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If you were asked to speculate about the form extra-terrestrial
life on Mars might take, which geomicrobial phenomenon might
you select as a model system, assuming that life on Mars would
be ‘primitive’? Give your reasons.

At the end of my senior year at Rensselaer Polytechnic Insti-
tute in 1968, I took Professor Ehrlich’s final for his Geomicrobi-
ology course. The above question beckoned to me like the Sirens
to Odysseus, for if I answered, it would take so much time and
thought that I would never get around to the exam’s other essay
questions and consequently, would be ‘“‘shipwrecked” by flunking
the course. So, I passed it up. With this 41-year perspective in mind,
this manuscript is now submitted to Professor Ehrlich for (belated)
“extra-credit.” R.S. Oremland

Keywords arsenic respiring microorganisms, biofilm, biogeochemi-
cal cycling, exobiology, planetary evolution

THE BIOGEOCHEMISTRY OF ARSENIC

Arsenic ranks as only the 20th abundant element in the
Earth’s present-day crust (0.0005%).When taken together with
its notoriety as a toxin, its relative sparseness makes it an im-
probable element to focus upon when considering the pattern
of microbial evolution on the early Earth, or in the context of
microbial life’s occurrence elsewhere in our Solar System. Yet
arsenic is, paradoxically, an element that supports diverse mi-
crobial life, can accumulate to high concentrations in selected
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environments, and preliminary evidence suggests that it may
have been of importance as an early means of energy generation
on the primordial Earth. Indeed, it was probably more abundant
on the early Earth’s surface than it is today because the origi-
nal accretion material (probably in the form of phosphorus-rich
meteorites; e.g., Olsen et al. 1999; Hamaguchi et al. 1969) also
contained up to 0.1% arsenic. Estimates of the Earth’s cur-
rent crustal composition point to a general global depletion of
volatile elements from its early crust (Kargel and Lewis 1993).

After the early accretionary phase of the Earth as it cooled and
geologically differentiated, sulfur and chalcophilic elements like
As were significantly enriched within its interior (core and man-
tle), relative to its crust because of the sinking of these denser
metal(loid)-sulfides. Arsenic is brought back to the Earth’s sur-
face from the interior by volcanism, a phenomenon that “distills”
upwards the ore bodies of precious metals as well (Cabral et al.
2007; Witt-Eickschen et al. 2009). Hence, at the beginning of
the Archean (~3.8 Ga), it is likely that considerably more ar-
senic occurred on the surface of our home orb than does today,
thereby posing a biochemical challenge (and opportunity) for
the early emergent life.

Arsenic exists in nature in 4 oxidation states, As(-1II) (arsine),
As(0) (native or elemental arsenic), As(IIT) and As(V). The first
two forms are relatively rare and although arsines in particular
are of great interest, they are not the focus of this discussion.
The latter are represented by the oxyanions arsenite [HAsOs?>~
] and arsenate [HAsO,>~ ], respectively, which we will annotate
simply as As(IIl) and As(V). The As(V)/As(III) couple has a
potential of 4+ 130 mV making it a much stronger oxidant than
sulfate (sulfate/sulfide = —220 mV) but considerably less so
than nitrate (NO3 /NO; = +440mV) or oxygen (O,/H,O = +
818 mV). Arsenite has greater hydrologic mobility and toxicity
than As(V). Arsenate also tends to adsorb to more mineral sur-
faces than As(IIl), thereby making it less mobile than As(III) in
fluvial environments like subsurface aquifers.

As a Group 15 element, arsenic is an analog of phosphorous
(and nitrogen) and As(V) is consequently a potent inhibitor
of oxidative phosphorylation. Arsenite binds with sulthydryl
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groups (as well as with free sulfide ions), and thereby inactivates
a number of key enzymes, including some involved in aerobic
respiration. These toxic properties became known to humans
a few millennia ago as a consequence of the general knowl-
edge gained from the smelting of metal ores, which also yielded
arsenic trioxide as a by-product (Azcue and Nriagu 1994). It
also led to the employment of this form of arsenic as an acute,
undetectable poison administered by people with the nefarious
intentions of murdering their chosen victims (Emsley 2005).
Details on the biogeochemical, pharmacological, toxicological,
and environmental behavior of arsenic can be found in a num-
ber of relatively recent reviews (e.g., Stolz et al. 2006; Silver
and Phung 2005; Oremland et al. 2004; Oremland and Stolz
2003; Smedley and Kinniburgh 2002; Mukhopadhyay et al.
2002; Pott et al. 2001; Thomas et al. 2001; Stolz and Oremland
1999). Severe health issues (i.e., arsenicosis) eventually lead-
ing to liver disease, cardiovascular stress, cancers and death are
associated with the prolonged habitual ingestion of sub-acute
levels of arsenic in drinking water. This literally affects mil-
lions of people around the globe, but is especially pronounced
in the deltaic regions of south Asia (e.g., Bangladesh; West
Bengal) and surrounding regions (e.g., Taiwan, Cambodia). It is
a continued focus of several intensive interdisciplinary hydro-
logic/biogeochemical investigations (e.g., Harvey et al. 2002;
Islam et al. 2004; Polizzotto et al. 2008) especially since arsenic
can also cause embarrassing intimate situations by promoting
impotence (Hsieh et al. 2008).

While naturally-occurring arsenic found in aquifers can have
deleterious impacts on human health, these concentrations are
comparatively low («10 £M) and are constrained by the strong
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adsorptive behavior of As(IIl) and As(V) onto solid mineral
phases of much more abundant elements like Al, Fe, and Mn.
Hydrothermal fluids, however, are generally rich in arsenic as
they can leach this element out of the mineralized, solid phase
deposits. A number of biogeochemical investigations conducted
in the chemically-diverse thermal environments of Yellowstone
National Park have focused on arsenic (e.g., Planer-Friedrich
et al. 2006, 2007), especially from the perspective of microbial
arsenite oxidation in acidic springs (Langner et al. 2001; Jackson
et al. 2001; Donahoe-Christiansen et al. 2004; D’Imperio et al.
2007; Clingenpeel et al. 2009). When As-rich hydrothermal
fluids drain into closed basin lakes located in arid regions, an
evapo-concentrative effect occurs with time. If these lakes are
also alkaline (“soda lakes™) the high carbonate content and pH
conspire to keep reduced forms of As(III), such as thioarsenites,
in solution from which they would normally precipitate out
as solids (e.g., realgar or orpiment) in pH neutral or acidic
systems (Newman et al. 1997; Senn and Hemond 2002). Several
such arsenic-rich soda lakes occur in the western USA in the
Great Basin and Mohave Desert (Fig. 1). Two in particular,
Mono Lake and Searles Lake, are hypersaline, alkaline, and
have extraordinarily high arsenic concentrations and research
conducted therein will be the focus of this discussion.

With further evaporation these can form playas, like those
that occur in the Andean regions of Chile, wherein reductive
microbial reactions in the precipitation of arsenic sulfide min-
erals have been noted (Demergasso et al. 2007).

A number of seminal discoveries concerning the resident
bacteria and their contributions to arsenic biogeochemistry have
been made in these soda lake ecosystems (partly reviewed by
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FIG. 1. Arsenic concentrations, pH, and salinity of several lakes located in the western USA, including three soda lakes. For comparison, the current minimum
concentration limits (MCL) for arsenic in drinking water is ~ 0.13 M. Figure adapted from Oremland et al. (2004).



18: 01 17 Septenber 2009

Downl oaded By: [Harvard University] At:

524 R.S. OREMLAND ET AL.

Oremland et al. 2004). Notably, As(V)-respiration in the anoxic
water of Mono Lake column can mineralize up to 14% of an-
nual primary productivity (Oremland et al. 2000; Hollibaugh
et al. 2005). Chemo-autotrophic anaerobes capable of recycling
arsenic by As(III) oxidation linked to nitrate were discovered
in the water column, one of which was isolated (Hoeft et al.
2002; Oremland et al. 2002), named (Alkalilimnicola ehrlichii)
and characterized. The latter included the sequencing and an-
notation of its genome (Hoeft et al. 2007). Chemoautotrophic
As(V)-reducers that use sulfide as their electron donor were also
discovered in the lake and described as well (Hoeft et al. 2004;
Hollibaugh et al. 2006).

These finds came after the description of two heterotrophic
anaerobes, Bacillus selenitireducens and Bacillus arsenicisele-
natis were isolated from Mono Lake sediments and shown to be
capable of achieving growth via dissimilatory As(V) reduction
(Switzer Blum et al. 1998). A fully operative arsenic redox cy-
cle was detected in the extreme environment of Searles Lake,
including the isolation of strain SLAS-1 (Halarsenatibacter sil-
vermanii) that grew and respired As(V) at salt saturation either
as a heterotroph (lactate e-donor) or chemoautotroph (sulfide
e-donor) (Oremland et al. 2005; Switzer Blum et al. 2009).
Two reports that compared microbial activities and the As(V)-
reducing communities by amplification of 16S rRNA and the
arrA gene sequences between Mono and Searles Lake were pub-
lished by Kulp et al. 2006, 2007. Notably, while As(V) reduction
was obvious in Searles Lake sediments, sulfate-reduction could
not be detected owing in part to the high salinity but also the
high borate content of this system.

THE MICROBIOLOGY OF ARSENIC

Diverse microorganisms have the capacity for As-resistance
which allows them to function in environments that are rich
in arsenic. This can be achieved either by oxidizing uncharged
As(III) ions to As(V) on the cell surface so as to preclude their
passive uptake by aquaglycerol porins, or in the case of cyto-
plasmic accumulations of As(V), its reduction to As(IIl) via the
ArsC system to facilitate export out of the cell in a reaction
that consumes ATP. Many papers and reviews have been written
on these phenomena, see Bhattacharjee and Rosen (2007) for
a recent comprehensive update. Although bacterial As(II) oxi-
dation had been known for decades (Green 1918; Turner 1954,
Osborne and Ehrlich 1976; Philips and Taylor 1976) a chemoau-
totrophic link of this process was first reported for Pseudomonas
arsenitoxidans (Ilyaetdinov and Abdrashitova 1981), a strain
that was eventually lost.

Santini et al. (2000) re-established credibility for this phe-
nomenon with their isolation of strain NT-26, an aerobic Al-
phaproteobacterium, from an Australian gold mine. On the
anaerobic side, As(V) was first reported to serve as an elec-
tron acceptor by supporting the anaerobic, heterotrophic growth
of strain MIT-13 (Ahmann et al. 1994) and was subsequently
shown to do this as well for strain SES-3 (Laverman et al.
1995). These two strains are closely related Epsilonproteobac-

teria, being formally named Sulfurospirillum arsenophilus and
Sulfurospirillum barnesii (Stolz et al. 1999). In the years since
1994, many novel species of both chemoautotrophic arsenite
oxidizing prokaryotes (“CAOs”) and dissimilatory arsenate re-
ducing prokaryotes (“DARPs”) have been described (Fig. 2).

Currently there are well over 20 bacterial species of described
DARPs, mostly consisting of anaerobic heterotrophs that can use
either simple (i.e., acetate) or complex (i.e., aromatics; Liu et al.
2004) organic electron donors to respire As(V). With one notable
exception (strain MLMS-1; Hoeft et al. 2004), all strains are
facultative As(V)-respirers, being able to use other substances
like nitrate, fumarate, sulfate, and other inorganic/organic sub-
stances as their electron acceptors (depending upon the particu-
lar species) as alternatives to As(V). Strain MLMS-1 is thus far
the only known obligate As(V) respirer, and is also an obligate
chemoautotroph that oxidizes sulfide to sulfate with reduction
of As(V) to As(IIl) in a 1:4 ratio (Hoeft et al. 2004). Hydrogen
has also been reported to sustain the chemoautotrophic growth
of DARPs, including strain Y5 (Liu et al. 2004) and two species
of hyperthermophilic Crenarchaea (Huber et al. 2000), which
currently are the only representative DARPs from the Domain
Archaea.

This > 20:1 disparity between Bacteria vs. Archaea with
demonstrable phenotypic ability to respire As(V) served as the
impetus to explore the arsenic cycle in Searles Lake (Fig. 1) with
the goal in mind of isolating an extremely halophilic Archaeon
that harbored a capacity to respire As(V). Instead, strain SLAS-
1 was recovered (Oremland et al. 2005), being the first example
of a true extremophile from the bacterial domain that grows
via dissimilatory As(V)-reduction. Strain SLAS-1 (Halarsen-
atibacter silvermanii) can grow either as a heterotroph (lactate
e-donor) or as a chemoautotroph (sulfide as e-donor) (Switzer
Blum et al. 2008).

In contrast to the wide phylogenetic diversity of the DARPs,
CAOs appear to be confined mostly to the Alphaproteobacteria,
with the notable examples of A. ehrlichii in the Gammapro-
teobacteria (Fig. 2) and the CAOs from the Betaproteobacte-
ria (Rhine et al. 2006; Garcia-Dominguez et al. 2008). This
comparatively constrained taxonomic distribution could also be
explained as an artifact of a dearth of investigators pursuing
classical microbiological isolations of new species, as opposed
to perhaps the lure of using modern molecular techniques for
amplification of arsenite oxidase genes from natural populations
(e.g., Inskeep et al. 2007, Rhine et al. 2007). An increased effort
towards isolations would likely broaden the 16S rRNA-gene
sequenced based taxonomic distribution of aerobic CAOs.

Indeed, A. ehrlichii is a facultative anaerobe that only
oxidizes As(IIl) when respiring nitrate which it reduces to
nitrite (Hoeft et al. 2007). Two other chemoautotrophic As
(II)-oxidizing, nitrate-respiring bacteria (in these cases full
denitrifiers) have been isolated, Azoarcus sp. DAO1 (Betapro-
teobacterium) and Sinorhizobium sp. DAO10 (Alphaproteobac-
terium) (Rhine et al. 2006) that indicate a wider current phyloge-
netic diversity for anaerobic CAOs than is illustrated in Fig. 2.
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FIG. 2. Phylogenetic diversity of DARPs (blue dots) and CAOs (red squares), and heterotrophic arsenite oxidizers (gold triangles; not complete) as compiled
by Oremland and Stolz (2003). Since that time several new species of DARPs (and CAOs) have been described including a very adorable, Alkaliphilus oremlandii

(Fisher et al. 2008).

Indeed, the detection of As(IIl)-linked denitrification activity
in diverse anoxic sludge and sediment samples suggests it is a
common phenomenon, that with further investigation may yield
new species from other taxonomic clades than those already
described (Sun et al. 2008).

The greater phylogenetic diversity of DARPs, however, as
opposed to CAOs for example (Fig. 2), can be explained by two
competing theories: 1) respiratory reduction of As(V) is a geo-
logically “recent” phenomenon associated with an oxygenated
atmosphere [to cycle As(III) to As(V)] and hence a high de-
gree of interspecies promiscuity (i.e., lateral gene transfer of the
arrAB operon); this explanation is favored by Duval et al. (2008)
based on their “in silico” analyses of annotated genomes; or 2)
As(V)-reduction is an “ancient” microbial process that arose on
the primordial Earth (e.g., during the Archean period, 3.8-2.5
Ga) and has radiated outwards over the prokaryotes over the past
few billion years (through both vertical gene transfer and diver-
gent evolution). However, if the primordial Earth was arsenic-
rich but also anoxic, we have a paradox as As(IIl) would have
been the form of this element rather than As(V). Oxidation of
As(IID) to As(V) by CAOs requires the presence of either molec-
ular oxygen or nitrate as electron acceptors, oxidizing agents that
would also have been rare in the reducing primordial milieu.

It is not clear when “significant” oxygen levels (e.g., > 1%)
first appeared in the Earth’s atmosphere. Recent stable isotopic
data from ancient shale suggest that a complete nitrogen cycle,
including O,-linked nitrification, was fully operative at ~2.5 Ga
under otherwise ambient sub-oxic conditions (Garvin et al.,
2009).

Hence, localized evolution of oxygen from photosyn-
thetic microbes would have opened niches for aerobic
chemolithotrophic microbes well prior to the appearance of
an oxygen-containing atmosphere. However, mounting physi-
ological and biochemical evidence suggests that arsenic bio-
chemistry may indeed be ancestral beyond the geochemical
evidence related to the N-cycle. A recent investigation of Hy-
drogenobaculum Aox genes suggests a deep ancestry within
the Proteobacteria (Clingenpell et al. 2009). Curiously, arsen-
ite oxidase (AoxBA) has been proposed to be an ‘“ancient”
enzyme that preceded the divergence between the Bacterial
and Archaeal domains (Lebrun et al. 2003). It should be
noted, however, that molecular “biochronometers” like these
two examples provide only relative conceptual frameworks
but not actual temporal assignments in Earth’s distant past.
We will address this paradox in a subsequent section, but
the basic controversy has resulted in a succinct exchange of
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FIG. 3. The arsenite oxidase and arsenate reductase of prokaryotes. TAT stands for a twin argenine transporter for translocation from the cytoplasm to the

membrane/periplasm. Adapted from Silver and Phung (2005) with permission.

viewpoints (Schoepp-Cothenet et al. 2009; Oremland et al.
2009).

THE BIOCHEMISTRY AND MOLECULAR ECOLOGY
OF ARSENIC

We collectively refer to prokaryotes that gain energy for
growth by using either As(III) as an autotrophic electron donor
or As(V) as a respiratory electron acceptor as “arsenotrophs.”
The primary enzymes involved in arsenotrophy are As(III) ox-
idase (Aox) and As(V) reductase (Arr). Both are members of
the larger DMSO reductase family of Mo-containing enzymes
(McEwan et al. 2002) but have significant differences (Fig. 3;
Silver and Phung 2005). Both of these proteins are heterodimers
but maintain (similar) metal content cores: the small subunit
in Arr (ArrB) contains at least three, possibly four, [4Fe-4S]
clusters, whereas the small subunit of Aox (AoxA) contains a
Rieske-type [2Fe-2S] cluster.

The catalytic pocket of each large subunit is comprised of
unique, but highly conserved, amino acids (SHSSICAEAE in
ArrA, ITHNRPAYNSE in AoxB) with a cysteine residue pre-
dicted to coordinate to the molybdenum in ArrA, and a non-
coordinating alanine in AoxB (Stolz et al. 2006). Both are asso-
ciated with the cell envelope (periplasm or membrane), however
the leader sequence with the diagnostic twin arginine (TAT) mo-
tif, is found on the catalytic subunit of Arr (ArrA) but on the
small subunit of Aox (AoxB)(Fig. 3). Lastly, until recently, they

were believed to be unidirectional with Aox as a donor com-
plex and Arr as an acceptor complex (Silver and Phung 2005).
The arsenite oxidase of aerobic arsenotrophs is reasonably
well-conserved amongst several species, and responds well to
amplification with degenerate primers (Quéméneur et al. 2008).
The As(III) oxidases of resistant and chemoautotrophic As(III)
oxidizers are in essence, of the same genre protein, the fun-
damental difference being that one links to energy conserva-
tion while the other does not (Santini and vanden Hoven 2004;
vanden Hoven and Santini 2004). In contrast, the cytoplasmic
lower molecular weight As(V)-reductase (“ArsC”: Mukhopad-
hyay and Rosen 2002) of arsenic-resistant microbes bears no
resemblance to the respiratory As(V) reductase (Saltikov and
Newman 2003; Silver and Phung, 2005). Rather they bear strong
resemblance to tyrosine phosphatase families as explored next.

Nonetheless, arsenate-respiring bacteria also have the nec-
essary ArsC-based detoxification mechanism that allows then
to grow in the presence of high As(V) concentrations (Saltikov
et al. 2005). The diversity of ArrA proteins amongst As(V)-
respiring arsenotrophs is high (Fig. 4). Furthermore, immuno-
logical tests using antibodies developed against the ArrA of B.
selenitireducens also reacted with B. arseniciselenatis, Alka-
liphlus oremlandii, and Bacillus macyae, but not with any of
three Sulfurospirillum species tested, strain MLMS-1, or strain
SLAS-1 (Stolz et al. in press). This supports the idea of greater
diversity amongst this reaction-centered protein within known
strains of As(V)-respiring arsenotrophs.
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respiring As(V)! or can oxidize As(III)2.

The application of degenerate primers to amplify arrA gene
fragments from several DARPs species was first reported by
Malasarn et al. (2004). They achieved broad success, but
with two notable exceptions (Desulfosporosinus auripigmentum
strain OREX-4, and Pyrobaculum arsenaticum). Nonetheless
they concluded that arrA genes were conserved amongst the
species tested and successfully amplified arrA genes from DNA
extracted from the sediments of Haiwee Reservoir in Califor-
nia. However, subsequent investigations with DNA extracted
from Mono and Searles lakes proved more problematical, as the
primers employed by Malasarn et al. (2004) did not work in these
systems. Only after they were modified by one of us (C.W.S.) to
include codons of halophilic archaea could they be successfully
applied to naturally occurring population of DARPs dwelling
in these hypersaline/alkaline environments (Kulp et al. 2006).
The results are shown in Figure 5 that indicates an exceptionally
broad diversity of sequences that extend far-beyond the range

of known species of DARPs, including strain SLAS-1, some 71
sequences in all including a far-outlying group comprised of 56
sequences. A similar case of a broad sequence diversity of pre-
viously unreported arrA amplicons lying outside the range of
those found in pure cultures was recently reported in a survey of
3 stations located in Chesapeake Bay (Song et al. 2009). Chesa-
peake Bay, however, is neither an extreme environment nor one
particularly rich in arsenic as is Mono Lake, which implies that
the phenomenon is quite widespread in nature.

Collectively, the data suggest that contrary to the early opin-
ion of Malasarn et al. (2004), the arrA sequence is not well
conserved amongst DARPs, both those in culture and those in
natural assemblages. This would be consistent with a long-term
presence ( >3 billion years) of this trait within the prokaryotic
realm resulting in divergent evolution from a common ancestral
gene. Hence, a vertical line of gene transfer is suggested rather
than a horizontal one. This would also explain the broad species
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diversity of DARPs in culture (Fig. 2). Recent discoveries have
shown that anoxygenic photosynthesis carried out by certain
cyanobacteria and photosynthetic bacteria can generate As(V)
from As(III) using only the energy present in photons (Kulp
et al. 2008; Appendix 1). We will say more about this phe-
nomenon below, but photosynthetic generation of As(V) from
As(IIT) negates the need to invoke the presence of strong oxi-
dants in the Archean with which to generate As(V) from ambient
As(II). It also lends credence to the second hypothesis stated
earlier, namely that As(V) and DARPs have been around for a
very long time.

Further evidence for arsenic as a driving force in evolution
may be found in the Ars systems for arsenic resistance. There
are 3 described families of detoxification-associated arsenate
reductases namely Escherichia coli (ArsC), Staphylococcus au-
reus (ArsC), and yeast (ACR2). Although similar in function,
they are not biochemically related. Of interest, two of these
families retain strong evolutionary ties to protein tyrosine phos-
phatase families. The ArsC that uses thioredoxin as a source of
reducing power (e.g., S. aureus) also exhibits low-level phos-
phatase activity (Ji et al. 1994; Zegers et al. 2001). On the other

hand, the ArsC that maintains a HisCys(X)sArg motif simi-
lar to cell cycle protein phosphatases (e.g., E. coli), does not
have native phosphatase activity but mutants were easily con-
structed that lost arsenate reductase activity and gained phos-
phatase activity (Rosen 2002). Taken together, this evidence
also suggests a very ancient and fluid evolutionary flow between
the biochemistry of resistance arsenate reductases and that of
phosphatases.

RECENT DISCOVERIES: MICROBIOLOGY AND
BIOCHEMISTRY OF AS(11l) OXIDATION WITH NITRATE
OR VIA ANOXYGENIC PHOTOSYNTHESIS

The initial discovery of nitrate-linked As(IIl) oxidation in
Mono Lake water (Hoeft et al. 2002) resulted in the isola-
tion of strain MLHE-1 (Oremland et al. 2002), later named
Alkalilimnicola ehrlichii (Hoeft et al. 2007). This Gammapro-
teobacterium is taxonomically within the family Ectothiorho-
dospiracea of nominative photosynthetic bacteria often found
inhabiting saline/alkaline ecosystems. However, this organ-
ism and its two closest taxonomic relatives are colorless and
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FIG. 6. Reversible nature of Arr from A. ehrlichii. (A) Native gel of cell lysate
from anaerobic chemolithoautotrophically grown cells. Arrow indicates Arr.
(B) Native gel of the membrane fraction from chemolithoautotrophically grown
cells developed for arsenite oxidase activity with DCIP as electron acceptor.
(C) Same gel as in B, but developed for arsenate reductase activity with methyl
viologen as electron donor. (D) SDS-PAGE gel of the active band excised from
the native gel shown in B and C. MALDI-TOF MS analysis of the three bands
indicated that the top band is ArrA, the bottom band is ArrB and the middle
band is the ArrAB complex. (Modified from Richey et al. 2009 and reproduced
with permission).

non-photosynthetic. A surprising finding came when the Joint
Genome Institute(s) decoded and annotated its full genomic se-
quence, because A. ehrlichii’s genome contains no homologs
for arsenite oxidase (aoxBA), but rather contains two close ho-
mologs of dissimilatory arsenate reductase (arrAB). This was
despite the fact that we saw no physiological evidence for As(V)
reduction. Hence, it was hypothesized that the ArrAB arsenate
reductase complex was actually running in reverse and func-
tioning in vivo as an As(IIl) oxidase. It was subsequently con-
firmed that the enzyme was constitutively expressed only in
cells grown anaerobically with As(IIT) and nitrate (Richey et al.
2009). Although A. ehrlichii can grow as an acetate-oxidizing
heterotroph under aerobic or anaerobic conditions, it can only
oxidize As(III) with nitrate (anaerobic). Further work showed
that gel-purified As(V)-reductase from A. ehrlichii extracts was
reversible in vitro, being able to reduce As(V) with methyl vio-
logen or oxidize As(IIT) with DCIP (Fig. 6; Richey et al. 2009).
Atleast one other anaerobic As(IIl)-oxidizer also appears to lack
a bonafide As(III) oxidase, based on the inability of primers to
produce aoxB amplicons (Rhine et al. 2006). Here the matter
rested as a continuing object of scientific curiosity and ongoing

investigation, until the phenomenon of As(III)-linked anoxy-
genic photosynthesis was discovered (Kulp et al. 2008).

Hot springs on Paoha Island in Mono Lake contain either red
or green biofilms, depending on their ambient temperatures. The
red (~ 45°C) prominently contained photosynthetic bacteria
while the green (63°C) contained Oscillatoria-like cyanobac-
teria (Fig. 7). Both biofilm types, when incubated in the light
under N, clearly oxidized As(III) to As(V), but this did not oc-
cur in the dark or in killed controls. A photosynthetic bacterium,
strain PHS-1, was isolated from this milieu which demonstrated
As(IIT)-dependent growth in the light under N, (Fig. 8). The iso-
late was a close relative of Ectothiorhodospira shaposhnikovii,
but several attempts at amplification of aoxB genes were un-
successful. However, like A. ehrlichii strain PHS-1 contained
two arrA homologs closely related to the ArrA proteins of A.
ehrlichii (Fig. 8). We concluded that this reverse functionality of
ArrA represents in essence a “new” type of As(IIl) oxidase, al-
though from an antiquity sense it probably preceded AoxB. The
discovery of As(IlI)-fueled anoxygenic photosynthesis has sig-
nificant implications for the “deep-time” concept of microbial
arsenic metabolism on this planet, probably extending well back
into the late Archean (~ 3.0 Ga). Indeed, that As(V) could be
generated biologically on an anoxic planet merely by employ-
ing photons under anoxic conditions eliminates our conceptual
need for the presence of strong oxidants like oxygen or nitrate.

Chemoautotrophic As(III) oxidation by “CAOs” probably
arose later in time, <2.7 Ga (Oremland and Stolz 2003; Kulp
et al. 2008). As(IIl)-linked anoxygenic photosynthesis thereby
opened niches for the first DARPs, a finding that further supports
our theory that their broad taxonomic diversity (Fig. 2) and their
associated As(V)-reductases (e.g., Fig. 4 and 5) probably reflect
a pattern of linear and divergent evolution (Schoepp-Cothenet
et al. 2009; Oremland et al. 2009).

EARLY EARTH, MARS, AND BEYOND

The discovery of As(III)-dependent anoxygenic photosyn-
thesis allows us to posit this process back at least 2.7 Ga, and
probably much further back. This signpost event comes from
the detection of 2-methyl hopanes in ancient laminated rocks of
2.7 Ga age, presumably from the remains of cyanobacteria (orig-
inally: 2-methylhopane polyols) (Summons et al. 1999). The
2.7 Ga date is taken for the milestone where molecular oxygen
first began being put into the Earth’s early biosphere. However, it
is hard (if not impossible) to extrapolate actual physiology (i.e.,
O, production) to the presence of residual organic biomark-
ers. Cyanobacteria can also conduct anoxygenic photosynthesis
(Cohen et al. 1975) which calls into question whether or not
they were carrying out oxygenic photosynthesis at that time.
Photosynthetic bacteria also contain these biomarker molecules
and form laminations (Bosak et al., 2007; Rashby et al. 2007).
Hence, these deposits could have been formed by anaerobic
photosynthetic bacteria. Since photosynthetic bacteria evolu-
tionarily preceded the appearance of cyanobacteria in Earth
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FIG. 7. Photographic and microscopic images of the hot spring-fed pools on Paoha Island. (A) Green pool. (B) Confocal microscopic image of green pool
biofilm microbes showing a fluorescing Oscillatoria-like cyanobacterium. (C) Red pool. (D) Photomicrographic image of red pool biofilm material composed
primarily of Ectothiorhodospira-like bacteria. From Kulp et al. (2008) and reproduced with permission.

history, it’s likely that anoxygenic photosynthesis arose well
before the 2.7 Ga, perhaps 3.0-3.5 Ga (Tice and Lowe 2004).
Clearly anoxygenic photosynthesis was a key process in alter-
ing the Earth’s ancient surface from being highly reducing to
moderately reducing, by oxidizing sulfide, Fe(Il), nitrite, and
As(III) to sulfur/sulfate, Fe(IlI), nitrate, and As(V) and in doing
so creating niches for respiratory anaerobes that could reduce
these mild oxidants.

Whether or not life exists, or existed, on other plan-
ets/planetoids in our Solar System is a fundamental question.
We will not discuss these points here, but suffice to say that there
is great societal interest in the exciting prospect of encounter-
ing evidence that “we are not alone” in the universe. From a
more practical perspective, let us consider our neighbor Mars,
and specifically why arsenic might be relevant for the search
for life thereon (or therein). Mars seems an unlikely place to
look for extant life. With half the Earth’s diameter and ~12%
of its mass (~38% of Earth’s gravity), Mars was dealt a poor
starting hand. It never had enough mass to differentiate into
distinct geologic strata, and never developed a rotating Fe-core
dynamo, thereby enveloping the planet in a protective magnetic

field. Although Mars clearly had flowing water present on its
ancient Noachian surface (circa 3.5-4.0 Ga), had obvious vol-
canic activity and an appreciable atmosphere once-upon-a-time
(Noachian/Hesperian age), it could not hold onto these volatile
assets. Without a protective magnetic field to shield it from the
solar wind, Mars quickly lost the bulk of its atmosphere long
ago, along with whatever liquid water was pooled on its surface.
Currently, Mars has a 95%CO,/5% N, atmosphere that is only
a wisp of Earth’s (about 1%). Consequently, the combination of
ambient low temperature and pressure conspire to keep water as
either a solid or vapor, but without a liquid phase.

Although the Spirit and Opportunity Rovers have given us
detailed evidence of a Martian fluvial past, they have also shown
little aqueous-based alteration over the past ~ 3 billion years.
The waters that once flowed at Meridiani Planum (Opportunity)
were quite acidic, and were so saline as to perhaps preclude the
possibility of life (Tosca et al. 2008). Moreover, pooled water
on the ancient Martian surface may not have been around long
enough, or was interconnected enough, or was composed of
enough of the “appropriate” chemical ingredients to allow for
the origin of life to occur and disperse. The surface of Mars as
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FIG. 8. (A) Anaerobic growth of strain PHS-1 on As(III) in the light. Arrows indicate additions of 2 or 4 mM As(III). Symbols represent the mean of three
cultures, and bars indicate +/—1 SD. (B) Additional growth data (OD; Aggo, absorbance at 680 nm) of strain PHS-1 compared to live controls incubated in the
light without As(IIT) or in the dark with As(IIT). (C) Phylogenetic tree based on 16S rRNA gene sequence showing the relationship of strain PHS-1 to other species
of Ectothiorhodospiraceae. All sequences have been deposited in GenBank. (D) Phylogenetic tree based on ArrA-like gene sequences showing the relationship
between strain PHS-1 genes with others from the GenBank database. From Kulp et al. (2008) and reproduced with permission.

viewed from today’s technical lenses is a cold, dusty, arid, and And yet there has also been a continual flow of tantalizing
very, very lifeless place. There is no obvious hint that life, either  scientific information dating back to the times of Percival Lowell
in macro- or micro-form, ever resided on its inhospitable and to suggest that Mars once harbored and may still harbor “prim-
barren surface. itive” life. Recent Mars Reconnaissance Orbiter observations
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revealed phylosilicate minerals (i.e., clays) on Mars that sug-
gest a more complicated, wet, and chemically-diverse Noachian
environment (Bishop et al. 2008; Mustard et al. 2008) than what
was envisioned. Much of the terrain covered by the Opportunity
Rover is post-Noachian, and therefore probably masks (and de-
stroyed) evidence for a more clement earlier terrain. Mars has a
surface area of about 145 x 10° km?2, equivalent to the total ter-
restrial surface area of Earth, so the Rover missions have literally
only scratched the Martian surface. Other more “hospitable” lo-
cales to ancient life may yet be uncovered. Indeed, the findings
of the Phoenix Polar Lander indicate that the local polar “soil”
is alkaline and akin to terrestrial garden soil (Smith et al. 2009).
Recent orbital imagery even suggests the presence of ancient
“hot” springs in the vicinity of Vernal Crater, possibly provid-
ing a haven to emergent microbial life as the overall Martian
environment became hostile towards survival (Allen and Oehler
2008). Additionally, Earth-based observations of microbes sur-
viving deep (>1600 m) below the surface at temperatures in
excess of 100°C (Roussel et al. 2008) may provide a framework
to understand the potential for a deep Martian biosphere as well.

A case can be made to focus on arsenic as a font for Martian
life. Mars had a clear volcanic history, and associated hydrother-
mal fluids may have entrained dissolved arsenic minerals in their
circulation, eventually emptying into depressions (i.e., lakes)
on the Noachian to Hesperian age surface. Over time, these
“lakes” would have been exposed to decreasing temperatures
and atmospheric pressures as Mars lost its volatiles, and the
remaining fluids eventually reached saturation as dense rem-
nant brines underlying a salt/ice crust. Under such conditions,
key brine components like arsenate would reach high concen-
trations. Anaerobes that employ low potential electron accep-
tors like methanogens (CO,) or sulfate reducers would be en-
ergetically disadvantaged under such a regimen of high salinity
compared with arsenate-respirers (Oren 1999; Newman et al.
1997a). Indeed, salt-saturated Searles Lake (Fig. 1) has an ac-
tive full microbiological arsenic cycle (Oremland et al. 2005)
but lacks any capacity for sulfate-reduction (Kulp et al. 2006,
2007). The strict anaerobe Halarsenatibacter silvermani grows
optimally on As(V) at salt-saturation (Oremland et al. 2005;
Switzer Blum et al. 2009). A similar analogy can be supposed
for ancient Mars, or perhaps concentrated brines believed to be
lying in deep within buried aquifers. If anoxygenic photosynthe-
sis also occurred on early Mars, then As(III) of volcanic origin
deposited on its surface could have been converted to As(V)
and the full As-cycle initiated. The current surface of Mars has
become highly oxidized over time by physical/chemical pro-
cesses, which also would have left residual deposits of As(V). It
would certainly be of interest in future Martian surface robotic
missions to look for the presence of arsenic minerals, a capacity
that current surface Rovers and other robotic missions lack.

A similar argument for arsenic can be made for planetoids of
the outer Solar System that orbit around the gas giants Jupiter
and Saturn (McCord et al. 1998, 2001; Kargel et al. 2000).
Satellites like Europa, Callisto, Titan, and Enceladus although

ice-covered are thought to have dense liquid brines underlying
their thick ice surfaces. The brines are formed by a selective
partitioning of freshwater into the ice phase at the surface while
the saltier brine remains in solution. Because these satellites
orbit relatively close to their parental high gravitational fields,
their solid cores become deformed during orbital passages, a
situation akin to the Earth’s interior but caused in the latter
case by the heat of decay from radioactive elements rather than
friction. The gravitational deformation in effect sets up a type
of volcanism that causes exchange of dissolved mineral con-
stituents between the “squeezed” solid core and the overlying
brines (e.g., hydrothermal marine vents). Presumably arsenic
oxyanions would be a component of such a brine milieu. If ox-
idants [e.g., Mn(IV)] can also arise within the brines caused by
exposure of these satellites to the effects of constant exposure
to ionizing radiation stemming from Jupiter and Saturn (Chyba
and Hand 2001), then As(V) can be generated from As(III)
and the stage set for their utilization by anaerobic microbes,
should they have come into being and evolved under these
conditions.

The question that next arises is what substance(s) could serve
as the source of electron donors (and reduced carbon) to fuel
anaerobic extremophiles ostensibly living on the outer planets
or their satellites? We assume that photosynthesis, even anoxy-
genic photosynthesis, cannot occur under these conditions due
to the faintness of light at these distances from the Sun, as well
as the fact that even this weak light would be filtered out by the
thick ice sheets lying above any internal aqueous “biosphere.” A
similar case can be made for Mars, where hypothesized remain-
ing life would have retreated into saline aquifers deep within the
regolith.

However, new evidence suggests otherwise with regard to
foreclosing on the possibility of Martian and outer planet(oid)
photosynthesis. The most important components necessary for
the evolution of light-driven electron capture are the local star’s
(here, the Sun) radiation spectrum and the spectral transmittance
of the medium (atmosphere/liquid) the organisms evolve within
(Kiang et al. 2007a). Kiang and others (2007b) calculated that
the maximum photon flux density needed for the infrared (IR)-
and near infrared (NIR)-based photosynthesis could be achieved
even on planets distant from their parent star. They estimated
the requirements for a variety of star-planet types and concluded
that the key for extrasolar photosynthesis is the evolution of pig-
ments that evolved in response to the photons that arrive at the
planet surface and the absorbance bands of surrounding medium
(2007b). NIR on other planets could even fuel oxygenic photo-
synthesis in a similar manner as novel low-light adapted chloro-
phyll d-containing cyanobacteria on Earth (Chen et al. 2005;
Kiang et al. 2007b; Larkum and Kuhl 2005) thus, the oxidation
of As(III) would pose no obstacle. Last, even if the radiation is
much too faint from a local star, the discovery of a green anoxy-
genic photosynthetic bacteria on Earth utilizing NIR generated
by the geothermal radiation of deep sea hydrothermal vents
suggests the possibility of photosynthesis wholly independent
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of starlight (Beatty et al. 2005). Given these constraints, it is not
entirely unlikely for arsenic-driven anoxygenic photosynthesis
to be a very real possibility in our solar system or other reaches
of the Universe.

Certainly these heavenly bodies, especially the outer
planet(oid)s are also rich in molecular hydrogen as well as
gaseous hydrocarbons, primarily methane (which now includes
Mars; e.g., see Mumma et al. 2009). These electron donors could
couple to any number of possible dissolved biological oxidants.
While the best studied oxidant for anaerobic methane oxida-
tion has been sulfate in marine systems (Reeburgh 2007), this
general phenomenon also couples with nitrate (Raghoebarsing
et al. 20006), potentially with Fe (IIT) and Mn (IV) (Beal et al.
2009), and arsenate is at least a theoretically possibility (Thauer
and Shima 2008; Caldwell et al. 2008). Higher alkanes like
ethane and propane are also abundant in the atmospheres of
these planet(oid)s, and are even more susceptible to anaero-
bic degradation then is methane (Wake et al. 1977). Finally, a
case can be made for acetylene oxidation coupled to arsenate
reduction, as this gas is also a common constituent of these
environments resulting from the photolysis of methane in their
atmospheres. Anaerobes like Pelobacter acetylenicus can hy-
drate it to form acetaldehyde, followed by its dismutation to
ethanol and acetate (Oremland and Voytek 2008). These latter
two electron donors would readily couple to the reduction of
As(V) to As(IIT) with the concomitant production of CO, and
H,O0.

Summary

The Group 15 elements above arsenic in the Periodic Table,
namely nitrogen and phosphorous, play key roles in the bio-
chemistry of life. Nitrogen is an essential structural element in
binding together the myriads of carbon compounds found in the
cell, its redox properties allow it to serve as an electron acceptor
or donor, and its gaseous forms are agents of inter-cellular sig-
naling. Phosphorus, because of its stability in the +5 oxidation
state (Eg = PO, /PO~ = —690 mV), took on the dual roles of
molecular structural support (e.g., DNA) and as an energy cur-
rency. Arsenic, with the exception of a few organic arsenicals
(e.g., arsenobetaine) became relegated to the poisonous “party
spoiler” element. Yet, because arsenic is an analog of these two
key elements, there has been speculation about the possibility
of “undetected” life hiding in plain sight as it were, where As
substitutes for P given known biological arsenic interactions
(Wolfe-Simon et al. 2009).

Such speculation has been around long enough that it has
even spilt into the realm of science fiction literature (e.g., Slon-
czewski 2000). While As-structurally based life is tempting to
think about, the bond lengths are only 10% greater for As vs.
P and yet, they would break too easily (Dixon 1997), unless at
extremely low temperatures, like on the outer planet/planetoids
(B. Rosen, pers. comm.). But beyond these scientific musings, it
has now been established that arsenic has a full biogeochemical

cycle on Earth just involving redox changes between its 3+ and
5+ oxidation states. The discoveries of As(Ill)-based anoxy-
genic photosynthesis (Budinhoff and Hollibaugh 2008; Kulp et
al. 2008) coupled with an arsenic-based biosphere in the extreme
environment of Searles Lake (Oremland et al. 2005) lead us to
conclude that the process is ancient enough to have been man-
ifested on the primordial Earth, and robust enough to survive
and persist in an anoxic Martian brine, and possibly even on the
outer planet(oid)s. Yet, at this time it is not clear if As(III)-based
anoxygenic photosynthesis is confined just to the Ectothiorho-
dospira or is much more broadly distributed amongst photosyn-
thetic prokaryotes, including cyanobacteria. If the later case is
true, then we will have stronger evidence for its antiquity, which
when coupled with our greater understanding of its biochemi-
cal basis (i.e., reverse Arr) will allow for us to search for it in
genomic databases.

Similarly, while we think that respiratory As(V) reduction is
an ancient process too, others argue the opposite (Duval et al.
2008).

Indeed, it is not clear if “true” As(V)-respiration extends into
the Archaea, as these authors suggested its mediation by a poly-
sulfide reductase rather than a true Arr-operon. Only further
examples of novel, As(V)-respiring archaea isolated from ex-
treme environments (hot springs and salt-saturated lakes) when
coupled with genomic, proteomic, and old fashioned physiol-
ogy/biochemistry investigations may give us a better under-
standing of the antiquity and perhaps the importance of As-based
life on this planet. These outcomes could then be extended to
our search for “primitive life”” on Mars and elsewhere in our So-
lar System, and thereby finally answering Question #2 in Prof.
Ehrlich’s final exam after a 41-year period of thought incuba-
tion.
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