all shelf stations (5 -10 mmol m*? d'1)
in March 1998 during the "El Nino" (STROTMANN et al., in prep.). At Station 4,
with bottom water oxygen and nitrate concentrations comparable to the
previous summer, a population of sheathless filaments was found again on the
sediment surface, similar to the population found in summer 1996 / 1997 but
lower in biomass.

Summary The Thioploca community in the shelf sediments thrived best
under intense upwelling conditions during summer 1996, which led to high
biomasses increasing towards the coast and which was accompanied by a
much deeper extension of the population. The high biomass was mainly
comprised by T. chileae and T. araucae filaments living directly at the
sediment surface, whereas filaments with short cells colonized the deeper
parts of the sediment. Under winter and "El Nifio" conditions, the T. araucae
and T. chileae filaments living at the sediment surface disappeared, probably

due to higher oxygen concentrations, and the population of short-cell filaments
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in the deeper parts of the sediment also vanished. Each of the three shelf
stations was distinct in its community composition, which was not greatly
influenced by seasonal variations but did change under "El Nifio" conditions.
The average diameters and cell lengths remained stable at each station. In the
Bay of Concepcion thioplocas could not always be found, but in each of the
three summers one of two different types of populations was found, either: a
population comprised exclusively of short-cell filaments living in the upper
7 cm of the sediment, or a population consisting of sheathless filaments living

on top of the sediment.
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5.2.1 Abstract

Filamentous sulfur bacteria, Thioploca, occur at high biomass in
continental shelf sediments along Chile and Peru. They oxidize sulfide with
nitrate, accumulated in a central vacuole and form bundles of trichomes in
mainly vertically oriented sheaths of several centimeters length. During a
seasonal study of the Thioploca community off the coast of Chile, an
undescribed morphological form of thioplocas with very short cells was
frequently observed. The ratio of trichome diameter to cell length separated the
new morphotype from the known thioplocas, which have more cylindrical cells.
A comparison of ca 800 bp partial 16S rDNA sequences of both morphotypes
revealed that the short-cell trichomes comprise separate phylotypes
distinguished from, but also clearly related to, the more homogeneous group of
known Thioploca species. From 10 % to 95 % of the observed Thioploca
trichomes were of this unusual morphology, the highest frequency was found
in near-shore sulfide-rich sediments. They live preferably at 5 - 10 cm depth in
the sediment, in contrast to the long cell thioplocas, which have highest density
at the sediment surface. This suggests a difference in physiology between the
short-cell and long-cell morphotypes.

5.2.2 Introduction

In 1972, marine Thioploca spp. were discovered along the coast of
Chile and Peru (GALLARDO, 1977; ROSENBERG et al., 1983). These populations
occurred at high biomasses and are the dominant benthic organisms in the
Bay of Concepcion and the adjoining shelf area (GALLARDO, 1977). Two
marine species of Thioploca are recognized: T. araucae with filament dia-
meters of 30 to 43 um and T. chileae with diameters of 12 to 20 um (MAIER
and GALLARDO, 1984). Morphologically, Thioploca spp. are very similar to
Beggiatoa spp., as both form multicellular filaments (trichomes) that shine
white due to elemental sulfur inclusions. The main criteria to distinguish the
two genera are that Beggiatoa spp. are free-living, whereas Thioploca spp.
form bundles of filaments in a common sheath (LAUTERBORN, 1907). The
morphological similarity of the two genera is consistent with a close
phylogenetic relationship according to 16S rDNA sequences (TESKE et al.,
1995). Attempts to isolate Thioploca spp. into pure culture have failed so far.
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The marine Thioploca spp. concentrate nitrate to 0.5 M (FOSSING et al., 1995)
in a central vacuole, that occupies > 90 % of the cell (MAIER et al., 1990). They
appear to gain energy by the oxidation of sulfide to sulfur and sulfate with
nitrate (FOSSING et al., 1995), which is reduced to ammonium (OTTE et al.,
manuscript submitted). They incorporate "C-labeled CO, and acetate and may
be facultative autotrophs capable of mixotrophic growth (OTTE et al., manus-
cript submitted).
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Fig. 5.11 Map of the sampling area showing the Bay of Concepcién (Chile)
and the adjoining shelf area. The four stations are marked with
open circles. The dashed lines (isobaths) indicate water depths.

The marine Thioploca spp. seem to outcompete unicelllular sulfide
oxidizers by using nitrate as the only available electron acceptor, which they
spatially separate from the sulfide. As the sheaths of Thioploca spp. are orien-
ted mainly vertically (FOSSING et al., 1995; SCcHULZ et al., 1996), they enable
the filaments to commute between the sediment surface where nitrate is
available in the overlying seawater and deeper parts of the sediment where
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high sulfate reduction rates produce abundant hydrogen sulfide. Thus, by
moving in an oriented manner within the sediment Thioploca spp. are able to
take up and store both electron acceptor and electron donor (JORGENSEN et al.,
in press; JORGENSEN et al., submitted).

The typical morphology of Thioploca cells is cylindrical or slightly barrel
shaped. During a seasonal study of the Thioploca community off the Bay of
Concepcion, Chile, we observed another morphotype with much shorter and
rounded cells. These Thioploca filaments also seemed to occupy another
ecological niche than the normal morphotype with longer cells.

5.2.3 Materials and Methods

Sampling Sediment samples for measuring filament diameters and
cell lengths were obtained on four stations during 12 cruises between January
1996 and February 1997 onboard the Chilean research ship, Kay Kay, of the
University of Concepcidn. Station 4 (36° 38' 8" S, 73° 02' 3" W) and Station 7
(36° 36' 5" S, 73° 00' 6" W) were within the Bay of Concepcion at 24 and 32 m
water depth, and Station 14 (36° 32' 1" S, 73° 03' 0" W) and Station 18 (36°
30' 8"S, 73° 07' 6" W) in the adjoining shelf area at 64 and 88 m water depth
(Fig. 5.11). At each station, three cores of 8 cm diameter were taken by a small
Rumohr gravity corer. During most of the study, oxygen concentrations in the
bottom water were extremely low (< 2 um), but in January 97 and during the
winter months, July - September 96, oxygen concentrations rose to 25 um.
Bottom water temperatures were 11° to 12 °C.

Processing of samples Subsamples were taken from the gravity-
cores onboard the ship with Plexiglas tubes of 3.6 cm inner diameter and
30 cm length. They were stored in the laboratory at 5 °C for up to 7 days with
the upper stopper removed. Sediment cores were extruded from the tubes and
placed on a slightly tilted surface. The sediment around the sheaths was
washed away carefully with sea water from a squirt bottle starting at the bottom
of the core. One cm of sediment was consecutively washed away and the
exposed sediment was searched for sheaths of Thioploca using a binocular
microscope at 16 x magnification. At each depth interval, five sheaths were
randomly picked for observation under the microscope. In each sheath, the
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diameter of one filament and the length of 5 to 10 cells of this filament were
measured at 1000 x magnification.

Sequencing Sheaths containing filaments of Thioploca spp. were
taken from sediment sampled in March 1998 as described before. These cores
were kept in a tank with 300 | of oxygen-poor sea water at 12 °C with addition
of nitrate and slow circulation of the water. Due to this treatment, the filaments
of Thioploca could be kept viable and growing until they were processed four
months later. The diameter and the length of the cells were measured as
described above and the sheaths were washed in DNA free water. Each
sample prepared for sequencing contained a single sheath with filaments of
similar diameter and cell morphology. The sheaths were placed in 10 to 20 pl
of DNA free water. As the filaments could not be separated completely from the
bacteria attached to the sheaths, the sequence of an in situ hybridization
probe, specific for Thioploca and Beggiatoa (probe 829) (TESKE et al., 1995)
was used as primer in the PCR reaction. By this method, only sequences
belonging to the genus Thioploca or Beggiatoa were amplified in the PCR
reaction and the products were clean enough to be sequenced directly without
further cloning.

Comparative sequence analysis The new partial sequences of
805 bp were added to an alignment of about 5,300 homologous bacterial 16S
rBNA primary structures (MAIDAK et al., 1999) by using the aligning tool of the
ARB program package (STRUNK and LUDWIG, 1998). Aligned sequences were
inserted within a stable tree by using the parsimony ARB tool (STRUNK and
LubwiG, 1998) that enables a reliable positioning of new sequences without
allowing changes of the overall tree topology (LUDWIG et al., 1998).
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Fig. 5.12

Light micrographs of Thioploca filaments. (A) Bundle of
T. araucae filaments with normal long cell morphology
protruding from a sheath. (B) Trichomes of the long-cell morpho-
type, showing the cylindrical cells. (C) Sheath filled with
trichomes of the short-cell morphotype, with some of them turning
around within the sheath (D) Bundle of trichomes of the short-cell
morphotype showing a similar roundish structure in each cell. (E)
and (F) Single trichomes of the short-cell morphotype with barrel-
shaped cells and internal round structures of different sizes. The
Scale bars in (A) and (C) represents 100 um, in (B) and (D)
25 um and in (E) and (F) 10um.
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5.2.4 Results

Differences in morphology The classical morphotype of Thioploca
has straight filaments of cylindrical cells that appear square in the light
microscope (Fig. 5.12 A and B). The new morphotype, in contrast, is much
more flexible, protruding trichomes are not as straight and they have short cells
with rounded sides (Fig. 5.12 C - F). In the large filaments of this short-cell
morphotype, round structures of various sizes were frequently observed within
the cells (Fig. 5.12 D - F). To the naked eye, inhabited sheaths of the short-cell
morphotype appeared less white than those of the long-cell morphotype,
although in the microscope the trichomes did not seem to contain less internal

sulfur globules.

At station 7, 14 and 18 very large trichomes (84-217 um diameter) were
occasionally observed deeper in the sediment (5-21 cm depth). All of these
trichomes were sheathless and had ratios of cell length to diameter below 0.3.
In some of these filaments several of the round inner structures could be

observed in each cell.

Cell lengths and diameters The diameter and cell length of nearly
5,000 filaments were measured during 14 months. Their ratios of cell-length to
filament diameter separated into two groups in accordance with two distinct
morphologies, one with shorter cells (Fig. 5.13, hatched bars) and one with
longer cells (Fig. 5.13, white bars). The short-cell morphotype had a ratio of
cell length to diameter of < 0.48, i.e. the diameter of the filament was more than
twice the cell length, whereas the long-cells morphotype showed ratios > 0.48,
thus appearing more square in shape.
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Fig. 5.13 Ratio of cell length to trichome diameter measured in 4848
randomly chosen filaments. The frequency of the ratio per class
(0.02) is expressed in percentages of all measured ratios.
Hatched bars represent short-cell filaments with a length
diameter ratio < 0.48 and white bars normal filaments with a ratio
> 0.48. The black lines show curves fitted for the values of each
group extrapolating into the area of overlap.

Diameter distribution The frequency of diameters in the long-cell
morphotype (Fig. 5.14 A) showed three separated groups, that correspond to
the three marine species of Thioploca (MAIER and GALLARDO, 1984; TESKE et
al.,, 1995; SCHULZ et al., 1996): "T. marina" (3-6 um), T. chileae (12-22 um),
and T. araucae (28-42 um). The group of T. chileae did not show a
Gaussian distribution, but had two peaks, one at 16-18 um and a smaller at
20-22 um, while T. araucae had one peak at 34-36 um. "T. marina" occurred
less frequently and usually in mixed bundles together with one of the two
larger species. Also the short-cell morphotype separated into different groups
of diameter (Fig. 5.14 B), but these were not clearly separated. Peaks occurred
at 16-18 um and 26-28 um. Many filaments were >36 um diameter gradually
tailing off at larger diameters.
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16S rDNA sequences Twelve partial 16S rDNA sequences were
obtained for seven Thioploca of the long-cell morphotype and five of the short-
cell morphotype and inserted into a phylogenetic tree (Fig. 5.15). All Thioploca
sequences affiliated with the single nearly complete 16S rRNA gene sequence
of T. ingrica. Within the group of Thioploca and other nitrate-storing sulfur
bacteria two phylogenetic branches appeared. One comprised T. chileae,
T. araucae plus all sequences of the long-cell morphotype (and one
sequence of the short-cell morphotype with a trichome diameter of 21 um) and
a sheathless filament from the Bay of Concepcién (TESKE et al., in press). Most
of the long-cell morphotypes with diameters between 15 and 22 um (L15-1,
L15-2, L19, L21 and L22) shared nearly identical sequences with T. chileae
while a trichome of 34 um (L34) and a trichome of 17 um (L17) was closely
related to T. araucae as well as the sheathless trichomes from the Bay of
Concepcidn. The second branch was comprised of the large (84 um) Beggia-
toa sp. of Monterey Canyon (AHMAD et al., 1999), Thiomargarita namibiensis
(see chapter 5.4) and the short-cell morphotype sequences.

Spatial distribution The two morphotypes were differently distributed
in the sediment (Fig. 5.16). In the group of the long-cell morphotype, almost
30 % of the observed filaments were found at the sediment surface. The
frequency of filaments declined exponentially with depth down to 18 cm within
the sediment and 97 % of the filaments were found in the upper 10 cm (Fig.
5.16 A). The filaments of the short-cell morphotype were found most frequently
at 6-7 cm depth and occurred down to 24 cm in the sediment (Fig. 5.16 B)
and > 30 % of the filaments were found below 10 cm.

About 25 % of all filaments observed were of the short cell morphotype,
however their abundance differed among the stations (Fig. 5.17). At Station 4,
in the Bay of Concepcion, > 90 % of the filaments in sheaths were of the short-
cell morphotype, while at Station 18, some 20 km off the coast, only 10 %
were of the short-cell type. At Station 7 and 14, near the mouth of the bay (Fig.
5.11), one third of thioplocas belonged to the short-cell group. Thus, the
frequency of the short-cell morphotype declined with increasing water depth.
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Fig. 5.14 Distribution of filament diameters for long-cell (A) and short-cell
(B) Thioploca trichomes expressed as percent frequency per
class (2 um). The circles indicate the diameters of filaments used
for 16S rDNA sequencing. The total number of observation was
3461 for long-cell and 1387 for short-cell trichomes.
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5.2.5 Discussion

Morphological differences The most obvious feature of the new
morphotype of Thioploca, is that the cells are much shorter than previously
described for that genus. The ratios of cell length to filament diameter, clearly
separates the marine thioplocas into two morphotypes (Fig. 5.13). Thus, there
is not a continuous transition between the two morphological forms. However,
there is an area of overlap between the two groups (ca. 0.40 - 0.56) where a
clear classification is not possible based on cell length : diameter ratio. Cells of
the new morphotype also have roundish sides. Although new for thioplocas,
this particular morphology occurs regularly in Beggiatoa , especially in the
wide forms (NELSON et al., 1989; LARKIN and HENK, 1996). This confirms the
close affiliation of the two genera (TESKE et al., 1995).

The single trichomes of the short-cell morphotype appeared less rigid
when outside of their sheath than those of the long-cell morphotype (Fig. 5.12
A). This observation and the presence of intracellular spheres of different sizes
in the short-cell morphotype (Fig. 5.12 D-F), could indicate that the vacuole in
the short-cell morphotype is under development or that the filaments have
lower turgor pressure, e.g. due to low internal nitrate concentrations. However,
the large vacuolated Beggiatoa spp., found at hydrothermal vents of the
Guaymas basin, resemble in morphology the short-cell Thioploca spp.
(NELSON et al., 1989), yet they store nitrate in concentrations comparable to
the long-cell morphotype (MCHATTON et al.,, 1996). Internal nitrate was also
measured in filaments of the short-cell morphotype, although in lower
concentrations, than in the long cell morphotype of Thioploca spp. (J. ZOPFI,
pers. com.) Therefore, a high internal nitrate concentration does not
necessarily result in the rigid morphological form of the long-cell morphotype. It
seems more likely that the short-cell morphotype has more flexibility due to the
rounded cells and the higher proportion of joints in a filament. As a result of
their larger flexibility, the filaments of the short-cell morphotype are even able
to turn around within the sheath (Fig. 5.12 C), whereas filaments of the long-
cell morphotype are always unidirectional and can only reverse the direction of
their gliding movement.
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The long-cell morphotype of Thioploca separated into three groups of
diameters (Fig. 5.14 A), which corresponds to the three species previously
observed on in the Chilean shelf (MAIER and GALLARDO, 1984; TESKE et al.,
1995; SCHULZ et al., 1996). The trichomes defined as T. chileae (14-22 pm)
did not show a Gaussian distribution, although the high number of obser-
vations should suffice statistically to reveal a bell-shaped curve, as was found
for the T. araucae group (30-44 um) (Fig. 5.14 A). This could indicate, that
there are two slightly different groups of T. chileae overlapping in their
trichome diameter, although this was not revealed by 16S rDNA sequencing
(Fig. 5.15). A clear distinction of diameter groups was not possible for the
short-cell morphotype (Fig. 5.14 B). Thus, the trichome diameter is a less
useful character to distinguish species of the short-cell morphotype.

Phylogenetic relation The analysis of the 16S rDNA sequences
showed that the short-cell morphotype of Thioploca is phylogenetically distinct
from, but closely related to the known long-cell Thioploca. Two of the short-cell
morphotype sequences we investigated were closely related to beggiatoas
living at hydrothermal vents (AHMAD et al., 1999), while others affiliated with the
recently discovered Thiomargarita from Namibia (SCHULZ et al., in press,
chapter 5.4.) or the smaller Thioploca ingrica (3 - 4 um) from Randersfjord in
Denmark (TESKE et al.,, 1995) (Fig. 5.15). It seems that only the long-cell
morphotype of Thioploca is a monophyletic branch with very similar se-
quences congruent with a stable morphology, while the rest of the nitrate-
storing marine sulfur bacteria: short-cell thioplocas, Thiomargarita and large
vacuolated Beggiatoa spp. are more diverse in morphological appearance
and 16S rDNA sequence. The sequences of the long-cell morphotype had a
high similarity and formed two groups clustering around T. araucae and
T. chileae. The sequence data, thus, confirmed the validity of these two
species defined by their trichome diameter. The sequences of the short-cell
morphotype were more diverse, which is in accordance with the large variation
in diameters. The higher genetic diversity in this group is also demonstrated by
the occurrence of single very large trichomes of more than 100 um in
diameter. Yet, one of the short cell bundles possessed a sequence identical
with the long cell T. chileae. As this occurred only once it might have been an
error or an example of a filament of the overlapping zone of the two
morphotypes, where a clear separation using the ratio of cell length to
diameter is not possible (Fig. 5.13).
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Spatial distribution From the spatial distribution of motile bacteria it
is possible to gain information about their preferred environment and, thus,
their physiological requirements. The bacteria often show a positive
chemotaxis towards chemical compounds required for their growth and a
negative chemotaxis against harmful conditions. Among the sulfur bacteria,
such movements have been demonstrated for Beggiatoa (JORGENSEN and
REVSBECH, 1983; NELSON and CASTENHOLZ, 1982; NELSON et al., 1986Db),
Thiovulum (GARCIA-PICHEL, 1989; FENCHEL and GLUD, 1998) and Thioploca
(HUETTEL et al., 1996). The long-cell morphotype of Thioploca is found most
abundantly at the sediment surface (SCHULZ et al., 1996) and the density
decreases exponentially with sediment depth (Fig. 5.16 A). The long-cell
Thioploca have a positive chemotactic response towards nitrate and low
sulfide concentrations (< 100 um) and a negative response to oxygen and
higher sulfide concentrations (HUETTEL et al., 1996). As nitrate is available at
the sediment surface (THAMDRUP and CANFIELD, 1996), their vertical
distribution may indicate, that the filaments are drawn by a positive
chemotactic movement towards the sediment surface, or that the filaments
avoid high sulfide concentrations in the sediment. The latter seems unlikely, as
the sulfide concentrations measured in the sediments did not exceed 100 um
(FERDELMAN et al., 1997) (B. STROTMANN, in prep.). In the vertical distribution of
short cell trichomes there is a small peak of frequency at the sediment surface
and a very pronounced peak at a sediment depths of 5 -10 cm (Fig. 5.16 B).
As the short-cell filaments are motile, it can be assumed, that they are attracted
by certain chemical conditions at this depth, implicating a difference in
physiology towards the long-cell filaments, that accumulate at the sediment
surface.
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16S rDNA phylogenetic tree showing the affiliation of marine
Thioploca spp., Thiomargarita and Beggiatoa sp. from Monterey
Canyon based on sequenced fragments of 805 bp (E. coli
positions from 21 to 825) (BROSIUS et al., 1981). The tree is based
on a parsimony analysis including only complete or almost
complete 16S rDNA sequences of representative bacteria (MAI-
DAK et al., 1999). Phylogenetic position of the fragments resulted
from the insertion of the aligned sequences into the tree by using
the parsimony ARB tool (STRUNK and LUDWIG, 1998) without
modifying its topology during the sequence positioning. Partial
sequences of T. chileae and T. araucae (Teske, unpublished
sequences) were treated identically as the newly obtained
sequences. The bar indicates 10 % estimated sequence diver-
gence.
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Fig. 5.16 Distribution with depth of the long-cell (A) and the short-cell (B)
morphotypes given as frequency per 1 cm depth interval. The
total number of observation was 3461 for long-cell and 1387 for
short-cell trichomes.

The frequency of short-cell trichomes (Fig. 5.17) increased strongly
towards the coast. A reason for this could be that the sulfate reduction rates on
the shelf off Concepcion generally increase towards the coast (FERDELMAN et
al., 1997). Within the Bay of Concepcion (Station 4), almost all trichomes were
of the short-cell morphotype. However, Thioploca filaments occurred only
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occasionally there, probably due to toxic sulfide concentrations above 1 mM
(FERDELMAN et al., 1997, B. STROTMANN, in prep.). During a survey for
Thioploca spp. in Namibian shelf sediments, only few Thioploca trichomes
could be found and all were of the short-cell morphotype. This coincided with
high sulfide concentrations, > 400 um at the sediment surface (T. FERDELMAN

pers. com.). Thus, it seems that a high proportion of the short-cell morphotype
correlates with high sulfide concentrations.
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Fig. 5.17 Frequency of the short-cell morphotype of Thioploca at four
stations. The total number of observation was 4848.

Comparison with Beggiatoa spp. The morphological appearance
of the short cell morphotype of Thioploca is more similar to Beggiatoa spp.
than the long-cell morphotype (NELSON, 1992; Strohl and Larkin, 1978). The
ratio of cell-length : diameter becomes gradually smaller for larger filaments of
the short-cell morphotype (Fig. 5.18), which is a tendency that can also be
seen for Beggiatoa spp. (NELSON et al., 1989; LARKIN and HENK, 1996). The
vertical distribution of short-cell filaments with a peak of frequency at 5 -7 cm
depth is in contrast to the accumulation of long-cell filaments at the sediment
surface (Fig. 5.16). Beggiatoas are usually reported to occur in a layer on top
of the sediment, similar to the long-cell morphotype of Thioploca. However, a
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Beggiatoa population living in greater sediment depths is less conspicuous
than a population on the sediment surface and therefore can be overlooked
(NELSON, 1992). An investigation of the depth distribution of Beggiatoa spp. in
a Danish fjord e.g. showed a maximum number of Beggiatoa spp. below the
sediment surface (2 - 3 cm) (JORGENSEN, 1977a). Recent studies of the phylo-
genetic affinity of Beggiatoa spp. with Thioploca spp. reveal that the large
vacuolated beggiatoas and thioplocas are a monophyletic group within the
family of Beggiatoaceae (AHMAD et al., 1999; JORGENSEN et al., submitted). The
short-cell morphotype of Thioploca seems to be closer related to the
vacuolated beggiatoas (Fig. 5.15) than the long-cell morphotype and also
affiliates with the morphologically distinct Thiomargarita from Namibia.
Obviously, the morphological and phylogenetical diversity in the group of
nitrate-accumulating sulfur bacteria is higher than has been expected.
Altogether, the sequence differences are quite small, so that further studies
based on complete 16S rDNA sequences are needed to reveal the details of
the phylogenetic relationships between the different morphological forms of
the genera Thioploca, Beggiatoa and Thiomargarita.

50.4— z? ]’ [
il,’o.s- %/ 7 7 {

5 / / 7 ]
= 02- % / / 7 7

Diameter classes (um)

Fig. 5.18 Average ratios of cell length to trichome diameter in short-cell
filaments of 6 size classes. Standard deviations are indicated.
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summary

The purpose of the study was to investigate the physiology of the marine
Thioploca spp. with respect to A) the electron acceptor and the terminal
product of its reduction, B) the electron donor and the terminal product of its
oxidation, C) the rates at which oxidation and reduction occur, and D) the
potential carbon sources of Thioploca. Experiments were performed during
January and March 1997 at the marine station of the University of Concepcion
in Dichato, Chile. It was not possible to obtain pure cultures of Thioploca
species. Therefore, investigations were carried out on whole sheaths with
filaments which were taken fresh from natural sediment samples and washed
several times in artificial sea water. The whole procedure was anaerobic and
without removing the filaments from the water. Since Thioploca filaments could
not be separated from the bacteria attached to their sheaths, controls with
mechanically destroyed Thioploca trichomes were done. The filaments were
incubated anaerobically in artificial seawater of 11 °C for several hours to days
with addition of substrates. At specific time intervals samples were taken for
analysis of ammonium, nitrite, sulfide, thiosulfate and sulfate. In addition,
uptake experiments were carried out with '°N-labeled NO5, '“C-labeled
NaHCO; and acetate, and filaments were incubated for microautoradiography.
During the washing procedure and the incubation the filaments were kept
under dinitrogen atmosphere, cooled and mechanical stress was avoided.

In the initial incubations nitrite accumulated in the medium, which was
probably a stress reaction of the Thioploca filaments. With improved handling
and a modified medium, nitrite concentrations were very low and ammonium
accumulated instead. The average rate of ammonium production was around
1 nmol min™ mg protein'1 and was independent of the sulfide concentrations of
the medium. Incubation with '°N-labeled NOs confirmed that ammonium was
the major terminal product of the reduction of nitrate, although partial reduction
to nitrogen could not be completely ruled out. Produced ammonium was only
50 % labeled indicating that part of the ammonium resulted from reduction of
unlabeled nitrate stored in the central vacuole. Nevertheless, the specific label
was higher than could be expected, if all labeled nitrate was taken up and
diluted internally with unlabeled nitrate of the vacuole. Thus, presumably part
of the incorporated, labeled nitrate was directly reduced before reaching the
vacuole.
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Sulfide oxidation rates were estimated by the rate of disappearance of
sulfide in the medium and the accumulation of thiosulfate or sulfate. Sulfate
accumulated in the medium with rates of 2-3 nmol min™ mg'1 protein. Addition
of sulfide led to a small accumulation of thiosulfate in the medium while the
sulfate accumulation did not change significantly. Nevertheless, addition of
thiosulfate instead of sulfide yielded only very low rates. A small accumulation
of thiosulfate could also be observed in control incubations, suggesting that it
was probably formed by bacteria living on the sheaths. Sulfide was
incorporated at an average rate of 5 nmol min”' mg protein™. This rate could be
increased to 10.7 nmol min™ mg pro'(ein'1 after starvation. The average ratio
between sulfide oxidation and ammonia production was 2.2 suggesting that
part of the sulfide taken up from the medium was oxidized to elemental sulfur
and the other part to sulfate. Both sulfate and ammonium production were not
influenced by the sulfide concentration of the medium. These results are best
explained if sulfide was first oxidized to elemental sulfur and that in a second
independent step elemental sulfur was oxidized to sulfate.

Incubation with '*C-labeled NaHCO; and acetate revealed that both
substrates were taken up at similar rates (0.4 nmol min’’ mg protein*). Addition
of sulfide did not increase the uptake rate. Incorporation of acetate and CO, by
Thioploca filaments was confirmed by microautoradiography, showing that the
importance of bacteria attached to the sheath was negligible. These results
suggest that Thioploca spp. are facultative autotrophs capable of mixotrophic
growth. '“C-labeled CO, was not formed during incubation with acetate, thus

acetate was not used as energy, but only as carbon source.

In conclusion, it could be demonstrated that Thioploca spp. are
lithotrophic bacteria gaining energy from the oxidation of sulfide to sulfate
without significant potential to use thiosulfate. Oxidation of sulfide to sulfur and
oxidation of internal sulfur to sulfate seem to be independent from each other.
The nitrate stored in the central vacuole is used as electron acceptor and
appears to be mainly reduced to ammonium, although alternative reduction to
dinitrogen gas cannot completely be ruled out. Thus, the dense populations of
Thioploca probably do not cause a loss of nitrogen from the sediments.
Thioploca spp. are capable of fixing CO, but alternatively they may also use
acetate as carbon source. Rates of sulfide oxidation by thioplocas correspond
to 20 - 70 % of the sulfide produced in the natural environment, which
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emphasizes the significance of thioplocas for the sulfur cycle in Chilean and
Peruvian shelf sediments.
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5.4.1 Abstract

A previously unknown giant sulfur bacterium is abundant in sediments
underlying the oxygen minimum zone of the Benguela Current upwelling
system. The bacterium has a spherical cell that exceeds by up to 100-fold the
biovolume of the largest known prokaryotes. Based on 16S rDNA sequence
data, these bacteria are closely related to the marine filamentous sulfur
bacteria, Thioploca, abundant in the upwelling area off Chile and Peru. Similar
to Thioploca, the new bacteria oxidize sulfide with nitrate that is accumulated
to <800 mM in a central vacuole.

5.4.2 Results and Discussion

Filamentous, nitrate-accumulating sulfur bacteria of the genus Thioploca
form extensive populations of up to 120 g wet weight per m2 along the coast of
Chile and Peru (GALLARDO, 1977; FOSSING et al., 1995; SCHULZ et al., 1996).
Similar to the South American continental shelf, the shelf off Namibia has
strong upwelling with high plankton productivity and oxygen depleted bottom
water (HART and CURRIE, 1960; CALVERT and PRICE, 1971; SHILLINGTON,
1998). In a search for Thioploca along the Namibian coast, we obtained
sediment samples from water depths of ~100 m during a cruise in April 1997
aboard the R/V Petr Kottsov. Thioploca and its close relative Beggiatoa were
present, but only in low numbers. Instead, we discovered large populations of
a previously undescribed sulfur bacterium, that occurred at biomasses of up to
47 g m2. These giant bacteria grow as a string of pearls, which shine white
due to refractive sulfur globules and are large enough to be visible to the
naked eye (Fig. 5.19 A). We suggest the new genus and species name,
Thiomargarita namibiensis, "Sulfur pearl of Namibia", for this organism.

Thiomargarita was found at stations between Palgrave Point and
Luderitz Bay. The highest biomasses were between Cape Cross and
Conception Bay. The surface sediment in this area is a fluid, green diatom
ooze (BRONGERSMA-SANDERS, 1983; BREMNER, 1983; SCHUETTE and SCHRA-
DER, 1981). Oxygen concentrations were low, 0-3 pm, in the overlying water at
all stations, while nitrate was present at 5-28 um. Sulfate reduction rates
measured by the 35SQ42- tracer technique were high, 14-76 mmol m2 d-! in the
upper 19 cm, and gave rise to high sulfide concentrations of 100-800 um in
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the upper 3 cm of the sediment. Frequently, also the water directly overlying
the sediment smelled of sulfide. Most of the bacteria were found in the top
3 cm of the sediment. The biomass of Thiomargarita declined exponentially
with sediment depth down to 10 to 14 cm (Fig. 5.20 A).

The giant cells of Thiomargarita have many similarities to those of the
gliding, filamentous relatives, Thioploca (FOSSING et al., 1995; SCHULZ et al.,
1996; FERDELMANN et al., 1997; MAIER et al., 1990). Thiomargarita also oc-
curred in an oxygen-poor environment with high sulfate reduction rates. Each
cell possessed a large central vacuole (Fig. 5.19) in which nitrate was
accumulated to a concentration of 0.1-0.8 M. Electron micrographs showed
that the cytoplasm was restricted to a thin outer layer of 0.5-2 um thickness
(Fig. 5.19 D and E). The remaining 98% of the biovolume consisted of a liquid
vacuole. The bacteria contained sulfur stored in the form of globules, which
were situated in the thin outer layer of cytoplasm at a concentration per total
biovolume equivalent to 0.4-1.7 M. The depth distribution of biomass in the
sediment observed for Thiomargarita (Fig. 5.20 A) was similar to that of
Thioploca off the Chilean coast (SCHULZ et al., 1996). In contrast to the multi-
cellular Thioploca and Beggiatoa, the cells of Thiomargarita were not attached
to each other but were evenly separated by a mucus sheath (Fig. 5.19). Motility
was not observed. Most of the chains were linear and contained in average 12
cells, but sometimes they branched or coiled together in a ball. Long chains of
e.g. 40-50 cells tended to break easily when manipulated.

Most cells had diameters of 100-300 um (Fig. 5.20 B). Most cells in a
chain were of a similar diameter (Fig. 5.20 C), but in some chains, a single cell
occurred with a much larger diameter of up to 750 um. These extremely large
forms also occurred as single cells (Fig. 5.19 A). The average Thiomargarita
with a diameter of 180 um had a volume of 3x106 um3, the largest observed
cells had a biovolume of 200x106 um3. In comparison, the largest known
sulfur bacteria, Beggiatoa spp., found at hydrothermal vents in the Guaymas
Basin, Gulf of California, can reach diameters of 160 um (JANNASCH et al.,
1989; NELSON et al., 1989). The height of their disc-shaped cells is ca 50 um
and their volume is 1x108 um3 per cell. The largest described bacteria,
Epulopiscum fishelsoni, a symbiont of the surgeonfish (ANGERT et al., 1993), is
typically 250 by 40 um large, but individual cells can reach 600 by 80 um.
This corresponds to a volume of 0.3x106-3x106 pms3 per cell.
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Fig. 5.19

Thiomargarita namibiensis. (A) The white arrow points to a single
cell of Thiomargarita, 0.5 mm wide, which shines white because
of internal sulfur inclusions. Above there is an empty part of the
sheath, where the two neighboring cells have died. The cell was
photographed next to a fruit flight (Drosophila viriles) of 3 mm
length to give a sense of its size. (B) A typical chain of Thio-
margarita as it appears in the light microscope. (C) At the left end
of the chain there are two empty mucus sheaths, while in the
middle a Thiomargarita cell is dividing. (D) Confocal laser scan-
ning micrograph showing cytoplasm stained green with FITC and
the scattered light of sulfur globules (white). Most of the cells
appear hollow due to the large central vacuole. (E) Transmission
electron micrograph of the cell wall showing the thin layer of
cytoplasm (C), the vacuole (V), and the sheath (S).
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The phylogenetic position of Thiomargarita was determined by
fluorescent in situ hybridization and 16S rBRNA sequencing. A hybridization
analysis with competitive beta- and gamma-proteobacterial probes (MANZ et
al., 1992) identified Thiomargarita as a gamma proteobacterium, a bacterial
phylum which also harbors Beggiatoa and Thioploca (TESKE et al., 1995). We
then tested Thiomargarita with the Thioploca araucae and Thioploca chileae-
targeted probe 829 (TESKE et al., 1995) and found a positive hybridization.
This probe was subsequently used as a specific primer to amplify positions 24-
828 of the 16 S rBNA gene of Thiomargarita (To avoid contamination with
other sulfur bacteria, the sheaths of Thiomargarita were dissolved using a
common washing powder with enzymes and the cells were washed several
times in DNA-free water untii no other bacteria could be detected
microscopically.). Thiomargarita was found to be the closest relative to the
marine, vacuolated, nitrate-accumulating Thioploca species, T. araucae and
T. chileae, thus separating them from the smaller freshwater species, which
do not possess large vacuoles (MAIER and MURRAY, 1965) (Fig. 5.21).
Apparently, the possession of a large vacuole in connection with intracellular
nitrate accumulation is congruent with this phylogeny.

Our attempts to isolate Thiomargarita into pure culture have not been
successful. The bacteria may survive and grow in the laboratory in samples of
their natural sediment for at least a year. Nitrate and sulfide addition led to a
doubling of the cell number within 1-2 weeks. Addition of organic substrates
such as acetate or glucose had no immediately detectable effect on growth.
Although Thiomargarita appear to thrive best under low oxygen or anoxic
conditions, exposure to atmospheric oxygen levels were not toxic as has been
observed for Beggiatoa (NELSON et al., 1986b) and Thioploca (MAIER and
GALLARDO, 1984). Thiomargarita showed an unusual ability to survive without
growing. Small samples of 15 cm3 fluffy surface sediment collected during an
earlier research cruise, that were kept in 80 ml of air-saturated sea water and
stored at 5°C without addition of nitrate or sulfide, contained intact cells after
more than 2 years. The surviving cells were all rather small with diameters of
50-110 um occurring singly or in pairs.
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Fig. 5.20

Depth (cm)
o (o] w o

s
\o}

QO -

Biovolume (ul per ml)

104

Percent

0 .II”” dLhH.l...J

0 100 200 300 400
Diameter (um)

Percent
b

\}

0 Bl 01207
0 100 200 300
Diameter (um)

Distribution of biomass and diameters. (A) Depth distribution of
biovolume of Thiomargarita in ul per ml. Mean values of three
measurements. (B) Frequency of diameters of 214 randomly

chosen cells. (C) Cell diameter distributions in three different
chains.

76



The thickness of the cytoplasm corresponds to the usual small width of
bacteria, and its peripheral distribution counteracts a potential diffusion
limitation within the cell (LARKIN and HENK, 1989). Since the thickness of
cytoplasm is independent of cell size, the ratio of vacuole- to cytoplasm-
volume increases with the diameter. By doubling the diameter, the volume of
vacuole storage capacity relative to cytoplasm also doubles. The observed
potential of Thiomargarita to survive nitrate starvation for long periods might,
accordingly, be explained by the following calculation: the mean protein
content of Thiomargarita was 4.5 mg cm=3 volume (including the vacuole), less
than half of what has been measured for the large, vacuolated Beggiatoa,
which also accumulate nitrate (MCHATTON et al., 1996). For a nitrate reduction
rate of 1 nmol NO3z- min-1 mg-1 protein as observed for Thioploca (OTTE et al.,
manuscript submitted), a Thiomargarita cell with a diameter of 180 um and 0.3
M nitrate stored could survive for at least 40-50 days without taking up nitrate.
As the intensity of the upwelling off the Namibian coast frequently changes
(HART and CURRIE, 1960; CALVERT and PRICE, 1971; SHILLINGTON, 1998), Thio-
margarita could survive until sulfide or nitrate appear in higher concentrations
and can be stored again for later use.

In most marine sediments, the zones of nitrate and hydrogen sulfide do
not overlap. Thioploca has developed a strategy to overcome the problem that
their electron acceptor and energy source do not coexist. They live in sheaths
that allow the filaments to glide up and down and thereby commute between
nitrate uptake from the overlying sea water and sulfide uptake within the
sulfate reduction zone of the sediment (FOSSING et al., 1995; SCHULZ et al.,
1996). The high fluidity and instability of sediments at Walvis Bay
(BRONGERSMA-SANDERS, 1983; BREMNER, 1983; SCHUETTE and SCHRADER,
1981), however, seem to prevent Thioploca from forming vertical sheaths and
establishing dense populations. Instead balloon-shaped sulfur bacteria thrive
here. The discovery of Thiomargarita expands the range of known adaptations
of prokaryotic organisms to a life in sulfide gradients. Whereas motility is a
fundamental prerequisite for the filamentous Thioploca and Beggiatoa
(NELSON et al., 1986a; MOLLER et al, 1985; HUETTEL et al., 1996),
Thiomargarita appear unable to move actively to an environment where its
energy source and electron acceptor are optimally supplied. Instead, they may
rely on passive transport by external processes such as periodic resuspension
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of the loose sediment or on temporal variations in the chemical environment. In
accordance with this, it is more resistant to high levels of oxygen and sulfide
than are the filamentous relatives, which show a phobic chemotactic response
to oxygen (MQLLER et al., 1985; HUETTEL et al., 1996). Both Thiomargarita and
Thioploca face the same ecological challenge: to oxidize sulfide with nitrate,
although their two substrates do not coexist. By their solution, to store both
nitrate and sulfur, they may successfully compete with faster growing
anaerobic sulfide oxidizers, such as Thiobacillus denitrificans and Thiomicro-
spira denitrificans. With Thioploca, sulfide and nitrate are spatially separated,
and Thioploca commute between these two sources. In contrast, Thiomargarita
only obtain nitrate during occasional sediment resuspension events. Mean-
while they can effectively endure high sulfide concentrations until the next re-
suspension event occurs.

Calyptogena
Lucinoma magnifica
aequizonata symb. symb.

Solemya velum symb.

Codaida Thiobacillus sp.
orbicularis symb. Beoni
— ’ Riftia eggiatoa alba
Thiomicrospira achvotil.
pelophila L. % Beggiatoa sp.
Thioploca ingrica
Thiothrix ramosa 100/97 Thiomargarita

Thioploca araucae
100/96 Thioploca
chileae

Thiothrix nivea 87/82

Achromatium

oxaliferum hiovulum
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Fig. 5.21 Distance tree of Thiomargarita namibiensis and related sulfur-
oxidizing bacteria of the gamma-proteobacterial subdivision. The
distance tree is based on 16S rRBNA position 358-802, which is
the overlap of the partial 16S rDNA sequence of Thioploca
araucae, T. chileae and Thiomargarita. The tree was rooted with
Thiovulum majus of the epsilon-proteobacterial subdivision as
outgroup. Bootstrap values (200 runs) are given for nodes which
have at least 70 % support by distance (first) or parsimony
bootstrap (second value). The scale bar corresponds to 0.1
Jukes-Cantor substitutions per nucleotide.
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Sulfide production rates are high in coastal sediments around the world,
wherever the sediment is rich in organic matter, particularly in upwelling
regions (FERDELMANN et al., 1997). The bottom water in these areas is often
depleted of oxygen because of intense heterotrophic respiration. As the
second-most favorable electron acceptor, nitrate may be used for the oxidation
of sulfide. This results in a close coupling of the sulfur and the nitrogen cycles
through these specialized sulfur bacteria. Thioploca predominates along the
Pacific coast of South America, whereas Thiomargarita is abundant along the
Namibian coast. In both upwelling areas, sediments with extremely high
organic content and sulfate reduction rates harbor dense and conspicuous
populations of giant sulfur bacteria. However, even the well-known Beggiatoa,
frequently encountered along the coast, have recently been shown in Baltic
Sea sediments to accumulate nitrate (STROTMANN et al., in prep.). These new
findings indicate, that a chemolithotrophic coupling of nitrate and sulfide
through nitrate storing sulfur bacteria may be a widespread feature of coastal
sediments.
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summary

As described in the previous chapters, it was found, that the im-
pressively dense population of Thioploca spp. at the South American West
coast and the very large Beggiatoa filaments living on hot vents use nitrate
instead of oxygen for the oxidation of sulfide (FOSSING et al., 1995; McHatton et
al.,, 1996). Therefore, the question arose, whether this alternative metabolism
could also occur in the well known and frequently encountered smaller
Beggiatoa filaments. A hint for this was, that during a study in Limfjorden,
Denmark in 1974 / 1975 Beggiatoa filaments of 8 - 17 um diameter were
frequently observed in 2 cm sediment depth where no oxygen was available
(JORGENSEN, 1977a). This observation contradicted the common idea of
Beggiatoa spp. living exclusively in the narrow overlapping zone of sulfide and
oxygen (JORGENSEN and REVSBECH, 1983; M. M@LLER et al., 1985; D. NELSON
et al., 1986a). To address this question, in November 1997 we returned to one
of the stations in Limfjorden, sampled in 1975 (Station 5), and took sediment
and bottom water samples. For this study bottom water nitrate and oxygen
concentrations were measured. In the sediment nitrate and oxygen profiles
were measured using microelectrodes, and sulfate reduction rates, sulfide,
iron and manganese concentrations were determined. The Beggiatoa com-
munity was described in terms of vertical distribution and diameter classes,
and the internal nitrate concentration of several Beggiatoa filaments was
measured.

During the time of investigation bottom water oxygen concentrations
were around 290 um and oxygen penetrated 2 mm into the sediment. Nitrate
was present in 17 um concentration, penetrating the upper 0.4 cm of the
sediment. The areal sulfate reduction rates of 2.7 mmol m? d” in the upper
10 cm were comparable to those measured in November 1974 (ca 3 mmol m’
d') and November 1975 (ca 4 mmol m? d') (JORGENSEN, 1977b). Highest
sulfate reduction rates were found directly at the sediment surface (64
nmol cm™ d”') decreasing exponentially with depth to ca 20 nmol cm™ d' at
10 cm. Hydrogen sulfide concentrations were around 1 mM in 10 cm depth
decreasing continuously towards the sediment surface. In the upper 2.5 cm no
free hydrogen sulfide could be detected. Total biomass of Beggiatoa spp. was
14 - 16 g m™ which fits well to an average yearly biomass of ca. 15 g m® found
at Station 5 in 1974 / 1975 (JORGENSEN et al., 1977a). The Beggiatoa
trichomes populated the upper 2.5 cm of the sediment, with very few filaments
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found in 2.5- 3.3 cm depth. Two peaks of biomass occurred at 0.25 - 0.5 cm
and 1.5 - 2 cm depth. Only 17 % of the total biovolume of Beggiatoa spp. was
located directly at the sediment surface (0 - 2.5 cm). In the upper 2 cm of the
sediment filaments of 12 um diameter were most abundant. Filaments of this
size class contained nitrate in 60 - 240 mM concentration (150 mM in
average). The smaller Beggiatoa spp. (<5 um), which had populated the
sediment surface in 1974 / 75 (JORGENSEN, 1977a) were found in low numbers
in 0 - 1 cm sediment depth and very few in 1 -2 cm depth.

It could be shown, that also Beggiatoa filaments of moderate size
(12 um) accumulate nitrate in concentrations comparable to the marine
Thioploca spp. (Fossing et al.,, 1995). In the upper 2.5 cm of the sediment,
which were populated by Beggiatoa spp., no free hydrogen sulfide was
detectable, although the sulfate reduction rates were high. This is also the
case in Chilean sediments populated by Thioploca spp., although thioplocas
penetrate much deeper into the sediment (FOSSING et al., 1995). From the
biovolume and the average nitrate content of beggiatoas it can be calculated
that the upper 2.5 cm of the sediment were 4-5 times enriched in nitrate
(75 um) compared to the bottom water (17 um) due to the Beggiatoa
population. If all the sulfide produced in the upper 3 cm of the sediment was
oxidized by the beggiatoas, their nitrate pool would be turned over every 3 -4
days, which would equal a nitrate uptake rate of approximately 220 nmol cm
d’. This is in the same order of magnitude as the total flux of nitrate into the
sediment of 123 nmol cm™ d”', which was calculated from the maximal slope
of a nitrate profile measured with a microelectrode. The upper peak of biomass
at 0.25 - 0.5 cm occurred in a zone where oxygen was consumed but nitrate
was still present, while the second peak at 1.5 - 2 cm was directly above the
sediment depth where hydrogen sulfide could be detected. This might indicate,
that like Thioploca spp. also these nitrate-accumulating Beggiatoa spp. shuttle
between two sediment depths to take up either nitrate or sulfide, although the
distances they would have to overcome are much smaller.
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6. Conclusion and Outlook

Most of the "morphologically conspicuous sulfur bacteria" have been
described within the last century and the beginning of this century during a
time when microbiologists tried to approach the diversity of bacteria with
morphological descriptions comparable to approaches in zoology and botany.
As indicated by the name, the "morphologically conspicuous sulfur bacteria"
are one of the few groups of bacteria mainly defined by morphology. Never-
theless, compared to most other bacteria they are rather large and have a lot of
morphological features in addition to size and shape. For most bacteria,
morphological descriptions are not very informative. Therefore, microscopic
observations on bacteria are less recognized today than they used to be in the
beginning of this century, especially when there is no pure culture isolated. In
the case of the "morphologically conspicuous sulfur bacteria", however, there
are still many new and interesting things to learn on the basis of observation,
which is indicated by the discovery of a new genus and a new morphotype of
sulfur bacteria in this study (chapter 5.2 and 5.4).

The newest taxonomic approach in microbiology is the comparison of
16S rDNA sequences. This tool has been applied on some genera of the
"morphologically conspicuous sulfur bacteria". Obtaining sequences for non-
cultivated species is more difficult than for pure culture strains. This has slowed
down progress in obtaining secure phylogenetic trees of this group. Clearly,
futher studies are required to gain a more detailed impression of the
phylogenetic affiliations among sulfur-accumulating bacteria. The data
obtained until now indicate that the nitrate-storing sulfur bacteria are closely
related to each other, regardless of prominent differences in morphology
(chapter 5.2).

The ability to accumulate nitrate in a central vacuole occurs in the three
genera Thioploca, Beggiatoa, and Thiomargarita, and sets these prokaryotes
apart from the rest of the sulfur oxidizing bacteria. The use of nitrate instead of
oxygen for the oxidation of sulfide has great ecological importance in coastal
marine environments. High sulfate reduction rates which give rise to high
sulfide concentrations in the sediment are typically found in eutrophic areas
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where the sediment is rich in organic matter. For the degradation of organic
matter sulfate is a less favorable but more abundant electron acceptor than
oxygen or nitrate. Thus, high sulfate reduction rates occur in the sediment at
depths where oxygen and nitrate are depleted. Therefore, most sulfide
oxidizing bacteria can only use sulfide once it has diffused up to a zone where
nitrate or oxygen are present. Only the nitrate-accumulating bacteria are
capable of using sulfide as electron donor and nitrate as electron acceptor
without depending on the co-occurrence of the two compounds. This enables
them to use this source of energy, although compared to smaller sulfide
oxidizers they have relatively low growth rates (chapter 5.1 and 5.3). Sulfide
oxidation with nitrate is of great relevance in upwelling areas where dense
populations of nitrate storing sulfur bacteria occur (chapter 5.1 and 5.4).
Nevertheless, even in less productive coastal areas, the proportion of sulfide
oxidized by nitrate-accumulating bacteria might be larger than previously
assumed, which is indicated by the preliminary study of Limfjorden beggiatoas
(chapter 5.5).

The "morphologically conspicuous sulfur bacteria" are not only
characterized by a certain metabolism. Furthermore, it seems that each genus
occupies a particular ecological niche often including an individual "trick" for
obtaining their substrates. The microaerophilic Beggiatoa spp. and Thiovulum
have an efficient chemotaxis to orient themselves in the sulfide / oxygen
interface. The marine nitrate-storing Thioploca shuttle between the sediment
surface and deeper parts of the sediment, thus keeping their electron acceptor
and electron donor spatially separated. Thiomargarita is able to endure high
concentrations of oxygen or sulfide and can survive for at least several months
without nitrate or sulfide present. Thus, the special adaptation of Thiomargarita
is to use two substrates that are not necessarily available at the same time.

Much valuable information on several of the "morphologically
conspicuous sulfur bacteria" has been obtained by observation, field studies or
with the use of purified enrichment cultures. Nevertheless, for some genera of
this group there is still a lack of basic information on e. g. abundance, diversity
or details of morphology. However, a goal of future studies on "morphologically
conspicuous sulfur bacteria" has to be the isolation of these prokaryotes into
pure culture in order to study their physiology and biochemistry in more detail.

84



7. References

Ahmad, A., J. B. Barry, and D. C. Nelson 1999. Phylogenetic Affinity of a
Wide, Vacuotate, Nitrate-Accumulating Beggiatoa sp. from Monterey Canyon,
California, with Thioploca spp. Appl. Environ. Microbiol. 65:270-277.

Angert, E. R., K. D. Clements, N. R. Pace 1993. The largest bacterium.
Nature 362:239-241.

Arntz, W. E., L. A. Flores, M. Maldonado, and G. Carbajal 1985
Cambios de los factores ambientales, macrobentos y bacterias filamentosas
en la zona de minimo oxigeno frente al Peru durante "El Nifio" 1982-1983, pp.
65-77. In W. Arntz, A. Landa, and J. Tarazona (ed.), "El Nifio": Su Impacto en la
Fauna Marina. Bol. Ins. Mar Peru, Callao.

Braman, R. S., and S. A. Hendrix 1989. Nanogram nitrite and nitrate
determination in environmental and biological materials by Vanadium (lll)
reduction with chemiluminescence detection. Anal. Chem. 61:2715-2718.

Bremner, J. M. 1983 Biogenic Sediments on the South West African
(Namibia) Continental Margin, pp. 73-103. In J. Thiede and E. Suess (ed.),
Coastal upwelling; part A. Plenum, New York.

Brongersma-Sanders, M. 1983. Unconsolidated Phosphorites, high
Barium and Diatom Abundances in some Namibian Shelf Sediments, pp. 421-
437. In J. Thiede and E. Suess (ed.), Coastal upwelling; part A. Plenum, New
York.

Brosius, J., T. L. Dull, D. D. Sleeter, and H. F. Noller 1981. Gene
organization and primary structure of a ribosomal RNA operon from

Escherichia coli. J. Molec. Biol. 148:107-127.

Calvert, S. E., and N. B. Price 1971. Upwelling and nutrient regeneration
in the Benguela Current, October, 1968. Deep Sea Res. 18:505-523.

85



Cavanaugh, C. M., S. L. Gardiner, M. L. Jones, H. W. Jannasch,
and J. B. Waterbury 1981. Procaryotic cells in the hydrothermal vent tube
worm Riftia pachyptila Jones: possible chemoautotrophic symbionts. Science.
213:340-341.

Felbeck, H. 1981. Chemoautotrophic potentials of the hydrothermal vent
tube worm, Riftia pachyptila (Ventimentifera). Science. 213:336-338.

Fenchel, T., and R. N. Glud 1998. Veil architecture in a sulphide-oxidizing
bacterium enhances countercurrent flux. Nature. 394:367-369.

Ferdelman, T. G., C. Lee, S. Pantoja, J. Harder, B. B. Bebout, and
H. Fossing 1997. Sulfate reduction and methanogenesis in a Thioploca-
dominated sediment off the coast of Chile. Geochim. Cosmochim. Acta
61:3065-3079.

Fossing, H., V. A. Gallardo, B. B. Jorgensen, M. Huttel, L. P.
Nielsen, H. Schulz, D. E. Canfield, S. Forster, R. N. Glud, J. K.
Gundersen, J. Kiiver, N. B. Ramsing, A. Teske, B. Thamdrup, and
0. Ulloa 1995. Concentration and transport of nitrate by the mat-forming
sulphur bacterium Thioploca. Nature. 374:713-715.

Gallardo, V. A. 1977. Large benthic microbial communities in sulphide biota
under Peru-Chile Subsurface Countercurrent. Nature. 268:331-332.

Gallardo, V. A. 1985. Efectos del Fendmeno de "El Nino" sobre el Bentos
Sublitoral frente a Concepcidn, Chile, pp.79-85. In W. Arntz, A. Landa, and J.
Tarazona (ed.), "El Nino": Su Impacto en la Fauna Marina. Bol. Ins. Mar Peru,
Callao.

Gallardo, V. A., F. D. Carrasco, R. Roa, and J. |I. Canete 1995.
Ecological Patterns in the Benthic Macrobiota across the Continental Shelf off
Central Chile. Ophelia. 40:167-188.

Garcia-Pichel, F. 1989. Rapid Bacterial Swimming Measured in Swarming
Cells of Thiovulum majus. J. Bacteriol. 171:3560-3563.

86



Gray, N. D., R. W. Pickup, J. G. Jones, and |I. M. Head 1997.
Ecophysiological Evidence that Achromatium oxaliferum is Responsible for the
Oxidation of Reduced Sulfur Species to Sulfate in a Freshwater Sediment.
Appl. Environ. Microbiol. 63:1905-1910.

Gundersen, J. K., B. B. Jorgensen, E. Larsen, and H. W. Jannasch
1992. Mats of giant sulphur bacteria on deep-sea sediments due to fluctuating
hydrothermal flow. Nature. 360:331-332.

Hart T. J., and R. I. Currie. 1960. The Benguela Current. Discovery Rep.
31:123-298.

Head, I. M., N. D. Gray, K. J. Clarke, R. W. Pickup, and J. G. Jones
1996. The phylogenetic position and ultrastructure of the uncultured bacterium
Achromatium oxaliferum. Microbiology. 142:454-455.

Hinze, G. 1913. Beitrdge zur Kenntnis der farblosen Schwefelbakterien. Ber.
Deut. Bot. Ges. 31:189-202.

Huettel, M., S. Forster, S. Kléser, and H. Fossing 1996. Vertical
Migration in the Sediment-Dwelling Sulfur Bacteria Thioploca spp. in
Overcoming Diffusion Limitations. Appl. Environ. Microbiol. 62:1863-1872.

Jannasch, H. W., D. C. Nelson, and C. O. Wirsen 1989. Massive
natural occurrence of unusually large bacteria (Beggiatoa sp.) at a

hydrothermal deep-sea vent side. Nature. 342:834-836.

Jorgensen, B. B. 1977a. Distribution of Colorless Sulfur Bacteria (Beggiatoa
spp.) in a Costal Marine Sediment. Mar. Biol. 41:19-28.

Jorgensen, B. B. 1977b. The sulfur cycle of a coastal marine sediment
(Limfjorden, Denmark). Limnol. Oceanogr. 22:814-832.

Jorgensen, B. B., and V. A. Gallardo Thioploca spp.: filamentous sulfur
bacteria with nitrate vacuoles. FEMS Microb. Ecol., in press.

87



Jorgensen, B. B., and N. P. Revsbech 1983. Colorless Sulfur Bacteria,
Beggiatoa spp. and Thiovulum spp., in O, and H,S Microgradients. Appl.

Environ. Microbiol. 45:1261-1270.

Jorgensen, B. B., A. Teske, and A. Ahmad Thioploca Lauterborn 242AL,
In Krieg, N. R., J. T. Staley, and D. J. Brenner. (ed), Bergey’'s Manual of
Determinative Bacteriology, Vol. 2, submitted.

Kolkwitz, R. 1912. Uber die Schwefelbakterie Thioploca ingrica Wislouch.
Ber. Deut. Bot. Ges. 30:662-666.

Kolkwitz, R. 1955. Uber die Schwefelbakterie Thioploca ingrica Wislouch
(Zweite Mitteilung). Ber. Deut. Bot. Ges. 68:374-380.

Koppe, F. 1924. Die Schlammflora der ostholsteinischen Seen und des
Bodensees. Achiv flr Hydrobiologie. 14:619-675.

Kuenen, J. G. 1989. Colorless Sulfur Bacteria, pp. 1834-1837. In Statlley, J.
T., Bryant, M. P., Pfennig, N., Holt, J. G. (ed.), Bergey’'s Manual of Systematic
Bacteriology. Williams & Wilkins, Baltimore.

Lane, D. J., A. P. Harrison, JR., D. Stahl, B. Pace, S. J.
Giovannoni, G. J. Olsen, and N. R. Pace 1992. Evolutionary
Relationship among Sulfur- and Iron-Oxidizing Eubacteria. J. Bacteriol.
174:269-278.

La Riviere, J. W. M., and J. G. Kuenen 1989. Genus Thiobacterium(ex
Janke 1924) Nom Rev., Genus Thiospira Visloukh 1914 48AL, Thiovulum
Hinze 1913, 195AL, pp. 1838-1842. In Statlley, J. T., Bryant, M. P., Pfennig, N.,
Holt, J. G. (ed.), Bergey’'s Manual of Systematic Bacteriology. Williams &
Wilkins, Baltimore.

La Riviere, J. W. M., J. G. Kuenen, and G. A. Dubinina 1989. Genus
Macromonas Utermdhl and Koppe 1924 632AL, Thiovulum Hinze 1913,
195AL, pp. 1838-1840. In Statlley, J. T., Bryant, M. P., Pfennig, N., Holt, J. G.
(ed.), Bergey’s Manual of Systematic Bacteriology. Williams & Wilkins,
Baltimore.

88



La Riviere, J. W. M., and K. Schmidt 1992. Morphologically
Conspicuous Sulfur-Oxidizing Eubacteria, pp. 3934-3947. In A. Balows, H. G.
Truper, M. Dworkin, W. Harder, and K. H. Schleifer (ed.), The Prokaryotes, 2nd
ed. Springer-Verlag, New York.

Larkin, J. M., and M. C. Henk 1989. Is "hollowness" an adaptation of large
prokaryotes to their largeness? Microbios. Lett. 42:69-72.

Larkin, J. M., and M. C. Henk 1996. Filamentous Sulfide-Oxidizing
Bacteria at Hydrocarbon Seeps of the Gulf of Mexico. Microsc. Res. Tech.
33:23-31.

Lauterborn, R. 1907. Eine neue Gattung der Schwefelbakterien (Thioploca
Schmidlei nov. gen. nov. spec.). Ber. Deut. Bot. Ges. 25:238-242.

Ludwig, W., O. Strunk, S. Klugbauer, N. Klugbauer, M.
Weizenegger, J. Neumaier, M. Bachleitner, and K.-H. Schleifer
1998. Bacterial phylogeny based on comparative sequence analysis.
Electrophoresis 19:554-568.

Maidak, B. L., J. R. Cole, C. T. Parker, Jr, G. M. Garrity, N. Larsen,
B. Li, T. G. Lilburn, M. J. McCaughey, G. J. Olsen, R. Overbeek, S.
Pramanik, T. M. Schmidt, J. M. Tiedje, and C. R. Woese 1999. A new
version of the RDP (Ribosomal Database Project). Nucleic Acids Res. 27:171-
173.

Maier, S., and V. A. Gallardo 1984. Thioploca araucae sp. nov. and
Thioploca chileae sp. nov. Int. J. Syst. Bacteriol. 34:414-418.

Maier, S., and R. G. E. Murray 1965. The fine structure of Thioploca
ingrica and a comparison with Beggiatoa. Can. J. Microbiol. 11:645-655.

Maier, S., and W. C. Preissner 1979. Occurrence of Thioploca in Lake
Constance and Lower Saxony, Germany. Microb. Ecol. 5:117-119.

89



Maier, S., H. Volker, M. Beese, and V.A. Gallardo 1990. The fine
structure of Thioploca araucae and Thioploca chileae. Can. J. Microbiol.
36:438-448.

Manz, W. R., R. Amann, W. Ludwig, M. Wagner, K.-H. Schleifer
1992. Phylogenetic Oligodeoxynucleotide Probes for the major Subclasses of
Proteobacteria Problems and Solutions. Syst. Appl. Microbiol. 15:593-600.

McHatton, S. C., J. P. Barry, H. W. Jannasch, and D. C. Nelson
1996. High Nitrate Concentrations in Vacuolated, Autotrophic Marine
Beggiatoa spp. Appl. Environ. Microbiol. 62:954-958.

Moench, T. T. 1988. Bilophococcus magnetotacticus gen. nov. sp. nov., a
motile, magnetic coccus. Antonie van Leeuwenhoek 54:483-496.

Moller, M. M., L. P. Nielsen, and B. B. Jorgensen 1985. Oxygen
Responses and Mat Formation by Beggiatoa spp. Appl. Environ. Microbiol.
50:373-382.

Namsaraev, B. B., L. E. Dulov, G. A. Dubinina, T. I. Zemskaya, L. Z.
Granina and E. V. Karabanov 1994. Bacterial synthesis and destruction of
organic matter in microbial mats of Lake Baikal. Microbiology 63:193-197.

Nelson, D. C. 1992. The genus Beggiatoa, p. 3171-3180. /n A. Balows, H. G.
Truper, M. Dworkin, W. Harder, and K. H. Schleifer (ed.), The Prokaryotes, 2nd
ed. Springer-Verlag, New York.

Nelson, D. C., and R. W. Castenholz 1981. Use of Reduced Sulfur
Compounds by Beggiatoa sp. J. Bacteriol. 147:140-154.

Nelson, D. C., and R. W. Castenholz 1982. Light Responses of
Beggiatoa. Arch. Microbiol. 131:146-155.

Nelson, D. C., and H. W. Jannasch 1983. Chemoautotrophic growth of a
marine Beggiatoa in sulfide-gradient cultures. Arch. Microbiol. 136:262-269.

90



Nelson, D. C., B. B. Jorgensen and N. P. Revsbech 1986a. Growth
Pattern and Yield of a Chemoautotrophic Beggiatoa sp. in Oxygen-Sulfide
Microgradients. Appl. Environ. Microbiol. 52:225-233.

Nelson, D. C., N. P. Revsbech, and B. B. Jorgensen 1986b.
Microoxic-Anoxic Niche of Beggiatoa spp.: Microelectrode Survey of Marine
and Freshwater Strains. Appl. Environ. Microbiol. 52:161-168.

Nelson, D. C., J. B. Waterbury, and H. W. Jannasch 1982. Nitrogen
Fixation and Nitrate Utilization by Marine and Freshwater Beggiatoa. Arch.
Microbiol. 133:172-177.

Nelson, D. C., C. O. Wirsen, and H. W. Jannasch 1989.
Characterization of Large, Autotrophic Beggiatoa spp. Abundant at
Hydrothermal Vents of the Guaymas Basin. Appl. Environ. Microbiol. 55:2909-

2917.

Nishino, M., M. Fukui, and T. Nakajima 1998. Dense Mats of Thioploca,
Gliding Filamentous Sulfur-Oxidizing Bacteria in Lake Biwa, Central Japan.
Wat. Res. 32:953-957.

Otte, S., J. G. Kuenen, L. P. Nielsen, H. W. Paerl, J. Zopfi, H. N.
Schulz, A. Teske, B. Strotmann, V. A. Gallardo, and B. B.
Jorgensen Ecophysiological studies on partially purified mixed cultures of
Thioploca species. Appl. Environ. Microbiol., submitted.

Rosenberg, R., W. E. Arntz, E. Chuman de Flores, L. A. Flores, G.
Carabajal, I. Finger, and J. Tarazona 1983. Benthos biomass and
oxygen deficiency in the upwelling system off Peru. J. Mar. Res. 41:263-279.

Schewiakoff, W. 1893. Ueber einen neuen bacterienéhnlichen Organismus
des Susswassers. Habilitationsschrift, Universitat Heidelberg C. Winter. pp. 1-

36.

Schlegel, H. G. 1992. Allgemeine Mikrobiologie, 7th ed. Thieme-Verlag,
Stuttgart.

91



Schuette, G., and H. Schrader 1981. Diatoms in Surface Sediments: A
Reflection of Coastal Upwelling, pp. 372-380. /InF. E. Richards (ed.), Costal
Upwelling. American Geophysical Union, Washington.

Schulz, H. N., B. B. Jorgensen, H. A. Fossing, and N. B. Ramsing
1996. Community Structure of Filamentous, Sheath-Building Sulfur Bacteria,
Thioploca spp., off the Coast of Chile. Appl. Environ. Microbiol. 62:1855-1862.

Shillington, F. A. 1998. Chapter 20. The Benguela Upwelling System off
Southwestern Africa, pp.583-604. In A. R. Robinson, and K. H. Brink (ed.), The
Sea, Vo. 11. John Wiley & Sons, Inc., New York.

Strohl, W. R., and J. M.Larkin 1978. Enumeration, Isolation, and
Characterization of Beggiatoa from Freshwater Sediments. Appl. Environ.
Microbiol. 36:755-770.

Strotmann B., T. Kjeer, L. P. Nielsen, H. N. Schulz, B. B.
Jorgensen, in preparation.

Strub, P. T., J., M. Mesias, V. Montecino, J. Rutllant, S. Salinas
1998. Chapter 10. Coastal Ocean circulation off western South America,
p.273-313. In A. R. Robinson, and K. H. Brink (ed.), The Sea, Vo. 11. John
Wiley & Sons, Inc., New York.

Strunk, O., and W. Ludwig 1998. ARB: a software environment for
sequence data. http://www.mikro.biologie.tu-muenchen.de. Department of
Microbiology, Technische Universitat Minchen, Munich, Germany.

Sweerts, J.-P. R. A. , D. De Beer, L. P. Nielsen, H. Verdouw, J. C.
Van den Heuvel, Y. Cohen, and T.E. Cappenberg 1990. Denitrification
by sulphur oxidizing Beggiatoa spp. mats on freshwater sediments. Nature.
344:762-763.

Tarazona, J. H., and W. E. Arntz 1988. Oscillations of macrobenthos in

shallow waters of the Peruvian central coast induced by El Niho 1982-83. J.
Mar. Res. 46:593-611.

92



Tarazona, J. H., W. E. Arntz, and E. Canahuire 1996. Impact of two "El
Nino" events of different intensity on the hypoxic soft bottom macrobenthos off
the central Peruvian coast. P.S.Z.N. I: Marine Ecology 17(1-3):425-446.

Teske, A., N. B. Ramsing, J. Kiiver, and H. A. Fossing 1995.
Phylogeny of Thioploca and related filamentous sulfide-oxidizing bacteria.
System. Appl. Microbiol. 18:517-526.

Teske, A., M. L. Sogin, L. P. Nielsen, and H. W. Jannasch
Phylogenetic relationship of a large marine Beggiatoa. System. Appl.
Microbiol. in press.

Thamdrup, B., and D. E. Canfield 1996. Pathways of carbon oxidation in
continental margin sediments off central Chile. Limnol. Oceanogr. 41:1629-
1650.

Trevisan, V. 1842. Prospetto della Flora Euganea. Coi Tipi Del Seminario,
Padova. pp. 1-68.

Uphof, J. C. 1927. Theorie zur Okologie der Schwefelquellen Mittelfloridas.
Archiv fir Hydrobiologie 18:71-84.

Utermohl, H. and F. Koppe 1924. In: F. Koppe, Archiv fir Hydrobiologie
14:619-672.

Vargas, A., and W. R. Strohl 1985. Utilization of nitrate by Beggiatoa alba.
Arch. Microbiol. 142:279-284.

Wislouch, S. M. 1914. Zhurnal Mikrobiologii 1:42-51.

Wislouch, S. M. 1912. Thioploca ingrica nov. spec. Ber. Deut. Bot. Ges.
30:470-474.

Winogradsky, S. 1887. Ueber Schwefelbacterien. Bot. Zeitung. 45:489-610.

93



Winogradsky, S. 1888. Beitrage zur Morphologie und Physiologie der
Bacterien. Heft 1. Zur Morphologie und Physiologie der Schwefelbacterien.
Arthur Felix, Leipzig. pp. 1-120.

Wirsen, C. O., H. W. Jannasch 1978. Physiological and Morphological
Observations on Thiovulum sp. J. Bacteriol. 136:765-774.

Zafra, A. H., H. Salzwedel, and L. Flores 1988. Distribucion y Biomasa
de Bacterias Filamentosas (Thioploca spp.) en la Costa Norte del Perti 1976-
1985. -IMARPE, Bol. Extr. 1:99-105.

Zavarzin, G. A. 1989. Sergei N. Winogradsky and the Discovery of

Chemosynthese. In H. G. Schlegel and B. Bowien (ed.), Autotrophic Bacteria,
Science Techn/Springer-Verlag, Madison, Heidelberg.

94



Publications of this series:

No.

No.

No.

No.

No.

No.

No.

No.

No.

No.

No.

No.

No.

No.

No.

No.

No.

1

10

11

12

13

14

. 1S

16

17

. 18

19

Wefer, G., E. Suess and cruise participants

Bericht iiber die POLARSTERN-Fahrt ANT IV/2, Rio de Janeiro - Punta Arenas, 6.11. - 1.12.1985.
60 pages, Bremen, 1986.

Hoffmann, G.

Holozénstratigraphie und Kiistenlinienverlagerung an der andalusischen Mittelmeerkiiste.
173 pages, Bremen, 1988. (out of print)

Wefer, G. and cruise participants

Bericht iiber die METEOR-Fahrt M 6/6, Libreville - Las Palmas, 18.2. - 23.3.1988.

97 pages, Bremen, 1988.

Wefer, G., G.F. Lutze, T.J. Miiller, O. Pfannkuche, W. Schenke, G. Siedler, W. Zenk
Kurzbericht iiber die METEOR-Expedition No. 6, Hamburg - Hamburg, 28.10.1987 - 19.5.1988.
29 pages, Bremen, 1988. (out of print) '
Fischer, G.

Stabile Kohlenstoff-Isotope in partikuldrer organischer Substanz aus dem Siidpolarmeer
(Atlantischer Sektor). 161 pages, Bremen, 1989.

Berger, W.H. and G. Wefer

PartikelfluB} und Kohlenstoffkreislauf im Ozean.

Bericht und Kurzfassungen iiber den Workshop vom 3.-4. Juli 1989 in Bremen.

57 pages, Bremen, 1989.

Wefer, G. and cruise participants

Bericht iiber die METEOR - Fahrt M 9/4, Dakar - Santa Cruz, 19.2. - 16.3.1989.

103 pages, Bremen, 1989.

Kolling, M.

Modellierung geochemischer Prozesse im Sickerwasser und Grundwasser.

135 pages, Bremen, 1990.

Heinze, P.-M.

Das Auftriebsgeschehen vor Peru im Spatquartir. 204 pages, Bremen, 1990. (out of print)
Willems, H., G. Wefer, M. Rinski, B. Donner, H.-J. Bellmann, L. Eifmann, A. Miiller,
B.W. Flemming, H.-C. Hofle, J. Merkt, H. Streif, G. Hertweck, H. Kuntze, J. Schwaar,
W. Schiifer, M.-G. Schulz, F. Grube, B. Menke

Beitriage zur Geologie und Palidontologie Norddeutschlands: Exkursionsfiihrer.

202 pages, Bremen, 1990.

Wefer, G. and cruise participants

Bericht iiber die METEOR-Fahrt M 12/1, Kapstadt - Funchal, 13.3.1990 - 14.4.1990.

66 pages, Bremen, 1990.

Dahmke, A., H.D. Schulz, A. Kélling, F. Kracht, A. Liicke

Schwermetallspuren und geochemische Gleichgewichte zwischen Porenlosung und Sediment
im Wesermiindungsgebiet. BMFT-Projekt MFU 0562, Abschlufibericht. 121 pages, Bremen, 1991.
Rostek, F.

Physikalische Strukturen von Tiefseesedimenten des Siidatlantiks und ihre Erfassung in
Echolotregistrierungen. 209 pages, Bremen, 1991.

Baumann, M.

Die Ablagerung von Tschernobyl-Radiocédsium in der Norwegischen See und in der Nordsee.
133 pages. Bremen, 1991. (out of print)

Kolling, A.

Frithdiagenetische Prozesse und Stoff-Fliisse in marinen und 4stuarinen Sedimenten.

140 pages, Bremen, 1991.

SFB 261 (ed.)

1. Kolloquium des Sonderforschungsbereichs 261 der Universitidt Bremen (14.Juni 1991):
Der Siidatlantik im Spatquartiir: Rekonstruktion von Stoffhaushalt und Stromsystemen.
Kurzfassungen der Vortrige und Poster. 66 pages, Bremen, 1991.

Piitzold, J. and cruise participants

Bericht und erste Ergebnisse iiber die METEOR-Fahrt M 15/2, Rio de Janeiro - Vitoria,
18.1. - 7.2.1991. 46 pages, Bremen, 1993.

Wefer, G. and cruise participants

Bericht und erste Ergebnisse iiber die METEOR-Fahrt M 16/1, Pointe Noire - Recife,
27.3.-25.4.1991. 120 pages, Bremen, 1991.

Schulz, H.D. and cruise participants

Bericht und erste Ergebnisse iiber dice METEOR-Fahrt M 16/2, Recife - Belem, 28.4. - 20.5.1991.
149 pages, Bremen, 1991.



No.

No.

No.

No.

No.

No.

No.

No.

No.

No.

No.

No.

No.

No.

No.

No.

No.

No.

No.

No.

20

21

22

23

24

26

27

28

29

30

31

32

33

34

35

36

37

. 38

39

40

Berner, H.

Mechanismen der Sedimentbildung in der Fram-Strafle, im Arktischen Ozcan und in der
Norwegischen Sce. 167 pages, Bremen, 1991.

Schneider, R.

Spiitquartire Produktivititsinderungen im ostlichen Angola-Becken: Reaktion auf Variationen
im Passat-Monsun-Windsystem und in der Advektion des Bengucla-Kiistenstroms.

198 pages. Bremen, 1991. (out of print)

Hebbeln, D.

Spiitquartiire Stratigraphic und Palidozeanographie in der Fram-Stralie. 174 pages, Bremen, 1991.
Liicke, A.

Umsctzungsprozesse organischer Substanz wihrend der Frithdiagencse in dstuarinen Sedimenten.
137 pages. Bremen. 1991.

Wefer, G. and cruise participants

Bericht und erste Ergebnisse der METEOR-Fahrt M 20/1, Bremen - Abidjan, 18.11.- 22.12.1991.
74 pages. Bremen. 1992.

Schulz, H.D. and cruise participants

Bericht und crste Ergebnisse der METEOR-Fahrt M 20/2. Abidjan - Dakar, 27.12.1991 - 3.2.1992.
173 pages. Bremen. 1992.

Gingele, F.

Zur klimaabhingigen Bildung biogener und terrigener Scdimente und ihrer Veridnderung durch dic
Frithdiagenese im zentralen und 6stlichen Siidatlantik. 202 pages, Bremen, 1992.

Bickert, T.

Rckonstruktion der spitquartiren Bodenwasscrzirkulation im ostlichen Siidatlantik iiber stabile
Isotopc benthischer Foraminiferen. 205 pages, Bremen, 1992. (out of print)

Schmidt, H.

Der Bengucla-Strom im Bereich des Walfisch-Riickens im Spétquartir. 172 pages, Bremen, 1992.
Meinecke, G.

Spitquartire Oberflichenwassertemperaturcn im ostlichen dquatorialen Atlantik.

181 pages. Bremen, 1992.

Bathmann, U., U. Bleil, A. Dahmke, P. Miiller, A. Nehrkorn, E.-M. Nothig, M. Olesch,

J. Piitzold, H.D. Schulz, V. Smetacek, V. Spief, G. Wefer, H. Willems

Bericht des Graduierten Kollegs. Stoff-Fliisse in marinen Geosystemen.

Berichtszeitraum Oktober 1990 - Dezember 1992. 396 pages, Bremen, 1992.

Damm, E.

Frithdiagenetische Verteilung von Schwermetallen in Schlicksedimenten der westlichen Ostsce.
115 pages, Bremen. 1992.

Antia, E.E.

Sedimentology. Morphodynamics and Facies Association of a mesotidal Barrier Island

Shoreface (Spickeroog. Southern North Sea). 370 pages, Bremen, 1993.

Duinker, J. and G. Wefer (ed.)

Bericht iiber den 1. JGOFS-Workshop. 1./2. Dezember 1992 in Bremen. 83 pages. Bremen, 1993.
Kasten, S.

Die Verteilung von Schwermetallen in den Scdimenten cines stadtbremischen Hafenbeckens.

103 pages. Bremen. 1993.

SpieB}, V.

Digitale Sedimentographie. Neue Wege zu ciner hochauflosenden Akustostratigraphie.

199 pages. Bremen. 1993.

Schinzel, U.

Laborversuche zu frithdiagenetischen Reaktionen von Eisen (III) - Oxidhydraten in

marinen Sedimenten. 189 pages, Bremen, 1993.

Sieger, R.

CoTAM - ein Modell zur Modellierung des Schwermetalltransports in Grundwasserleitern.

56 pages. Bremen, 1993. (out of print)

Willems, H. (ed.)

Geoscientific Investigations in the Tethyan Himalayas. 183 pages, Bremen, 1993.

Hamer, K.

Entwicklung von Laborversuchen als Grundlage fiir die Modellierung des Transportverhaltens
von Arsenat. Blei. Cadmium und Kupfer in wassergesittigten Siulen. 147 pages, Bremen, 1993.
Sieger, R.

Modellierung des Stofftransports in porosen Medien unter Ankopplung kinetisch gesteuerter
Sorptions- und Redoxprozesse sowie thermischer Gleichgewichte. 158 pages, Bremen, 1993.



No.

No.

No.

No.

No.

No.

No.

No.

No.

No.

No.

No.

No.

No.

No.

No. 5

No.

No.

No.

No.

41

42

43

44

45

46

47

48

49

51

52

53

35

57

58

59

60

Thieflen, W.

Magnetische Eigenschaften von Sedimenten des ostlichen Siidatlantiks und ihre
paldozeanographische Relevanz. 170 pages, Bremen, 1993.

SpieBl, V. and cruise participants

Report and preliminary results of METEOR-Cruise M 23/1, Kapstadt - Rio de Janeiro, 4.-25.2.1993.
139 pages, Bremen, 1994.

Bleil, U. and cruise participants

Report and preliminary results of METEOR-Cruise M 23/2, Rio de Janeiro - Recife, 27.2.-19.3.1993
133 pages, Bremen, 1994.

Wefer, G. and cruise participants

Report and preliminary results of METEOR-Cruise M 23/3, Recife - Las Palmas, 21.3. - 12.4.1993
71 pages, Bremen, 1994.

Giese, M. and G. Wefer (ed.)

Bericht iiber den 2. JGOFS-Workshop. 18../19. November 1993 in Bremen.

93 pages, Bremen, 1994.

Balzer, W. and cruise participants

Report and preliminary results of METEOR-Cruise M 22/1, Hamburg - Recife, 22.9. - 21.10.1992.
24 pages, Bremen, 1994.

Stax, R.

Zyklische Sedimentation von organischem Kohlenstoff in der Japan See: Anzeiger fiir
Anderungen von Paldoozeanographie und Paldoklima im Spatkinozoikum.

150 pages, Bremen, 1994.

Skowronek, F.

Friihdiagenetische Stoff-Fliisse geloster Schwermetalle an der Oberflidche von Sedimenten

des Weser Astuares. 107 pages, Bremen, 1994,

Dersch-Hansmann, M.

Zur Klimaentwicklung in Ostasien wéihrend der letzten 5 Millionen Jahre:

Terrigener Sedimenteintrag in die Japan See (ODP Ausfahrt 128). 149 pages, Bremen, 1994.
Zabel, M.

Frithdiagenetische Stoff-Fliisse in Oberflichen-Sedimenten des dquatorialen und

ostlichen Siidatlantik. 129 pages, Bremen, 1994.

Bleil, U. and cruise participants

Report and preliminary results of SONNE-Cruise SO 86, Buenos Aires - Capetown, 22.4. - 31.5.93
116 pages, Bremen, 1994.

Symposium: The South Atlantic: Present and Past Circulation.

Bremen, Germany, 15 - 19 August 1994. Abstracts. 167 pages, Bremen, 1994.

Kretzmann, U.B.

%"Fe-Mossbauer-Spektroskopie an Sedimenten - Moglichkeiten und Grenzen.

183 pages, Bremen, 1994.

Bachmann, M.

Die Karbonatrampe yon Organya im oberen Oberapt und unteren Unteralb (NE-Spanien,

Prov. Lerida): Fazies. Zyklo- und Sequenzstratigraphie. 147 pages, Bremen, 1994. (out of print)
Kemle-von Miicke, S.

Oberflachenwasserstruktur und -zirkulation des Siidostatlantiks im Spitquartar.

151 pages, Bremen, 1994.

Petermann, H.

Magnetotaktische Bakterien und ihre Magnetosome in Oberflichensedimenten des Siidatlantiks.
134 pages, Bremen. 1994.

Mulitza, S.

Spétquartire Variationen der oberflichennahen Hydrographie im westlichen dquatorialen Atlantik.
97 pages. Bremen, 1994.

Segl, M. and cruise participants

Report and preliminary results of METEOR-Cruise M 29/1, Buenos-Aires - Montevideo,

17.6. - 13.7.1994

94 pages, Bremen, 1994.

Bleil, U. and cruise participants

Report and preliminary results of METEOR-Cruise M 29/2, Montevideo - Rio de Janiero

15.7. - 8.8.1994. 153 pages, Bremen, 1994.

Henrich, R. and cruise participants

Report and preliminary results of METEOR-Cruise M 29/3, Rio de Janeiro - Las Palmas

11.8. -5.9.1994. Bremen, 1994 (not published). (out of print)



No.

No.

No.

No.

No.

No.

No.

No.

No.

No.

No.

No.

No.

No.

No.

No.

No.

No.

No.

61

62

63

64

65

66

67

68

69

70

74|

72

73

74

75

76

7

78

79

Sagemann, J.

Saisonale Variationen von Porenwasserprofilen, Nahrstoff-Fliissen und Reaktionen

in intertidalen Sedimenten des Weser-Astuars. 110 pages, Bremen, 1994. (out of print)

Giese, M. and G. Wefer

Bericht iiber den 3. JGOFS-Workshop. 5./6. Dezember 1994 in Bremen.

84 pages, Bremen, 1995.

Mann, U.

Genese kretazischer Schwarzschiefer in Kolumbien: Globale vs. regionale/lokale Prozesse.

153 pages, Bremen, 1995. (out of print)

Willems, H., Wan X., Yin J., Dongdui L., Liu G., S. Diirr, K.-U. Grife

The Mesozoic development of the N-Indian passive margin and of the Xigaze Forearc Basin in
southern Tibet, China. — Excursion Guide to IGCP 362 Working-Group Meeting

"Integrated Stratigraphy". 113 pages, Bremen, 1995. (out of print)

Hiinken, U.

Liefergebiets - Charakterisierung proterozoischer Goldseifen in Ghana anhand von
Fluideinschluf} - Untersuchungen. 270 pages, Bremen, 1995.

Nyandwi, N.

The Nature of the Sediment Distribution Patterns in ther Spiekeroog Backbarrier Area,

the East Frisian Islands. 162 pages, Bremen, 1995.

Isenbeck-Schroter, M.

Transportverhalten von Schwermetallkationen und Oxoanionen in wassergesattigten Sanden.

- Laborversuche in Sdulen und ihre Modellierung -. 182 pages, Bremen, 1995.

Hebbeln, D. and cruise participants

Report and preliminary results of SONNE-Cruise SO 102, Valparaiso - Valparaiso, 95

134 pages, Bremen, 1995.

Willems, H. (Sprecher), U.Bathmann, U. Bleil, T. v. Dobeneck, K. Herterich, B.B. Jorgensen,
E.-M. Nothig, M. Olesch, J. Pitzold, H.D. Schulz, V. Smetacek, V. Spei. G. Wefer
Bericht des Graduierten-Kollegs Stoff-Fliisse in marine Geosystemen.

Berichtszeitraum Januar 1993 - Dezember 1995.

45 & 468 pages, Bremen, 1995.

Giese, M. and G. Wefer

Bericht iiber den 4. JGOFS-Workshop. 20./21. November 1995 in Bremen. 60 pages, Bremen, 1996.
(out of print)

Meggers, H.

Pliozdn-quartire Karbonatsedimentation und Paldozeanographie des Nordatlantiks und

des Europiischen Nordmeeres - Hinweise aus planktischen Foraminiferengemeinschaften.

143 pages. Bremen, 1996. (out of print)

Teske, A.

Phylogenetische und okologische Untersuchungen an Bakterien des oxidativen und reduktiven
marinen Schwefelkreislaufs mittels ribosomaler RNA. 220 pages, Bremen, 1996. (out of print)
Andersen, N.

Biogeochemische Charakterisierung von Sinkstoffen und Sedimenten aus ostatlantischen
Produktions-Systemen mit Hilfe von Biomarkern. 215 pages, Bremen, 1996.

Treppke, U.

Saisonalitit im Diatomeen- und Silikoflagellatenflufl im 6stlichen tropischen und subtropischen
Atlantik. 200 pages, Bremen, 1996.

Schiiring, J.

Die Verwendung von Steinkohlebergematerialien im Deponiebau im Hinblick auf die
Pyritverwitterung und die Eignung als geochemische Barriere. 110 pages, Bremen, 1996.
Piitzold, J. and cruise participants

Report and preliminary results of VICTOR HENSEN cruise JOPS 11, Leg 6,

Fortaleza - Recife. 10.3. - 26.3. 1995 and Leg 8. Vitoria - Vitoria, 10.4. - 23.4.1995.

87 pages. Bremen. 1996.

Bleil, U. and cruise participants

Report and preliminary results of METEOR-Cruise M 34/1, Cape Town - Walvis Bay. 3.-26.1.1996.
129 pages, Bremen. 1996.

Schulz, H.D. and cruise participants

Report and preliminary results of METEOR-Cruise M 34/2, Walvis Bay - Walvis Bay, 29.1.-18.2.96
133 pages, Bremen, 1996.

Wefer, G. and cruise participants

Report and preliminary results of METEOR-Cruise M 34/3, Walvis Bay - Recife, 21.2.-17.3.1996.
168 pages, Bremen. 1996.



No.

No.

No.

No.

No.

No.

No.

No.

No.

No.

No.

No.

No.

No.

No.

No.

No.

No.

No.

No.

80

81

82

83

84

85

86

87

88

89

90

91

92

93

94

95

926

97

98

929

Fischer, G. and cruise participants

Report and preliminary results of METEOR-Cruise M 34/4, Recife - Bridgetown, 19.3.-15.4.1996.
105 pages, Bremen, 1996.

Kulbrok, F.

Biostratigraphie, Fazies und Sequenzstratigraphie einer Karbonatrampe in den Schichten der
Oberkreide und des Alttertidrs Nordost-Agyptens (Eastern Desert, N’Golf von Suez, Sinai).

153 pages, Bremen, 1996.

Kasten, S.

Early Diagenetic Metal Enrichments in Marine Sediments as Documents of Nonsteady-State
Depositional Conditions. Bremen, 1996.

Holmes, M.E.

Reconstruction of Surface Ocean Nitrate Utilization in the Southeast Atlantic Ocean Based

on Stable Nitrogen Isotopes. 113 pages, Bremen, 1996.

Riihlemann, C.

Akkumulation von Carbonat und organischem Kohlenstoff im tropischen Atlantik:

Spatquartire Produktivitits-Variationen und ihre Steuerungsmechanismen.

139 pages, Bremen, 1996.

Ratmeyer, V.

Untersuchungen zum Eintrag und Transport lithogener und organischer partikuldrer Substanz
im ostlichen subtropischen Nordatlantik. 154 pages, Bremen, 1996.

Cepek, M.

Zeitliche und rdumliche Variationen von Coccolithophoriden-Gemeinschaften im subtropischen
Ost-Atlantik: Untersuchungen an Plankton, Sinkstoffen und Sedimenten.

156 pages, Bremen, 1996.

Otto, S.

Die Bedeutung von gelostem organischen Kohlenstoff (DOC) fiir den Kohlenstoffflufl im Ozean.
150 pages, Bremen, 1996.

Hensen, C.

Frithdiagenetische Prozesse und Quantifizierung benthischer Stoff-Fliisse in Oberflichensedimenten
des Siidatlantiks.

132 pages, Bremen, 1996.

Giese, M. and G. Wefer

Bericht iiber den 5. JGOFS-Workshop. 27./28. November 1996 in Bremen. 73 pages, Bremen, 1997.
Wefer, G. and cruise participants

Report and preliminary results of METEOR-Cruise M 37/1, Lisbon - Las Palmas, 4.-23.12.1996.
79 pages, Bremen, 1997.

Isenbeck-Schriter, M., E. Bedbur, M. Kofod, B. Konig, T. Schramm & G. Matthef§
Occurrence of Pesticide Residues in Water - Assessment of the Current Situation in Selected

EU Countries. 65 pages, Bremen 1997.

Kiihn, M.

Geochemische Folgereaktionen bei der hydrogeothermalen Energiegewinnung.

129 pages. Bremen 1997.

Determann, S. & K. Herterich

JGOFS-AG6 ,.Daten und Modelle”: Sammlung JGOFS-relevanter Modelle in Deutschland.

26 pages. Bremen, 1997.

Fischer, G. and cruise participants

Report and preliminary results of METEOR-Cruise M 38/1, Las Palmas - Recife, 25.1.-1.3.1997,
with Appendix: Core Descriptions from METEOR Cruise M 37/1. Bremen, 1997.

Bleil, U. and cruise participants

Report and preliminary results of METEOR-Cruise M 38/2, Recife - Las Palmas, 4.3.-14.4.1997.
126 pages, Bremen, 1997.

Neuer, S. and cruise participants

Report and preliminary results of VICTOR HENSEN-Cruise 96/1. Bremen, 1997.

Villinger, H. and cruise participants

Fahrtbericht SO 111, 20.8. - 16.9.1996. 115 pages, Bremen, 1997.

Liining, S.

Late Cretaceous - Early Tertiary sequence stratigraphy, paleoccology and geodynamics

of Eastern Sinai. Egypt. 218 pages, Bremen, 1997.

Haese, R.R.

Beschreibung und Quantifizierung frithdiagenetischer Reaktionen des Eisens in Sedimenten

des Siidatlantiks. 118 pages. Bremen, 1997.



No.

No.

No.

No.

No.

No.

No.

No.

No.

No.

No.

No.

No.

No.

No.

No.

No.

No.

100

101

102

103

104

105

106

107

108

109

110

111

112

113

114

. 115

116

117

118

Liihrte, R. von

Verwertung von Bremer Baggergut als Material zur Oberfldchenabdichtung von Deponien -
Geochemisches Langzeitverhalten und Schwermetall-Mobilitat (Cd, Cu, Ni, Pb, Zn).

Bremen, 1997.

Ebert, M.

Der Einfluf} des Redoxmilieus auf die Mobilitit von Chrom im durchstrémten Aquifer.

135 pages, Bremen, 1997.

Krogel, F.

EinfluB} von Viskositit und Dichte des Seewassers auf Transport und Ablagerung von
Wattsedimenten (Langeooger Riickseitenwatt, siidliche Nordsee).

168 pages, Bremen, 1997.

Kerntopf, B.

Dinoflagellate Distribution Patterns and Preservation in the Equatorial Atlantic and

Offshore North-West Africa. 137 pages, Bremen, 1997.

Breitzke, M.

Elastische Wellenausbreitung in marinen Sedimenten - Neue Entwicklungen der Ultraschall
Sedimentphysik und Sedimentechographie. 298 pages, Bremen, 1997.

Marchant, M.

Rezente und spitquartire Sedimentation planktischer Foraminiferen im Peru-Chile Strom.
115 pages, Bremen, 1997.

Habicht, K.S.

Sulfur isotope fractionation in marine sediments and bacterial cultures.

125 pages. Bremen, 1997.

Hamer, K., R.v. Liihrte, G. Becker, T. Felis, S. Keffel, B. Strotmann, C. Waschkowitz,
M. Kolling, M. Isenbeck-Schroter, H.D. Schulz

Endbericht zum Forschungsvorhaben 060 des Landes Bremen: Baggergut der Hafengruppe
Bremen-Stadt: Modelluntersuchungen zur Schwermetallmobilitit und Moglichkeiten der
Verwertung von Hafenschlick aus Bremischen Hifen. 98 pages, Bremen, 1997.

Greeff, O.W.

Entwicklung und Erprobung eines benthischen Landersystemes zur in situ-Bestimmung von
Sulfatreduktionsraten mariner Sedimente. 121 pages, Bremen, 1997.

Piitzold, M. und G. Wefer

Bericht iiber den 6. JGOFS-Workshop am 4./5.12.1997 in Bremen. Im Anhang:

Publikationen zum deutschen Beitrag zur Joint Global Ocean Flux Study (JGOFS), Stand 1/1998.
122 pages, Bremen, 1998.

Landenberger, H.

CoTReM, ein Multi-Komponenten Transport- und Reaktions-Modell. 142 pages, Bremen, 1998.
Villinger, H. und Fahrtteilnechmer

Fahrtbericht SO 124. 4.10. - 16.10.199. 90 pages, Bremen. 1997.

Gietl, R.

Biostratigraphie und Sedimentationsmuster einer nordostagyptischen Karbonatrampe unter
Beriicksichtigung der Alveolinen-Faunen. 142 pages, Bremen, 1998.

Ziebis, W.

The Impact of the Thalassinidean Shrimp Callianassa truncata on the Geochemistry of permeable,
coastal Sediments. 158 pages, Bremen 1998.

Schulz, H.D. and cruise participants

Report and preliminary results of METEOR-Cruise M 41/1, Malaga - Libreville, 13.2.-15.3.1998.
Bremen, 1998.

Volker, D.J.

Untersuchungen an stromungsbeeinflufiten Sedimentationsmustern im Siidozean. Interpretation
sedimentechographischer Daten und numerische Modellierung. 152 pages, Bremen, 1998.
Schliinz, B.

Riverine Organic Carbon Input into the Ocean in Relation to Late Quaternary Climate Change.
136 pages. Bremen, 1998.

Kuhnert, H.

Aufzeichnug des Klimas vor Westaustralien in stabilen Isotopen in Korallenskeletten.

109 pages, Bremen, 1998.

Kirst, G.

Rekonstruktion von Oberflichenwassertemperaturen im 6stlichen Siidatlantik anhand von
Alkenonen. 130 pages. Bremen, 1998.



No.

No.

No.

No.

No.

No.

No.

No.

No.

No.

No.

No.

No.

No.

No.

No.

No.

No.

No.

No.

119

120

121

122

123

124

125

126

127

128

129

130

131

132

133

134

135

136

137

138

Diirkoop, A.

Der Brasil-Strom im Spétquartir: Rekonstruktion der oberflichennahen Hydrographie

wihrend der letzten 400 000 Jahre. 121 pages, Bremen, 1998.

Lamy, F.

Spiétquartire Variationen des terrigenen Sedimenteintrags entlang des chilenischen Konti-
nentalhangs als Abbild von Klimavariabilitit im Milankovi¢- und Sub-Milankovi¢-Zeitbereich.

141 pages, Bremen, 1998.

Neuer, S. and cruise participants

Report and preliminary results of POSEIDON-Cruise Pos 237/2, Vigo — Las Palmas,
18.3.-31.3.1998. 39 pages, Bremen, 1998

Romero, O.E.

Marine planktonic diatoms from the tropical and equatorial Atlantic: temporal flux patterns and the
sediment record. 205 pages, Bremen, 1998.

Spiess, V. und Fahrtteilnehmer

Report and preliminary results of RV SONNE Cruise 125, Cochin — Chittagong,
17.10.-17.11.1997. 128 pages, Bremen, 1998.

Arz, HW.

Dokumentation von kurzfristigen Klimaschwankungen des Spatquartirs in Sedimenten des
westlichen dquatorialen Atlantiks. 96 pages. Bremen, 1998.

Wolff, T.

Mixed layer characteristics in the equatorial Atlantic during the late Quaternary as deduced from
planktonic foraminifera. 132 pages, Bremen, 1998.

Dittert, N.

Late Quaternary Planktic Foraminifera Assemblages in the South Atlantic Ocean:

Quantitative Determination and Preservational Aspects. 165 pages, Bremen, 1998.

Holl, C.

Kalkige und organisch-wandige Dinoflagellaten-Zysten in Spatquartaren Sedimenten des
tropischen Atlantiks und ihre palokologische Auswertbarkeit. 121 pages, Bremen, 1998.

Hencke, J.

Redoxreaktionen im Grundwasser: Etablierung und Verlagerung von Reaktionsfronten und ihre
Bedeutung fiir die Spurenelement-Mobilitét. 122 pages, Bremen 1998.

Piitzold, J. und Fahrtteilnehmer

Report and preliminary results of METEOR-Cruise M 41/3, Vitoria, Brasilien — Salvador de Bahia,
Brasilien, 18.4. - 15.5.1998. Bremen, 1999.

Fischer, G. und Fahrtteilnehmer

Report and preliminary results of METEOR-Cruise M 41/4, Salvador de Bahia, Brasilien —

Las Palmas. Spanien, 18.5. — 13.6.1998. Bremen, 1999.

Schhliinz, B. und G. Wefer

Bericht iiber den 7. JGOFS-Workshop am 3. und 4.12.1998 in Bremen. Im Anhang:
Publikationen zum deutschen Beitrag zur Joint Global Ocean Flux Study (JGOFS), Stand 1/ 1999.
100 pages. Bremen, 1999.

Wefer, G. and cruise participants

Report and preliminary results of METEOR-Cruise M 42/4, Las Palmas - Las Palmas - Viena do Castelo;
26.09.1998 - 26.10.1998. 104 pages, Bremen, 1999.

Felis, T.

Climate and ocean variability reconstructed from stable isotope records of modern subtropical corals
(Northern Red Sea). 111 pages. Bremen. 1999.

Draschba, S.

North Atlantic climate variability recorded in reef corals from Bermuda. 108 pages, Bremen, 1999.
Schmieder, F.

Magnetic Cyclostratigraphy of South Atlantic Sediments. 82 pages, Bremen, 1999.

Riel’}, W.

In situ measurements of respiration and mineralisation processes — Interaction between fauna and
geochemical fluxes at active interfaces. 68 pages. Bremen, 1999.

Devey, C.W. and cruise participants

Report and shipboard results from METEOR-cruise M 41/2, Libreville — Vitoria, 18.3. — 15.4.98.
59 pages, Bremen, 1999.

Wenzhofer, F.

Biogeochemical processes at the sediment water interface and quantification of metabolically driven calcite
dissolution in deep sea sediments. 103 pages, Bremen. 1999.



No. 139 Klump, J.
Biogenic barite as a proxy of paleoproductivity variations in the Southern Peru-Chile Current.
107 pages, Bremen, 1999.
No. 140 Huber, R.
Carbonate sedimentation in the northern Northatlantic since the late pliocene.
103 pages, Bremen, 1999.



	1_Schulz_Diss_1999.pdf
	1_Schulz_Diss_1999.pdf
	2_Schulz_Diss_1999
	3_Schulz_Diss_1999

	2_Schulz_Diss_1999
	3_Schulz_Diss_1999



