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Summary. Molecular biology and microscopy techniques were used to characterize the microbial communities inside
halite evaporites from different parts of the Atacama Desert. Denaturing gradient gel electrophoresis (DGGE) analysis
revealed that the evaporite rocks harbor communities predominantly made up of cyanobacteria, along with heterotrophic bac-
teria and archaea. Different DGGE profiles were obtained for the different sites, with the exception of the cyanobacterial pro-
file, in which only one phylotype was detected across the three sites examined. Chroococcidiopsis-like cells were the only
cyanobacterial components of the rock samples, although the phylogenetic study revealed their closer genetic affinity to
Halothece genera. Gene sequences of the heterotrophic bacteria and archaea indicated their proximity to microorganisms
found in other hypersaline environments. Microorganisms colonizing these halites formed microbial aggregates in the pore
spaces between halite crystals, where microbial interactions occur. In this exceptional, salty, porous halite rock habitat, micro-
bial consortia with a community structure probably conditioned by the environmental conditions occupy special microhabi-
tats with physical and chemical properties that promote their survival. [Int Microbiol 2010; 13(2):79-89]
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Introduction

The Atacama Desert of Chile is the driest desert on Earth,
with a surface that has been minimally disturbed by natural
erosion for millions of years [25,33]. The most arid parts of
the desert span towards northern Chile, between the rain
shadows of the Andes Mountains and the Coastal Cordillera

[34]. The present-day location of Atacama, within the dry
subtropical climate belt, is the principal cause of its aridity.
These conditions have been maintained for some 150 million
years, making it also the world’s oldest continuously arid
desert [25]. Regions within the hyperarid core, or Central
Depression, of the Atacama Desert were, until recently, con-
sidered the dry limit of photosynthetic activity and primary
production [48], with extremely low levels of culturable
organisms and oxidized organic species detected in the soils
[12,36]. According to Connon et al. [12], most of the micro-
organisms found in the soils could have been preserved from
a time when the climate was wetter and/or were recently
transported from other areas by wind. The virtual absence of
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photosynthetic organisms in the soil supports this idea.
However, phototrophic and heterotrophic bacteria have been
recently found inside halite evaporites (95–99% by weight
NaCl) that form as bottom-growth crusts in the hyperarid core
[49]. These crusts are the surface expression of thick (tens of
meters) evaporitic deposits that were formed during the upper
Miocene-Pliocene, approximately 3–5 Ma ago [42], and
which are not linked to any surface or subsurface water sup-
ply. Instead, the communities inside the salt crusts take advan-
tage of the hygroscopic properties of halite, which enhance
the moisture conditions and allow for primary productivity
and thus the survival of complex community activity [13]. 

The major constraint for microorganisms living in deserts
is the availability of liquid water [5]. Water maintains the
structure of intracellular macromolecules and membranes
whereas its removal from the cells of desiccation-sensitive
organisms irreversibly aggregates essential macromolecules
and disintegrates cell components. These organisms are able
to tolerate drought by maintaining a constant imbalance
between the internal water content and external water avail-
ability [1]. As an environmental factor, desiccation has been
mostly addressed at the cellular and molecular levels [22,41],
but has received little attention at the community level [43].
Desiccation resistance is not a simple process. Indeed, with-
in a given aggregate, cells occur in different physiological
states, which may influence their desiccation tolerance
[7,17]. Regardless of the mechanisms causing the death of
only a few cells within a dry aggregate, it may be assumed
that they nonetheless contribute to the survival of the others
by providing physical protection and/or nutrients upon rewet-
ting [6]. All desert microorganisms undergo extended periods
in a desiccated, metabolically inactive state, in which indi-
vidual cells are subjected to a variety of chemical and physi-
cal stresses, resulting in damage that may not be repaired
until metabolism restarts [37]. 

In addition to desiccation, microbial communities inside
halite crusts have to deal with conditions of extreme salinity.
The habitats examined in this study are clearly at the top of
the salinity scale, and salinity controls the diversity and func-
tions of the resident microbial communities. Studies conducted
along salinity gradients have revealed a decreasing trend in
the diversity of bacterial, archaeal, and eukaryotic communi-
ties as salinity rises [4,9,43]. 

Given the special features of this habitat and the lack of
previous extensive reports on the microbiota of this very
peculiar hypersaline environment, this study was designed to
examine the microbial communities colonizing halites in an
environmental gradient through light microscopy (LM),
transmission electron microscopy (TEM), and low-tempera-

ture scanning electron microscopy (LTSEM). A second aim
was to conduct a broad phylogenetic analysis of the commu-
nities present in the halite. This allowed us to identify the
major components of the heterotrophic community, which
are not easily discerned by microscopy only, and to compare
its phylogenetic position with those of other microbial
ecosystems. Denaturing gradient gel electrophoresis (DGGE)
analysis of amplified products of the 16S rRNA gene of
eubacteria, cyanobacteria, and archaea was employed to
assess community structure along an environmental gradient. 

Materials and methods

Samples. Microbial aggregates were studied in halite samples from three
large salares (salt flats) within the hyperarid zone: Yungay (24°05′53″ S,
69°55′59″ W), Salar Grande (20°55′44″ S, 70°00´48″ W), and Salar Llamara
(21º 16.191′ S, 69º 36.975′ W). Yungay is the southernmost site and is the
same area where soil microbiology studies have reported very low numbers
of microorganisms and a complete absence of phototrophs [12,29,36]. Salar
Llamara lies in the central zone of the Central Depression and Salar Grande
is close to the western coastal range. To compare cyanobacterial composi-
tion, halite crusts from a site close to the Pacific coast and Iquique (Cerro de
los Ríos, 20°20′35″ S, 70°01′11″ W) were also analyzed. At each sampling
site, air temperature and relative humidity data were collected over 12
months, starting from May 2008, using temperature (T) and relative humid-
ity (RH) probes with data loggers (Onset, HOBO Pro v2). RH/T probes were
placed on the soil adjacent to the crusts in the rain shadow. Halite samples
were collected from the sites in February 2007 and dry-stored in the dark at
room temperature until their preparation (within a week). The day before
processing, the samples were left in a chamber under conditions of 100% rel-
ative humidity and constant light to allow for revitalization. Chroo-
coccidiopsis cultures were obtained from the Culture Collection of
Autotrophic Organisms (CCALA), Institute of Botany, Academy of Sciences
of the Czech Republic.

Light microscopy. Halite samples from 3–5 mm below the crust sur-
face containing microbial consortia were scraped and dissolved in an
increasing series of NaCl from 0 (water) to 5 M. After brief (5 min) precip-
itation of the scarce mineral particles, the supernatant was centrifuged at
12,000× g for 10 min. The pellet of microorganisms was resuspensed in 20
μl of 5 M NaCl and cells were observed in bright field and by digital image
correlation (DIC) using an AxioImager D1 Zeiss light microscope equipped
with a CCD color camera (AxioCam MRc Zeiss). 

TEM. Specimens were prepared by dissolving 0.295 g of representative col-
onized halite in distilled water. Following brief (5 min) precipitation of the
scarce mineral particles, the supernatant was centrifuged at 12,000× g for 10
min. The microbial cells precipitated were fixed following the protocol
described by de los Ríos & Ascaso [14], with modifications. In brief, precip-
itates containing microbial cells were fixed in 3% glutaraldehyde in 5 M
NaCl at room temperature for 3 h and then in osmium tetroxide, dehydrated
in a graded series of ethanol, and embedded in Spurr’s resin. Poststained
ultrathin sections were observed in a Zeiss EM910 transmission electron
microscope equipped with a Gatan CCD camera (1024 × 1024 p).

LTSEM. Small fragments of colonized halites were mechanically fixed onto
the specimen holder of a cryotransfer system (Oxford CT1500), plunged into
subcooled liquid nitrogen, transferred to the microscope’s preparation unit via
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an air-lock transfer device, and then cryofractured following the protocol
described in de los Ríos et al. [15]. After ice sublimation, the etched surfaces
were sputter-coated with gold in the preparation unit and the specimens then
placed on the cold stage of the SEM chamber. Fractured surfaces were observed
under a DSM960 Zeiss SEM microscope at –135°C.

DNA extraction, PCR amplification of cyanobacterial 16S
rRNA genes, sequencing, and phylogenetic analysis. Total
genomic DNA was extracted from the halite samples obtained from the dif-
ferent sites using the UltraClean Microbial DNA isolation kit (Mobio) for
subsequent PCR amplification of 16S rRNA genes. The cyanobacterial 16S
rRNA gene was amplified using the cyanobacterial-specific primer pair
CYA781r and CYA106f [38]. Each 25-μl volume of PCR mix [75 mM Tris
pH 9.0/50 mM KCl/20 mM (NH4)2SO4] contained 1 unit of Taq polymerase,
0.2 mM of each of the four dNTPs, 0.4 μM of each primer, 100 μg of bovine
serum albumin, 1.5 mM of MgCl2, 5 μl of 5×Taq Master PCR enhancer
(Prime), and ca. 10–50 ng genomic DNA. The annealing temperature was
60°C. Products were cleaned on a QIAGEN quick spin column (Qiagen).
Both complementary DNA strands were sequenced separately at the SECU-
GEN sequencing company (S. L. Madrid, Spain). 

Sequences were aligned using Clustal X [47] and G-blocks [10]. DNA
sequence alignments were phylogenetically analyzed using MrBayes ver-
sion 3 software [http://morphbank.ebc.uu.se/mrbayes]. For the Bayesian
analysis, the general time reversible model was used, including site-specific
rate heterogeneity and a fraction of invariant characters (GTR+I+G). This
model was suggested both by hierarchical likelihood rate tests and the
Akaike information criterion, as implemented in Modeltest [40]. Eight mil-
lion generations were run, every 100th tree was sampled, and the first 10,000
generations were discarded as burn-in. A consensus phylogram showing
mean branch lengths was calculated using the sumt command in MrBayes.
Chlorofllexus aggregans, Deinococcus radiodurans and Thermus sp. were
used as outgroups for the phylogenetic tree.

DGGE profiles. A fingerprinting technique (PCR-DGGE) and sequence
analysis of the resulting 16S rRNA gene bands were used to survey the
genetic diversity of the area’s microbiota. Bacterial and archaeal fragments
of 16S rRNA genes suitable for DGGE analysis were amplified from total
genomic DNA using the following primer pair: CYA359fGC and CY781r
for cyanobacteria [38], 341fGC and 907r for eubacteria [35], and 344f-GC
and 915R for archaeal amplifications [9]. The PCR procedure for cyanobac-
terial 16S rRNA gene amplification was the same as described above. The
eubacterial and archaeal 16S rRNA genes were PCR-amplified using a
touch-down protocol. Acrylamide gels (6%) with a 30–60% urea-formamide
denaturing gradient were prepared following the manufacturer’s instruc-
tions. Lanes were loaded with 22 μl of PCR product, run at a constant 200
V for 7 h at 60°C, and stained with ethidium bromide to visualize and pho-
tograph the resultant bands. The main DGGE bands (in terms of intensity
and frequency of appearance) were excised, reamplified (using the primers

devoid of the GC clamp), and sequenced, although sequences of satisfacto-
ry quality were not always obtained. 

Results

Environmental conditions. All sampling sites fell
within the hyperarid core of the Atacama Desert, where mean
annual precipitation is <1 mm [33]. Mean, maximum, and
minimum temperatures were very similar at all sites, except at
Salar Grande, where minimum temperatures never fell below
freezing. There were larger differences between the sites with
respect to relative humidity (Table 1). The Yungay site was the
driest, with 15–20% less precipitation than at the other sites. 

DGGE profiles. The specific eubacterial primers revealed
the presence of different bacteria in the samples (Fig. 1A).
Distinct DGGE profiles were obtained for each site: 3–4
DGGE bands per lane for Yungay and Salar Llamara and 4–6
bands for Salar Grande. Bacterial profiles varied among
localities, although two bands were common to all the com-
munities (Bact-B and Bact-D). One band appeared only in
the samples from Salar Llamara (Bact-E) and two were
exclusive to the Yungay area (Bact-A and Bact-G), although
they were not present in all samples. Another band was com-
mon to Salar Grande and Salar Llamara but was lacking in
samples from Yungay (Bact-F). 

DGGE analysis using the primers specific for cyanobac-
teria yielded the same profiles for the three localities,
Yungay, Salar Grande, and Salar Llamara (Fig. 1B), indicat-
ing the presence of only one cyanobacteria phylotype. The
archaea-specific primers rendered different DGGE profiles
for the three sites (Fig. 1C). The number of bands ranged
from 7 to 8, but only some were dominant. No major band
was common to all three localities. One band was common to
Yungay and Salar Grande (Arch-A) and a further band was
shared by samples from Salar Llamara and Salar Grande
(Arch-B).

ATACAMA DESERT EVAPORITES

Table 1. Air temperature and relative humidity data recorded at the sampling sites from May 2008 to May 2009.
Mean, maximum and minimun values for this period at the three localities

Temperature (°C) Relative humidity (%) 

Site Max. Min. Mean Max. Min. Mean

Yungay 46.51 –8.00 17.83 91.90 1.40 36.93

Salar Grande 44.57 4.97 20.24 93.01 2.57 53.97

Salar Llamara 43.19 –6.40 17.59 89.10 1.90 50.79
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Phylogenetic affiliations of the archaeal and
bacterial community members. Five different
sequences were obtained from the excised bacterial DGGE
bands and three from the archaeal DGGE bands. Bacterial
diversity showed a striking dominance of Bacteriodetes
phyla from hypersaline environments (Table 2). One of the
bands common to all three sites (Bact-D) corresponded to
cyanobacteria. A band only occasionally observed in the
Yungay samples (Bact-G) clustered with the actinobacteria
sequences. 

The only DGGE band obtained with cyanobacteria-spe-
cific primers in the three analyzed salterns corresponded to
the Bact-D band in the eubacterial DGGE profile. BLAST
analysis of archaeal sequences indicated that most band
sequences corresponding to the three sites were related to
those of uncultured unidentified archaea (Table 2). However,
one band, Arch-C, which appeared only in samples from
Yungay, showed 98% homology with Halococcus salifodinae.

Characterization of cyanobacteria according to
the 16S rRNA gene sequences. Cyanobacterial DNA
(coding for 16S rRNA) from genomic extracts of halite sam-
ples from each site was amplified to yield PCR products of
approximately 592 bp. Through analysis of the resulting
sequences, two distinct cyanobacterial sequences were detect-
ed. One of the sequences was amplified from DNA extracted
from the Yungay, Salar Grande, and Salar Llamara samples

and corresponded to sequences amplified from the DGGE
cyanobacterial bands. The second sequence was obtained from
specimens from Cerro de los Rios (locality close to the Pacific
coast). The closest GenBank relatives were in both cases
uncultured unidentified cyanobacterial clones and the identi-
fied microorganisms with highest 16S rRNA sequence similar-
ity were Halothece sp. The position of the cyanobacteria found
in the halite samples was resolved in a phylogenetic tree (Fig.
2). In the MrBayes SSU rRNA phylogenies, the sequences for
samples from Yungay, Salar Grande, and Salar Llamara
formed a separate, well-supported branch that also included an
uncultured rock-inhabiting cyanobacterium and Halothece.
The sequence for Cerro de los Ríos clustered together with that
of a cyanobacterium isolated from lakes in western Australia
and with the Euhalothece group sequences. 

Light and electron transmission microscopy. In
Yungay, Salar Grande, and Salar Llamara, only one morpho-
type of cyanobacterium was observed. Cells showing different
developmental stages were observed after several hours of
hydration (Fig. 3A). This cyanobacterium had features of
Chroococcidiopsis cells (Fig. 3B). The cells divided by binary
fission (Fig. 3C), which, as seen in three planes, produced
more or less regular cubic-shaped cell aggregates individual-
ized by a fibrous outer layer (Fig. 3A). Multiple fission
occurred simultaneously in most of the aggregate’s cells and
was followed by the release of nonmotile baeocytes (Fig. 3D)
similar in size to mature parental cells (diameter ~3 μm). 

DE LOS RÍOS ET AL.

Fig. 1. Denaturing gradient gel electrophoretic profile of PCR-
amplified 16S rRNA gene fragments obtained from halites sam-
pled at different sites using: (A) the specific eubacterial primers
341fGC and 907r; (B) the specific cyanobacterial primers
CYA359fGC and CYA781r; and (C) the specific archaeal primers
344fGC and 915r. Sampling sites: SG (Salar Grande), SL (Salar
Llamara) and Y (Yungay).In
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Several cyanobacterial cells from Yungay had a denser
outer fibrous layer (Fig. 3E) than that present in cyanobacte-
ria from the other sites (Fig. 3F). This shell was observed in
forms at different developmental stages. Cyanobacteria at
different developmental stages were frequently accompanied
by other microorganisms; perhaps the heterotrophic bacteria
and archaea identified by the molecular techniques (arrows in
Fig. 4A). These microorganisms were frequently associated
with damaged cells (arrows in Fig. 4B) but also with living
cyanobacterial cells (arrows in Fig. 4C). Heterotrophic
microorganisms appeared closely associated with the outer
cell wall layer (Fig. 4C) or the envelope of the multicellular
aggregate (Fig. 3D). Algal and fungal cells were also occa-
sionally observed in the Salar Grande samples but were not
very common. 

LTSEM revealed these microorganisms to be in close
contact with halite crystals (Fig. 4D). The microorganisms
formed aggregates in which extracellular polysaccharides
were important structural components (arrow in Fig. 4E).
These aggregates occupied the pore spaces, cracks, and nar-
row fissures among the NaCl crystals. In some places they
appeared also in the proximity of areas harboring brine and

empty pores that may have been occupied by air and water
vapor (asterisks in Fig. 4F). 

Discussion

Microbial communities inhabiting the hypersaline environ-
ment examined mainly comprise cyanobacteria along with
heterotrophic bacteria and archaea. Ultrastructural features,
observed by TEM, and DNA extraction from the halite sam-
ples confirmed the presence of viable microorganisms.
Phylogenetic analysis of representative sequences of the
domains Bacteria and Archaea indicated a close relationship
between the microorganisms found in Atacama halite sam-
ples and those from other hypersaline environments. These
results are consistent with the mixed microbial communities
of cyanobacteria, heterotrophic bacteria, and archaea
described in other rock substrates in deserts and saline envi-
ronments [44,50]. 

Although all of the studied sites were within the hyper-
arid core of the Atacama Desert, their environmental condi-
tions varied, mainly with respect to relative humidity.

ATACAMA DESERT EVAPORITES

Table 2. Codes (DGGE bands), accession numbers, and closest relatives for the selected bacterial (Bact) and archaeal (Arch) 

Band Sampling site Closest GenBank relative Similarity

Bact-B
[HM630144]

Yungay
Salar Grande
Salar Llamara

Uncultured Bacteroidetes bacterium clone from sediments of hypersaline lakes [DQ432319] 90%

Bact-D
[HM630146]

Yungay
Salar Grande
Salar Llamara

Uncultured cyanobacterium from the Roman necropolis Carmona [FN298045] 95%

Bact-E
[HM630143]

Salar Llamara Uncultured bacterial clone SFA1G051 from a multipond solar saltern in Tunisia [CU467404]
Uncultured Salinibacter [FN393499]

98%
98%

Bact-F
[HM630142]

Salar Llamara
Salar Grande

Uncultured bacterial clone from a hypersaline lake in the Sahara [EU869377]
Uncultured Salinibacter [FN393499]

98%
98%

Bact-G
[HM630145]

Yungay Uncultured actinobacterial clone from saline brines in Cina [EU532513] 97%

Arch-C
[HM630141]

Yungay Halococcus salifodinae [AM159639]
Halococcus salifodinae from Permo-Triassic rock salt [AJ13458]

98%
98%

Arch-A
[HM630139]

Yungay
Salar Grande

Uncultured archaeon from Permo-Triassic rock salt [AJ344320]
Natranobacterium sp. [AJ878084]

98%
97%

Arch-B
[HM630140]

Salar Llamara
Salar Grande

Uncultured archaeon from the Dead Sea [GQ861364] 97%
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Lozupone et al. [30] argued that the main environmental
determinant of microbial diversity is salinity. However, other
authors [5,12] have claimed that water availability is the pri-

mary controlling factor for microbial activity and diversity
along with community structure in desert soils. The halite
crusts showed a low diversity that diminished across the sites

Fig 2. Consensus Bayesian phylogram based on the analysis of 592 nucleotides showing the relationships between the cyanobacterial 16S rRNA gene
sequences of our Atacama halite isolates (bold), CCALA cultures, and those of 10 representantive Chroococcidiopsis and other known cyanobacteria
retrieved from GenBank. Branches with strong support (probabilities >0.95) are in bold.
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examined as aridity increased (measured by the mean annual
RH), in agreement with the idea that, on the edge of life,
diversity is reduced to a few adapted genotypes [27]. The fact
that the composition of the halite crusts from all three sites
was very similar suggests that differences in community
structure are dictated, at least in part, by small differences in
climate conditions, particularly moisture. However, differ-
ences between the microbial communities of saline environ-
ments can also be partially attributed to physical and chemi-

cal factors and the nutrient-enriched water source [3]. More
exhaustive sampling is needed to establish which factors
mainly affect microorganism distributions in different halite
crusts. 

Morphologically, cyanobacteria colonizing the halite
crusts resembled Chroococcidiopsis cells. However, our phy-
logenetic data did not allow their inclusion in this genus since
they had a closer relationship with the Halothece group
(although, morphologically, these cyanobacteria were distant

ATACAMA DESERT EVAPORITES

Fig. 3. Light (A and C) and transmis-
sion electron microscopy (B, D, E,
and F) images of cyanobacteria colo-
nizing Atacama halites. (A) Group of
cells at different life cycle stages iso-
lated from halite from Salar Grande.
(B) Cells after binary fission in a sam-
ple from Salar Llamara. (C) DIC
image of cyanobacteria in a sample
from Salar Llamara showing binary
fission in three planes. (D) Image
showing the release of baeocytes from
a multicellular aggregate with associ-
ated heterotrophic microorganisms
(arrows). (E) Cell aggregate in a sam-
ple from Yungay with a dense outer
fibrous layer. (F) Cell aggregate in a
sample from Salar Llamara. In
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from the Halothece group). Halothece has been described as
a monophyletic and monotypic taxon that thrives in hyper-
saline habitats [23,31]. These extremely halotolerant, unicel-
lular cyanobacteria clearly differ from Chroococcidiopsis
cells. Halothece are solitary or live in free groups of agglom-
erated cells but without a distinct enveloping slime sheath
[31]. Halothece-like cells were detected in other halite sam-
ples from the Cerro de los Ríos (data not shown) whose 16S
rRNA gene sequences clustered with Euhalothece group

sequences (Fig. 2). The cyanobacteria in the halite crusts
examined were not only genetically closely related but they
also had ecological features, such as a preference for saline
biotopes, in common with Halothece genera. Thus, genetic
and ecological data need to be combined to resolve the tax-
onomy of the cyanobacterial strain colonizing these dry
halite crusts. Ecological data cannot be ignored in assigning
taxa to species, and at times they are critical even for assign-
ing taxa to genera [26]. 

DE LOS RÍOS ET AL.

Fig. 4. TEM (A, B, and C) and LTSEM (D,
E, and F) images of microbial aggregates
colonizing halite from different sites. (A)
Aggregate of cyanobacterial cells; note also
the presence of different heterotrophic
microorganisms (arrows). (B) Heterotrophic
microorganisms (arrows) closely associated
with a cyanobacterial (cy) damaged cell.
(C) Heterotrophic microorganisms (arrows)
closely associated with healthy cyanobacte-
rial cells. (D) Cyanobacterial cells from
Salar Llamara occupying a halite (hal) pore.
(E) Cyanobacterial cells in a sample from
Yungay showing the outer fibrous layer
(arrow). (F) Microbial aggregate from Salar
Grande, close to a high salt solution (arrow)
and void (asterisks).In
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The presence of bacterial and archaeal phyla was detect-
ed by molecular analysis. Bacteriodetes closely related to
Salinibacter was the dominant group of non-photosynthetic
bacteria found in the crusts. In other saline environments, this
group is among the dominant taxa and their relative abun-
dance has been shown to increase with salinity [4,18,19,44].
Bacteriodetes was also previously found to be dominant in
the hypersaline waters of the Salar Llamara [18]. 

While bacteria play an important role in some hypersaline
environments [2], in others, although bacteria occur, archaea
are dominant [3,8,32]. In salterns, an increase in archaea in
parallel with salinity has been described. Most of the archaeal
gene sequences obtained from the halite samples indicated a
close relationship with an uncultured archaeon from hyper-
saline environments. The closest sequence was that of
Halococcus salifodinae. Less similarity was found with
sequences of the haloalkaliphilic Natronobacterium. Both
sequences are related to those detected in Permo-Triassic salt
rocks [20,24,46], which suggests an ancient origin of some of
the archaea found in the Atacama deposits. However, our
specimens also resembled archaea from another saline envi-
ronment [39], such that an ancestral origin cannot yet be con-
firmed. 

The bacterial and archaeal profiles recovered from the
crusts appeared to be unique to that substrate. The microbial
community found in these crusts most closely resembled that
observed in the soil varnish of Yungay area. Clones belong-
ing to eight major bacterial clades (including Cyanobacteria)
were represented in the Yungay varnish [28], but Eukarya
and Archaea were not detected. The dominant phylum in
Yungay soils was Actinobacteria [12]; however, the acti-
nobacteria found in the halite were more closely related to
halotolerant actinobacteria than those described in the
Atacama soils. Gypsum crusts are another colonized sub-
strate in the arid core, and microbial communities containing
cyanobacteria, accompanied by heterotrophic bacteria with a
predominance of Proteobacteria, have been reported [21].
Remarkably, the cyanobacteria found in the gypsum crusts
are not related to those in the halite crusts, although the two
environments are separated by less than 100 km. Yet another
example of a populated environment in the hyper arid core
are small ponds in the Salar Llamara [18]. The bacterial pro-
file of microbial mats from the ponds, both in terms of eubac-
teria and cyanobacteria, differs from that of the dry halite
crusts of the same area, which show a lower diversity in
terms of the number of gene sequence bands recovered and
of the phylogenetic groups represented. Conversely,
sequences closely related to Salinibacter that were extracted
from the halite were not recovered in the microbial mats from
nearby ponds. 

Taken together, our results suggest that the communities
found inside the halite are truly native to that substrate, and
have adapted to the particular environmental conditions by
colonizing this niche. Similar to the advantages provided by
weathering-resistant varnish, which retains moisture and pro-
vides shelter from UV radiation [28], halite crusts may pro-
vide additional benefits that favor their colonization. Indeed,
the hygroscopic properties of halite determine the presence
of liquid water, the limiting factor for life in the Atacama
Desert [13,15]. Simultaneously, halite crusts permit the pas-
sage of photosynthetically active radiation (PAR) and act as
UV-light scatterers when precipitated as a mass of small crys-
tals [11]. Thus, the interior of halite crusts seems to have
unique microhabitats whose micro-environmental conditions
cannot be found in soils or other lithic substrates of the area.
Microbial activity in desert soils is highly dependent on envi-
ronmental characteristics, such as temperature, moisture, and
availability of organic carbon, but in lithic microhabitats
these features usually differ from those of the external envi-
ronment [16,45]. The particular characteristics of the halite
microhabitat are determined essentially by its hygroscopic
nature, although the special features of the intercrystalline
spaces, occupied by air and/or high salt solutions, might also
play an important role in conditioning the distribution and
survival of microbial colonies. 

The microorganisms colonizing the halites take the form
of microbial aggregates associated with halite crystals. The
close relationships observed among the components of these
aggregates suggest interactions among them that could help
in nutrient recycling and the functioning of this microbial
consortium. The death of some members of the consortium
may promote the life of another component [3,6]. Thus,
organization as microbial consortia may be essential for the
survival of the microorganisms analyzed.

In summary, our combined microscopy/DGGE analysis
allowed characterization of the microbial consortia present in
halites of the Atacama Desert and estimation of their diversity
at different sites. Further studies based on cloning or massive
sequencing techniques will be needed to determine the true
biodiversity present in these Atacama halites and to complete
this initial approach. The endoevaporite rock communities of
the Atacama Desert grow in a salinity range that excludes a
large number of physiological groups; yet this microhabitat
emerges as a reservoir of microbial life adapted to a very hos-
tile environment that may contribute to biogeochemical
cycling in the system. Our results have important implica-
tions for the habitability and the potential for life in extremely
dry environments on Earth and other planets. Since chloride
salts have the same physical properties on Earth and on Mars,
it is possible that the same deposits on Mars provided habit-
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able conditions for microorganisms adapting to the increas-
ingly arid conditions.

Acknowledgements. The authors thank Fernando Pinto and María J.
Malo for their technical assistance, Sergio Pérez-Ortega for useful comments
concerning the phylogenetic analysis, and Ana Burton for revising the
English. This work was supported by grant CGL2007-62875/BOS,
CGL2006-04658 and CTM2009-12838-CO4-O3 from the Spanish Ministry
of Science and Innovation and grants PIE-631A and PIE-200630/184 from
the CSIC, Spain.

References

1. Alpert P (2006) Constraints of tolerance: why are desiccation-tolerant
organisms so small or rare? J Exp Biol 209:1575-1584

2. Antón J, Oren A, Benlloch S, Rodríguez-Varela F, Amann RI, Roselló-
Mora R (2002) Salinibacter ruber gen. nov., a novel extremely halo-
philic member of the acteria from saltern crystallizer ponds. Int J Syst
Evol Micr 52:485-491

3. Baati H, Guermazi S, Amdouni R, Gharsallah N, Sghir R, Ammar E
(2008) Prokaryotic diversity of a Tunisian multipond saltern. Extremo-
philes 12:505-518

4. Benlloch S, López-López A, Casamayor EO, et al. (2002) Prokaryotic
genetic diversity throughout the salinity gradient of a coastal solar
saltern. Environ Microbiol 4:349-360

5. Bhatnagar A, Bhatnagar M (2005) Microbial diversity in desert ecosys-
tems. Curr Sci 89:91-100

6. Billi D (2009) Subcellular integrities in Chroococcidiopsis sp. CCMEE
029 survivors after prolonged desiccation revealed by molecular probes
and genome stability assays. Extremophiles 13:49-57

7. Billi D, Potts M (2002) Life and death of dried prokaryotes. Res Micro-
biol 153:7-12

8. Bowman JP, McCammon SA, Rea SM, McMeekin TA (2000) The
microbial composition of three limnologically disparate hypersaline
antarctic lakes. FEMS Microbiol Letters 183:81-88

9. Casamayor EO, Massana R, Benlloch S, et al. (2002) Changes in
archaeal, bacterial and eukaryal assemblages along a salinity gradient
by comparison of genetic fingerprinting methods in a multipond solar
saltern. Environ Microbiol 4:338-348

10. Castresana J (2000) Selection of conserved clocks from multiple align-
ments for their use in phylogenetic analysis. Mol Biol Evol 17:540-552

11. Cockell CS, Raven JA (2004) Zones of photosynthetic potential on
Mars and the early Earth. Icarus 169:300-310

12. Connon SA, Lester ED, Shafaat HS, Obenhuber DC, Ponce A (2007)
Bacterial diversity in hyperarid Atacama Desert soils. J Geophys Res
112 G04S17, 9 pp

13. Davila AF, Gómez-Silva B, De los Ríos A, Ascaso C, Olivares H,
McKay C, Wierzchos J (2008) Facilitation of endolithic microbial sur-
vival in the hyperarid core of the Atacama Desert by mineral deliques-
cence. J Geophys Res 113 G01028, 9 pp 

14. De los Ríos A, Ascaso C (2002) Preparative techniques for transmission
electron microscopy and confocal laser scanning microscopy of lichens.
In: Kranner I, et al. (eds) Protocols in lichenology. Springer, Berlin,
pp 87-151

15. De los Ríos A, Ascaso C, Wierzchos J (1999) Study of lichens with dif-
ferent state of hydration by the combination of low temperature scan-
ning electron and confocal laser scanning microscopies. Int Microbiol
2:251-257

16. De los Ríos A, Wierzchos J, Sancho LG, Ascaso C (2003) Acid microen-
vironments in microbial biofilms of antarctic endolithic microecosys-
tems. Environ Microbiol 5:231-237

17. De los Ríos A, Wiezchos J, Sancho LG, Ascaso C (2004) Exploring the
physiological state of continental antarctic endolithic microorganisms
by microscopy. FEMS Microbiol Ecol 50:143-152

18. Demergasso C, Casamayor EO, Chong G, Galleguillos P, Escudero L,
Pedrós-Alió C (2004) Distribution of prokaryotic genetic diversity in
athalassohaline lakes of the Atacama Desert, Northern Chile. FEMS
Microbiol Ecol 48:57-69

19. Demergasso C, Escudero L, Casamayor EO, Chong G, Balague V,
Pedrós-Alió C (2008) Novelty and spatio-temporal heterogeneicity in
the bacterial diversity of hypersaline Lake Tebenquiche (Salar de
Atacama). Extremophiles 12:491-504

20. Denner EBM, McGenity TJ, Busse HJ, Grant W, Wanner G, Stan-Lotter
H (1994) Halococcus salidifonae sp. nov., an archaeal isolate from
Austrian salt mine. Int J Syst Bacteriol 44:774-780

21. Dong H, Rech JA, Jiang H, Sun H, Buck BJ (2007) Endolithic
cyanobacteria in soil gypsum: occurrences in Atacama (Chile), Mojave
(United States), and Al-Jafr Basin (Jordan) deserts. J Geophys Res 112
G02030, 11 pp

22. Empadinhas N, da Costa M (2008) Osmoadaptation mechanisms in
prokaryotes: distribution of compatible solutes. Int Microbiol 11:151-161

23. García-Pichel F, Nübel U, Muyzer G (1998) The phylogeny of unicellu-
lar, extremely halotolerant cyanobacteria. Arch Microbiol 169:469-482

24. Gruber C, Legat A, Pfaffenhuemer M, Radax C, Weidler G, Busse HJ,
Stan-Lotter H (2004) Halobacterium noricense sp. nov., an archaeal iso-
late from a bore core of an alpine Permo-Triassic salt deposit, classifi-
cation of Halobacterium sp. NRC-1 as a strain of Halobacterium sali-
narum and emended description of Halobacterium salinarum.
Extremophiles 8:431-439

25. Hartley AJ, Chong G, Houston J, Mather E (2005) 150 million years of cli-
matic stability: evidence from the Atacama Desert, northern Chile. J Geol
Soc 162:421-424

26. Kastovsky J, Johansen JR (2008) Mastigocladus laminosus (Stigo-
nematales, Cyanobacteria): phylogenetic relationship of strains from
thermal springs to soil-inhabiting genera of the order and taxonomic
implications for the genus. Phycologia 47:307-320

27. Kis-Papo T, Kirzhner V, Wasser SP, Nevo E (2003) Evolution of gen-
omic diversity and sex at extreme environments: fungal life under
hypersaline Dead Sea stress. Proc Natl Acad Sci USA 100:14970-14975

28. Kuhlman KR, Venkat P, La Duc MT, Kuhlman GM, McKay CP (2008)
Evidence of a microbial community associated with rock varnish at
Yungay, Atacama Desert, Chile. J Geophys Res 113 G04022, 14 pp

29. Lester ED, Satomi M, Ponce A (2007) Microflora of extreme arid
Atacama Desert soils. Soil Biol Biochem 39:704-708

30. Lozupone CA, Knight R (2007) Global patterns in bacterial diversity.
Proc Natl Acad Sci USA 104:11436-11440

31. Margheri M, Ventura S, Kastovsky J, Komarek J (2008) The taxonomic
validation of the cyanobacterial genus Halothece. Phycologia 47:477-486

32. Maturrano L, Santos F, Rosselló-Mora R, Antón J (2006) Microbial
diversity in Maras Salterns, a hypersaline environment in the Peruvian
Andes. Appl Environ Microbiol 72:3887-3895

33. McKay CP, Friedmann EI, Gómez-Silva B, Cáceres-Villanueva L,
Andersen D, Landheim R (2003) Temperature and moisture condi-
tions for life in the extreme arid region of the Atacama Desert: four
years of observations including the El Niño of 1997–1998.
Astrobiology 3:393-406

34. Michalski G, Böhlke JK, Thiemens MH (2004) Long term atmospheric
deposition as the source of nitrate and other salts in the Atacama Desert,
Chile: new evidence from mass-independent oxygen isotopic composi-
tions. Geochim Cosmochim Acta 68:4023-4038

35. Muyzer G, Hottenträger S, Teske A, Wawer C (1996) Denaturating gra-
dient gel electrophoresis of PCR-amplified 16S rDNA—A new molec-
ular approach to analyse the genetic diversity of mixed microbial com-
munities. In: Akkermans ADL, et al. (eds) Molecular microbial ecology
manual (3.4.4), Kluwer Academic Publishers, Dordrecht, Netherlands,
pp 1-23

DE LOS RÍOS ET AL.



89INT. MICROBIOL. Vol.13, 2010

36. Navarro-González R, Rainey F, Molina P, et al. (2003) Mars-like soils
in the Atacama Desert, Chile and the dry limit of microbial life. Science
302:1018-1021

37. Nienow JA (2009) Extremophiles: dry environments (including cryp-
toendoliths) In: Schaechter M (ed) Encyclopedia of microbiology (3rd
edn). Elsevier, Oxford, pp 159-173

38. Nübel U, García-Pichel F, Muyzer G (1997) PCR primers to amplify 16s
rRNA genes from cyanobacteria. Appl Environ Microb 63:3327-3332

39. Piñar G, Ripka K, Weber J, Sterflinger K (2009) The micro-biota of a
sub-surface monument the medieval chapel of St. Virgil (Vienna,
Austria). Int Biodeter Biodegr 63:851-859

40. Posada D, Crandall KA (1998) MODELTEST: testing the model of
DNA substitution. Bioinformatics 14:817-818

41. Potts M (1994) Desiccation tolerance of prokaryotes. Microbiol Rev
58:755-805

42. Pueyo JJ, Chong G, Jensen A (2001) Neogene evaporites in desert vol-
canic environments: Atacama Desert, northern Chile. Sedimentology
48:1411-1431

43. Rothrock Jr MJ, García-Pichel F (2005) Microbial diversity of benthic
mats along a tidal desiccation gradient. Environ Microbiol 7:593-601

44. Sahl JW, Pace NR, Spear C (2008) Comparative molecular analysis
of endoevaporitic microbial communities. Appl Environ Microb 74:
6444-6446

45. Souza-Egipsy V, González-Toril E, Zettler E, Amaral-Zettler L,
Aguilera A, Amils R (2008) Prokaryotic community structure in algal
photosynthetic biofilms from extreme acidic streams in Río Tinto
(Huelva, Spain). Int Microbiol 11:251-260

46. Stan-Lotter H, McGenity TJ, Legat A, Denner EBM, Glaser K, Stetter KO,
Wanner G (1999) Very similar strains of Halococcus salifodinae are
found in geographically separated Permo-Triassic salt deposits. Micro-
biology 145:3565-3574

47. Thompson JD, Higgings DG, Gibson TJ (1997) ClustalX: improving the
sensitivity of progressive multiple alignment through sequence weight-
ing, position specific gap penalties and weight matrix choice. Nucleic
Acids Res 22:4673-4680

48. Warren-Rhodes KA, Rhodes KL, Pointing SB, et al. (2006) Hypolithic
cyanobacteria, dry limit of photosynthesis, and microbial ecology in the
hyperarid Atacama Desert. Microb Ecol 52:389-398

49. Wierzchos J, Ascaso C, McKay CP (2006) Endolithic cyanobacteria in
halite rocks from the hyperarid core of the Atacama Desert. Astrobio-
logy 6:415-422

50. Wong FKY, Lau MCY, Lacap DC, Aitchison JC, Cowan DA, Pointing S
(2009) Endolithic microbial colonization of limestone in a high-altitude
environment. Microb Ecol 59:689-699

ATACAMA DESERT EVAPORITES


