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Summary

 

• Plant tolerance of serpentine soils is potentially an excellent model for studying
the genetics of adaptive variation in natural populations.
• A large-scale viability screen of 

 

Arabidopsis thaliana

 

 mutants on a defined nutrient
solution with a low Ca

 

2

 

+

 

 : Mg

 

2

 

+

 

 ratio (1 : 24 mol : mol), typical of serpentine soils,
yielded survivors with null alleles of the tonoplast calcium-proton antiporter CAX1.
•

 

cax1

 

 mutants have most of the phenotypes associated with tolerance to serpen-
tine soils, including survival in solutions with a low Ca

 

2

 

+

 

 : Mg

 

2

 

+

 

 ratio; requirement
for a high concentration of Mg

 

2

 

+

 

 for maximum growth; reduced leaf tissue concen-
tration of Mg

 

2

 

+

 

; and poor growth performance on ‘normal’ levels of Ca

 

2

 

+

 

 and Mg

 

2

 

+

 

.
• A physiological model is proposed to explain how loss-of-function 

 

cax1

 

 mutations
could produce all these phenotypes characteristic of plants adapted to serpentine
soils, why ‘normal’ plants are unable to survive on serpentine soil, and why serpentine-
adapted plants are unable to compete on ‘normal’ soils.
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Introduction

 

Serpentine soils, because of their unique chemical composi-
tion, harbor striking examples of adaptive evolution in plants.
Reciprocal transplant experiments between serpentine popu-
lations (or species) and their spatially adjacent populations (or
sister species) growing on ‘normal’ soils demonstrate unequi-
vocally that adaptation to serpentine soils has a genetic
basis (Kruckeberg, 1950, 1954; Nyberg Berglund 

 

et al

 

., 2003;
Rajakaruna 

 

et al

 

., 2003). Serpentine soils and normal soils are
frequently found in a mosaic pattern with sharp boundaries
between the two soil types. Adaptation to serpentine soil can
occur over short distances, often in the face of considerable
gene exchange between serpentine-adapted and normal popu-
lations, presumably because natural selection for serpentine
tolerance is strong. This very local scale of adaptive evolution
makes serpentine-adapted plant populations useful systems
for discovering the genetic basis of traits that contribute to
ecological specialization (Pepper & Norwood, 2001).

Although the ‘serpentine syndrome’ ( Jenny, 1980) requires
adaptation to a variety of physical and chemical factors in

the soil – low moisture-holding capacity, low availability of
nitrogen and phosphorus, and often high concentrations
of heavy metals such as nickel or chromium – Kruckeberg
(1985) suggests that plant adaptation to serpentine soils is
largely driven by the evolution of physiological tolerance to
two universal characteristics of serpentine: very low concen-
trations of calcium ions, and very high concentrations of mag-
nesium ions. Serpentine soils nearly always have a Ca

 

2

 

+

 

 : Mg

 

2

 

+

 

molar ratio of less than unity (often 

 

<

 

 1 : 10, and sometimes

 

<

 

 1 : 100), while normal soils have a Ca

 

2

 

+

 

 : Mg

 

2

 

+

 

 ratio 

 

>

 

 1 : 1
(Epstein, 1972). [For comparison, Hoagland’s nutrient solu-
tion has a Ca

 

2

 

+

 

 : Mg

 

2

 

+

 

 ratio of 4 : 1 (Epstein, 1972).] Because
a great deal is known about the physiology and biochemistry
of Ca

 

2

 

+

 

 (Felle, 1991; Rudd & Franklin-Tong, 1999; Miedema

 

et al

 

., 2001; Sanders 

 

et al

 

., 2002) and Mg

 

2

 

+

 

 (Li 

 

et al

 

., 2001)
in plants, and many of the genes involved in Ca

 

2

 

+

 

 and Mg

 

2

 

+

 

homeostasis have been identified (Hirschi, 2001; Li 

 

et al

 

.,
2001; Cheng 

 

et al

 

., 2003; Cheng 

 

et al

 

., 2004), it may now be
possible to discover and describe, at the molecular level,
variation in a physiological phenotype with clear ecological
and evolutionary significance in natural plant populations.
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To identify candidate genes likely to be involved in adapta-
tion to serpentine soils, I used a chemically defined nutrient
solution that mirrors the low Ca

 

2

 

+

 

 : Mg

 

2

 

+

 

 ratio (1 : 24) of
authentic serpentine soils to perform a viability screen on a
large collection of activation-tagged mutants (Weigel 

 

et al

 

.,
2000) in 

 

Arabidopsis thaliana

 

.

 

Materials and Methods

 

Nutrient solutions

 

Chemically defined nutrient solutions (pH 

 

=

 

 5.5) were prepared
as described (Epstein, 1972), except that Miller’s Iron Chelate
DP (Miller Chemical and Fertilizer Corp., Hanover, PA, USA)
was used instead of Fe-EDTA. All nutrient solutions were pre-
pared with deionized water and contained magnesium sulfate
(1 mmol l

 

−

 

1

 

), ammonium phosphate (2 mmol l

 

−

 

1

 

), potassium
nitrate (6 mmol l

 

−

 

1

 

), Miller’s Iron Chelate DP (20 mg l

 

−

 

1

 

),
potassium chloride (50 µmol l

 

−

 

1

 

), boric acid (25 µmol l

 

−

 

1

 

),
manganese chloride (2 µmol l

 

−

 

1

 

), zinc chloride (2 µmol l

 

−

 

1

 

),
cupric chloride (500 nmol l

 

−

 

1

 

) and sodium molybdate
(500 nmol l

 

−

 

1

 

). To keep nitrate concentration and osmotic
strength constant, while varying the concentrations of calcium
and magnesium ions in nutrient solutions B–F, calcium nitrate
and magnesium nitrate were mixed in different proportions
that sum to 4 mmol l

 

−

 

1

 

 (Table 1). Solution B (Table 1) is
Hoagland’s nutrient solution, a standard defined growth
medium for plants (Epstein, 1972). Solution F is designated
‘faux serpentine’.

 

Glasshouse growth of 

 

Arabidopsis thaliana

 

 on nutrient 
solutions B–F

 

Wild-type seed of 

 

Arabidopsis thaliana

 

 accession Wassilewskija
(Ws) was obtained from Rick Amasino (University of
Wisconsin). For each of five nutrient solutions (B, C, D, E
or F), seeds were sown onto rock wool cubes (4 

 

×

 

 4 

 

× 

 

4 cm;
Grodan A/S, Denmark) saturated with nutrient solution.
After germination the seedlings were thinned to one per cube.
Plants were irrigated to saturation daily with the appropriate
nutrient solution. The glasshouse was maintained at 20

 

°

 

C
during the day and 15

 

°

 

C at night. Natural light was supple-
mented with sodium vapor lamps on a 16 h d

 

–1

 

 photoperiod.

At 4 wk after sowing, the above-ground portion of the plant
was harvested, dried for 24–36 h at 60

 

°

 

C, and weighed to the
nearest 0.1 mg.

 

‘Faux serpentine-tolerant’ mutant screen

 

An activation-tagged (pSKI015; Weigel 

 

et al

 

., 2000) population
of 

 

Arabidopsis thaliana

 

 (Ws) was obtained from Rick Amasino
(University of Wisconsin). Approximately 920 000 seeds from
pools 1–230 (

 

≈

 

10 seeds from each of 

 

≈

 

92 000 independently
tagged lines) were sown onto rock wool bats (7 cm thick) at a
density of 30 seeds cm

 

−

 

2

 

. The rock wool was saturated with
solution F (Table 1). A polyethylene tent was used for the first
5 d to maintain high humidity for germination. The rock
wool was watered to saturation with solution F every day after
the tent was removed. Glasshouse growing conditions were as
described above.

At 12 d after sowing, surviving seedlings (

 

n

 

 

 

=

 

 30) were
excised from the rock wool and transplanted to Sunshine #4
growing medium (Sun Gro Horticulture, Seba Beach, AB,
Canada), where they received a complete fertilizer solution
(Peters Peat Lite, Scotts Co., Marysville, OH, USA) twice
weekly, with clear water on the other days. All 30 selected
seedlings survived to flower, and all but one were self-fertile.
Selfed seeds were collected from each of the putative ‘faux
serpentine-tolerant’ (FST) lines (numbers FST-1 to FST-30,
with line FST-29 missing because of self-sterility).

Tests for presence of the FST phenotype were performed
by sowing seeds on rock wool cubes saturated with solution
F (Table 1). Seedlings surviving to produce a pair of true
leaves were scored as FST; wild-type seedlings bleach and
die at the cotyledon stage. Tests for the presence of the 

 

BAR

 

gene in the activation tag (Weigel 

 

et al

 

., 2000) were carried
out by spraying seedlings twice weekly with a 1 : 1000
dilution of Finale (Farnam Co. Inc., Phoenix, AZ, USA)
having a final concentration of 58 ppm glufosinate
ammonium.

 

Inverse PCR of the activation tag and flanking 
integration site

 

For each FST line, leaf tissue from 10 plants grown in
Sunshine #4 was pooled for DNA extraction. Genomic DNA

Table 1 Sources of calcium and magnesium ions in nutrient solutions B–F
 

 

Solution
Ca(NO3)2 
(mmol l−1)

Mg(NO3)2 
(mmol l−1)

 MgSO4 
(mmol l−1)

Ca2+ : Mg2+ 
(mol : mol)

Ca2+ : Mg2+ 
(ppm : ppm)

B 4.0 0.0 1.0 4.00 6.60
C 2.0 2.0 1.0 0.67 1.10
D 1.0 3.0 1.0 0.25 0.41
E 0.5 3.5 1.0 0.11 0.18
F 0.2 3.8 1.0 0.04 0.07



 

© 

 

New Phytologist

 

 (2005)

 

www.newphytologist.org

 

Research 3

 

was extracted using the FastPrep system (MP Biomedicals,
Irvine, CA, USA), digested with 

 

Mse

 

I (New England Biolabs,
Beverly, MA, USA), heated to 65

 

°

 

C for 5 min to inactivate
the restriction enzyme, diluted to a DNA concentration of

 

≈

 

1 ng µl

 

−

 

1

 

, and circularized with T4 DNA ligase (New
England Biolabs).

Primers for inverse PCR (iPCR) of the activation tag
integration site into the 

 

Arabidopsis

 

 genome were designed
within the cauliflower mosaic virus (CaMV) 35S enhancer at
the right border of the activation tag T-DNA (Weigel 

 

et al

 

.,
2000). The forward (rightward, from the CaMV 35S enhancer
into the flanking regions) primer is 5

 

′-ACGACACTCTCGTC-
TACTCC-3′ and the reverse (leftward) primer is 5′-
CGTCGTTTTACAACGTCGTG-3′. iPCR reactions were
carried out in 10 µl 10 mmol l−1 Tris–Cl pH 8.3, 50 mmol l−1

KCl, 2.5 mmol l−1 MgCl2, 1.3 mg ml−1 bovine serum albumin,
200 µmol l−1 of each dNTP, 5 µmol l−1 of each primer, 0.2 U
AmpliTaq (Roche Molecular Systems, Branchburg, NJ, USA),
and ≈1 ng circularized Arabidopsis genomic DNA template
prepared as described above. Thermocycling conditions
were 30 cycles of 94°C for 15 s, 55°C for 15 s, and 72°C for
30 s. iPCR products were resolved on ethidium-stained
1.5% agarose gels and examined visually to organize (provi-
sionally) the FST lines into complementation groups. iPCR
products were cloned into pGEM-T Easy (Promega,
Madison, WI, USA), transformed into Escherichia coli XL-1
Blue (Stratagene, La Jolla, CA, USA), plasmid DNA prepared
with QIAprep (Qiagen, Valencia, CA, USA), and sequenced
with BigDye chemistry (Applied Biosystems, Foster City, CA,
USA).

Positional cloning

PCR primers used to amplify genetic markers segregating
in the F2 generation of a cross between line FST-20 (Ws
background) and Columbia erecta (Col-er) are shown in
Table 2. Microsatellite marker MSAT2.4 was developed by
Bell & Ecker (1994). The other markers were developed as
part of the project described in this paper. PCR was carried
out as described above, except that annealing temperature was
optimized for each primer pair (Table 2).

Results

Growth of Arabidopsis (Ws) on nutrient solutions with 
varying Ca : Mg ratios

When grown in a series of nutrient solutions with decreasing
Ca2+ : Mg2+ ratios (Table 1), wild-type A. thaliana (Ws) behaves
as a typical plant which is not adapted to serpentine soils
(Walker et al., 1955). Dry biomass (mean ± SEM) at flowering
was not significantly different (two-tailed t-test, experiment-
wise α ≤ 0.05, Bonferroni corrected) for Arabidopsis grown in
solutions B (28.1 ± 12.8 mg, N = 17); C (32.7 ± 15.1 mg,
N = 15); or D (33.4 ± 20.5 mg, N = 12). However, biomass
was reduced significantly (P ≤ 0.01) to 8.5 ± 2.7 mg (N = 2)
on solution E.

No seedlings survived to flowering on solution F. All seed-
lings bleached and died at the cotyledon stage.

The growth of wild-type Arabidopsis Ws is thus reduced
markedly as the Ca2+ : Mg2+ molar ratio declines from 0.25
(solution D) to 0.11 (solution E). A further decrement to 0.04
(solution F) is lethal.

Discovery and initial genetic analysis of FST mutants

With the survival threshold value for Ca2+ : Mg2+ molar ratio
determined to lie between 0.11 and 0.04, I screened a large
collection of activation-tagged Arabidopsis mutants for their
ability to survive and grow on solution F, which is lethal to
wild-type Ws. Within 10 d of sowing the mutagenized seeds,
FST mutants were easily distinguished among the dead and
dying wild-type seedlings (Fig. 1).

The FST seedlings were rescued by transplanting to a
standard glasshouse soil mix (Sunshine #4), grown to flower-
ing, and allowed to produce selfed seed. Each of the resulting
29 independent FST lines was found to contain at least one
activation tag derived from the T-DNA in pSKI015 (Weigel
et al., 2000), as judged by their ability to produce seedlings
resistant to glufosinate.

The FST lines were clustered into provisional complemen-
tation groups by iPCR. The largest complementation group
contained 13 of the 29 lines, and was selected for further

Table 2 Genetic markers used for positional cloning of the gene responsible for the ‘faux serpentine-tolerant’ phenotype in Arabidopsis thaliana
 

 

Locus Forward primer 5′→3′ Reverse primer 5′→3′
PCR annealing 
temperature (°C) Polymorphism

At2g31990 (WT) GATTTCCGGCGACATTTACG GAAGTTGGTTCCCCATGCTG 55
At2g31990::pSKI015 GATTTCCGGCGACATTTACG GATGTGATATCTAGATCCGAAACTATC 55
MSAT2.4 TGGGTTTTTGTGGGTC GTATTATTGTGCTGCCTTTT 50 length
At2g35060 CAAGAGTAGAAGCAGCAACGAT AACAACAACACCTGTAATAGTA 55 AflIII RFLP
At2g38940 ATGGCAAGGGAACAATTACAAGT AGTGAAGAGGATACCTAAGAAGT 55 MnlI RFLP
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investigation. Three of the 13 lines in this complementation
group appeared to be descended from a mutant heterozygous
for a single activation tag, based on the pattern of segregation
(≈3 : 1 resistant : sensitive) observed in the progeny test for
glufosinate resistance. One of these segregating lines, FST-20,
became the focus of detailed genetic analysis for the FST trait.

Identification and genetic analysis of the activation-
tagged allele in line FST-20

Flanking DNA sequence from the FST-20 iPCR product
suggested that the activation-tagging T-DNA was inserted
into the single intron of the gene encoding At2g31990, a
member of the exostosin protein family at ≈13.5 Mbp on
chromosome II. This insertion site was confirmed by PCR
analysis. PCR primers were designed to distinguish the wild-
type intron from the mutant allele carrying the activation tag
inserted from pSKI015. Both wild-type and mutant alleles
share a forward primer in the intron, with a reverse primer
from either the intron (wild-type allele) or activation tag
(mutant allele At2g31990::pSKI015) (Table 2). These primers
were used to identify segregants in line FST-20 that either are
homozygous for the wild-type allele or homozygous for the
mutant allele of At2g31990. Homozygous plants were allowed
to produce selfed seed, yielding pure lines of each allele. In
addition, several homozygous mutant plants were crossed to
Ws to produce known heterozygotes to test for dominance of
the FST phenotype derived from line FST-20.

Activation tags are capable of generating both dominant
(gain-of-function) and recessive (loss-of-function) mutations
(Weigel et al., 2000). Based on the presence of the FST phe-
notype in the heterozygous founder of line FST-20, I expected
that the FST phenotype was produced by a dominant allele at
(or very near) At2g31990. Surprisingly, I found instead that
the F1 seedlings resulting from a cross between homozygous
mutant plants and wild-type Ws failed to show the FST
phenotype when tested on solution F. Furthermore, pure lines
descended from FST-20, identified as homozygous for the
wild-type allele at At2g31990, unexpectedly showed the FST
phenotype on solution F. The pure lines homozygous for
the mutant allele also had the FST phenotype, as expected.
Together these findings suggest that the fst-20 mutation is
recessive, and that the activation-tagged gene At2g31990 is
not responsible for the FST phenotype in FST-20. As untagged
mutations can represent two-thirds of the mutations in an
activation-tagging experiment (McElver et al., 2001), it is to
be anticipated that many alleles identified in mutant screens
will need to be cloned positionally.

Positional cloning of the fst-20 allele responsible for the 
FST phenotype

A cross was made between a Col-er mutant and an FST plant
( fst-20/fst-20) in the Ws background. F1 plants were allowed
to self-pollinate, producing F2 seeds. F2 seeds were sown on
rock wool saturated with solution F to select for the FST

Fig. 1 A ‘faux serpentine-tolerant’ mutant 
growing on solution F 
(Ca2+ : Mg2+ = 0.04 mol : mol). 
Magnification ≈ 4×.
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phenotype. As the FST phenotype is produced by a recessive
allele, each surviving F2 plant was expected to be homozygous
for the fst-20 allele.

The large fraction (10/13) of FST lines homozygous for
both the mutant At2g31990 allele and the fst-20 allele
indicated that the two loci may be linked. A microsatellite
marker (MSAT2.4, Bell & Ecker, 1994; this study Table 2) at
14.0 Mbp on chromosome II, near At2g31990 (13.5 Mbp),
was used to test this hypothesis of linkage. Among 94 fst-20/
fst-20 F2 plants, 86 were also homozygous for the Ws allele at
MSAT2.4, while the other eight were heterozygous, yielding
a genetic distance estimate of 4.3 c between MSAT2.4 and
fst-20.

With an average physical : genetic distance ratio of
≈200 kbp c–1 in A. thaliana, a visual inspection of genes
0.6–1.0 Mbp on either side of MSAT2.4 yielded a putative
potassium transporter (At2g35060) at 14.7 Mbp on chromo-
some II. PCR primers were designed to amplify a portion of
this gene, and a restriction fragment length polymorphism
between Ws and Col-er alleles at this locus was revealed by
AflIII (Table 2). Among 116 fst-20/fst-20 F2 progeny (includ-
ing the 94 F2 progeny used to map MSAT2.4), eight recom-
binant marker genotypes were found, giving a revised estimate
of the physical position of the fst-20 allele at 16.3 Mbp on
chromosome II.

A phosphate transporter (At2g38940) was found at 16.2 Mbp.
RFLP (Table 2) genotypes of the 116 F2 plants showed just
one recombination event, and that event was in a plant which
was nonrecombinant at MSAT2.4 and At2g35060. The fst-20
allele was now flanked with markers, with an estimated
physical location of 16.0 Mbp on chromosome II.

Null alleles of the calcium-proton antiporter CAX1 
produce the FST phenotype

The CAX1 gene at 15.9 Mbp on chromosome II is an obvious
candidate for the gene which, when mutated to a loss-of-
function allele, produces the FST phenotype. CAX1 is a
member of a family of tonoplast calcium-proton antiporter
proteins (Hirschi et al., 1996; Hirschi, 2001). Complementation
testing of the fst-20 allele was carried out by crossing fst-20/fst-
20 plants to cax1 mutants, and to mutants at the related cax2
and cax3 loci (all cax mutants were in a Columbia-0 genetic
background; Cheng et al., 2003), provided by Kendal Hirschi
(Baylor University, TX, USA). Control crosses were also made
between fst-20/fst-20 and Col-0. F1 seeds, along with control
seeds homozygous for the relevant wild-type and mutant alleles,
were sown on rock wool cubes saturated with solution F.

The cax1 homozygous, fst-20 homozygous, and fst-20 ×
cax1 F1 seedlings showed the FST phenotype on solution F,
while Ws, Col-0, cax2, cax3, and their crosses to fst-20 failed
to survive. All evidence indicates that the FST phenotype is
produced by a knockout of CAX1 function.

Growth and mineral content phenotypes of cax1 
mutants

As observed in the initial experiments, growth of wild-type
Ws plants is unaffected by Mg2+ concentrations of 1.0–
4.0 mmol l−1 (Ca2+ : Mg2+ molar ratio 4.00–0.25), but growth
is reduced significantly at higher Mg2+ (and lower Ca2+)
concentrations (Fig. 2). The cax1 mutant line FST-20 shows
a different response, with a peak of growth at 4.0 mmol l−1

Mg2+, and reduced growth at higher and lower values (Fig. 2).
This requirement for increased Mg2+ to produce maximum
growth is typical of serpentine-adapted plants (Madhok,
1965; Madhok & Walker, 1969; Tyndall & Hull, 1999). It is
also clear that, while the recessive cax1 allele allows homozygous
mutants to survive in very high levels of Mg2+ and low Ca2+ :
Mg2+ ratios, as on solution F, the mutants pay a significant
growth penalty when grown in the more normal concen-
trations of Ca2+ and Mg2+ in solutions B (4 mmol l−1 Ca2+;
1 mmol l−1 Mg2+) and C (2 mmol l−1 Ca2+; 3 mmol l−1 Mg2+)
(Fig. 2).

Tissue mineral concentrations have been measured in
the leaves of cax1 mutants, grown in Hoagland’s solution,
as part of a large-scale genomics project in A. thaliana
(Hirschi, 2003; Lahner et al., 2003). Mineral content is
reported as the number of standard deviations (σ) above or
below the mean for wild-type plants grown in the same trays
with the mutants. For the 12 cax1 plants in the database
(http:// hort.agriculture.purdue.edu/Ionomics/database.asp;
6 November 2004), the mean leaf Mg2+ levels are reported to
be 0.7 σ below normal, with all but one of the 12 plants
having a negative value for σ (Wilcoxon matched pairs signed
ranks test, P = 0.001). Under these growing conditions there

Fig. 2 Growth of wild-type Arabidopsis thaliana (Ws, grey bars) and 
a cax1 mutant (FST-20, black bars) on nutrient solutions B–E (left to 
right; Table 1). Different letters above bars indicate significant 
differences in dry biomass (two-tailed t-test, experiment-wise 
α ≤ 0.05, Bonferroni corrected).

http://hort.agriculture.purdue.edu/Ionomics/database.asp
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is no significant effect of the cax1 mutation on tissue Ca2+

concentration relative to wild-type (mean = −0.2σ, P = 0.4).

Discussion

Loss of CAX1 function explains many features of 
serpentine tolerance

Tyndall & Hull (1999) list four traits frequently found in the
many plant taxa that have independently adapted to serpentine
soils:
1 greater tolerance of low Ca2+ and high Mg2+ concentrations;
2 higher Mg2+ requirement for maximum growth;
3 lower Mg2+ absorption; and
4 Mg2+ exclusion from leaves.
Remarkably, loss-of-function mutations in a single gene,
CAX1, can produce at least three of these four traits in
A. thaliana. First, greater tolerance of low Ca2+ and high Mg2+

concentrations is shown by the ability of cax1 homozygotes to
survive and grow on solution F, which is lethal to A. thaliana
plants with the wild-type CAX1 allele (Fig. 1). Tolerance of
low Ca2+ and high Mg2+ levels has been described previously
for cax1 mutants of A. thaliana (Cheng et al., 2003). Second,
cax1 mutants require a higher concentration of Mg2+ for
maximum growth (Fig. 2). Third, cax1 mutants have
significantly reduced levels of Mg2+ (−0.7σ) in their leaves.
Although no studies have been done to measure the Mg2+

uptake of roots in cax1 mutants, it is possible that cax1
mutations can also produce the fourth trait characteristic of
serpentine-tolerant plants.

Kruckeberg (1950, 1954) explains the high levels of plant
endemism on serpentine soils as the result of the inability of
nonserpentine plants to survive on the unique chemistry of
serpentine soils, and the inability of serpentine-adapted plants
to compete on normal soils. The cax1 mutation in A. thaliana
produces exactly the same trade-off, conferring the ability to
survive on solution F while simultaneously reducing growth
on solutions B and C relative to wild-type plants (Fig. 2).

A model for serpentine soil tolerance based on loss of 
CAX1 function

If cax1 null mutations can produce most of the phenotypes
characteristic of tolerance to the low Ca2+ : Mg2+ ratio in
serpentine soil, is there a plausible physiological model that
provides a mechanistic explanation for these phenotypes? One
such hypothesis is presented here.

For wild-type plants growing in normal soil, calcium ion
concentration ([Ca2+]) in the soil solution is in the 10−3 mol l−1

range, while cytoplasmic [Ca2+] must be maintained within
narrow limits around 10−7 mol l−1 (Felle, 1991; Trewavas &
Knight, 1994; Rudd & Franklin-Tong, 1999). When calcium
channels in the plasma membrane are opened as part of
a signaling cascade, the large gradient in [Ca2+] across the

plasma membrane causes cytoplasmic [Ca2+] to spike upward.
Following signal transduction mediated by this Ca2+ spike,
cytoplasmic Ca2+ must be returned to its resting concentra-
tion. CAX1, a high-capacity calcium-proton antiporter that
resides in the tonoplast, helps maintain cytoplasmic Ca2+

homeostasis by pumping excess calcium ions from the cyto-
plasm into the vacuole (Cheng et al., 2003).

In wild-type plants growing in serpentine soil, with very
low [Ca2+] and very high [Mg2+], cytoplasmic [Ca2+] becomes
too low as a result of the constitutive activity of CAX1 pump-
ing Ca2+ from the cytoplasm into the vacuole. I propose that
a nonselective cation channel (NSCC; for a recent review see
Demidchik et al., 2002) in the plasma membrane, with a pore
size sufficient to admit the large hydrated Mg ion, opens in
response to the [Ca2+] deficit in the cytoplasm. Under normal
circumstances this NSCC would primarily conduct Ca2+

across the plasma membrane (as Ca2+ is the most abundant
divalent cation in normal soil solutions) and thereby restore
Ca2+ homeostasis to the cytoplasm. However, in serpentine
soil solutions the opening of this NSCC causes a large influx
of Mg2+. The chronically low cytoplasmic [Ca2+] produced by
CAX1 keeps this NSCC open more-or-less continuously in
a futile effort to increase cytoplasmic [Ca2+], and ultimately
results in poisoning the plant with high cytoplasmic [Mg2+].
Magnesium toxicity is one of the mechanisms hypothesized
for the inability of most plants to survive on serpentine soils
(Proctor, 1970, 1971, 1999; Brooks & Yang, 1984; Brooks,
1987). The other major hypothesis for the lethality of serpen-
tine soils is that competition for uptake between Ca2+ and
Mg2+ leads to a fatal calcium deficiency (Grover, 1960;
Madhok, 1965; Madhok & Walker, 1969). Both these hypo-
theses are supported in the proposed CAX1 model – the prox-
imate cause of plant death is Mg2+ toxicity, but ultimately that
is brought about by a Ca2+ deficiency produced by competi-
tion between Ca2+ and Mg2+ for transit through the NSCC.

Mutant plants lacking CAX1 function are able to survive
on serpentine soils because they maintain cytoplasmic [Ca2+]
within normal limits, even though Ca2+ is at very low concen-
tration in the soil solution. Without CAX1 to deplete cyto-
plasmic Ca2+, the Mg2+-conducting NSCC remains closed
most of the time, preventing the accumulation of a lethal con-
centration of Mg2+ in the plant tissues. However, the closure
of this NSCC causes cax1 mutants to have a higher Mg2+

requirement for maximum growth, either because the proposed
NSCC is not open often enough to admit sufficient Mg2+

when [Mg2+] is at normal levels, or because another Mg2+

transporter with lower affinity or conductance must be used
for Mg2+ uptake in a cax1 mutant. For the same reason, [Mg2+]
in the leaves of cax1 mutants is reduced in all soil solutions.

cax1 mutants grown in normal soil solutions are susceptible
to Ca2+ toxicity because of their compromised ability to sequester
excess Ca2+ in the vacuole (Cheng et al., 2003). This, along
with their requirement for high [Mg2+], may explain the reduced
growth of serpentine-adapted plants, and their consequent
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inability to compete with wild-type plants, on normal soils
(Kruckeberg, 1950, 1954).

Unanswered questions and future directions

The existence of the NSCC proposed in the model above is as
yet undetermined. If it does exist, elucidation of the functional
properties of this NSCC is critical to understanding how
tolerance to serpentine soil might arise. If this NSCC is not
required for uptake of some critical plant nutrients, then a
knockout mutation should produce the same tolerance for
high [Mg2+] that is observed for the cax1 mutants. So far,
however, no FST mutants having a lesion in a gene other than
CAX1 have been discovered. It could be that the NSCC is
required for plant survival, but that modulation of its opening
by CAX1 function (or nonfunction, in the case of cax1
mutants) is sufficient to produce the FST phenotype. If this
is the case, then simple knockout mutant screens will not be
effective in identifying the NSCC.

The most important unresolved issue is whether cax1
mutations play a role in the adaptation of natural plant
populations to serpentine soil. In principle, there are several
approaches to testing this hypothesis. First, serpentine-adapted
plants and their closest nonserpentine relatives could be tested
for expression of CAX1 mRNA and protein, with the expec-
tation that at least some serpentine-adapted plant taxa will
lack expression. Second, in those serpentine-tolerant taxa with
visible CAX1 expression, the CAX1 gene could be cloned,
sequenced, and examined for obvious defects (e.g. deletions,
nonsense mutations) that would prevent normal CAX1
function. Third, CAX1 genes cloned from serpentine-adapted
plants (and their nonserpentine sister taxa) could be directly
tested for function in transgenic A. thaliana or yeast. Finally,
quantitative trait locus mapping in crosses between serpentine-
adapted and nonadapted plants could provide a comprehen-
sive understanding of the genetic architecture of serpentine
soil tolerance, with CAX1 and the NSCC as candidate genes
potentially capable of contributing to the serpentine-tolerant
phenotype.

The genetic basis of additional components of the ‘ser-
pentine syndrome’ ( Jenny, 1980), such as drought tolerance,
tolerance of low nitrogen and phosphorus availability, or
tolerance to heavy metals in the soil, remains to be discovered.
A complete picture of serpentine adaptation will require deter-
mining the relative contribution of each of these genetic factors
to the evolution of serpentine tolerance in many plant taxa.

Acknowledgements

I am indebted to Rick Amasino for providing activation-
tagged lines and to Kendal Hirschi for providing the cax mutants
used in complementation testing. Liz Van Volkenburgh, Kendal
Hirschi, David Salt, Kristy Brady, Art Kruckeberg, Luca
Comai, and Dick Walker were generous with comments and

suggestions on the research as it progressed. Barbara Frewen,
Dena Grosenbacher, Kristy Brady, and Yongjiang Zhang
contributed their technical expertise. Bridget Bradshaw
and Doug Ewing took superb care of A. thaliana plants in the
glasshouse. Three anonymous reviewers gave a valuable critique
of the manuscript.

References

Bell CJ, Ecker JR. 1994. Assignment of 30 microsatellite loci to the linkage 
map of Arabidopsis. Genomics 19: 137–144.

Brooks RR. 1987. Serpentine and its Vegetation. Portland, OR, USA: 
Dioscorides Press.

Brooks RR, Yang XH. 1984. Elemental levels and relationships in the 
endemic serpentine flora of the Great Dyke, Zimbabwe and their 
significance as controlling factors for this flora. Taxon 33: 392–399.

Cheng NH, Pittman JK, Bronwyn JB, Shigaki T, Hirschi KD. 2003. The 
Arabidopsis cax1 mutant exhibits impaired ion homeostasis, development, 
and hormonal responses and reveals interplay among vacuolar 
transporters. Plant Cell 15: 347–364.

Cheng NH, Pittman JK, Zhu JK, Hirschi KD. 2004. The protein kinase 
SOS2 activates the Arabidopsis H+/Ca2+ antiporter CAX1 to integrate 
calcium transport and salt tolerance. Journal of Biological Chemistry 279: 
2922–2926.

Demidchik V, Davenport RJ, Tester M. 2002. Nonselective cation channels 
in plants. Annual Review of Plant Biology 53: 67–107.

Epstein E. 1972. Mineral Nutrition of Plants: Principles and Perspectives. New 
York, USA: John Wiley.

Felle H. 1991. The control of cytoplasmic levels of Ca2+ and H+ in plants. 
In: Penel C, Greppin H, eds. Plant Signaling, Plasma Membrane and 
Change of State. Geneva: Université de Genève, 79–104.

Grover R. 1960. Some aspects of Ca–Mg nutrition of plants with special 
reference to serpentine endemism. PhD thesis, University of Washington, 
Seattle, WA, USA.

Hirschi KD. 2001. Vacuolar H+/Ca2+ transport: Who’s directing the traffic? 
Trends in Plant Science 6: 100–104.

Hirschi KD. 2003. Strike while the ionome is hot: making the most of plant 
genomic advances. Trends in Biotechnology 21: 520–521.

Hirschi KD, Zhen RG, Cunningham KW, Rea PA, Fink GR. 1996. CAX1, 
an H+/Ca2+ antiporter from Arabidopsis. Proceedings of the National 
Academy of Sciences, USA 93: 8782–8786.

Jenny H. 1980. The Soil Resource: Origin and Behaviour. New York, USA: 
Springer-Verlag.

Kruckeberg AR. 1950. An experimental inquiry into the nature of endemism 
on serpentine soils. PhD thesis, University of California, Berkeley, CA, 
USA.

Kruckeberg AR. 1954. The ecology of serpentine soils: a symposium. III. 
Plant species in relation to serpentine soils. Ecology 35: 267–274.

Kruckeberg AR. 1985. California Serpentines: Flora, Vegetation, Geology, Soils, 
and Management Problems. Berkeley, CA, USA: University of California 
Press.

Lahner B, Gong J, Mahmoudian M, Smith EL, Abid KB, Rogers EE, 
Guerinot ML, Harper JF, Ward JM, McIntyre L, Schroeder JI, Salt DE. 
2003. Genomic scale profiling of nutrient and trace elements in 
Arabidopsis thaliana. Nature Biotechnology 21: 1215–1221.

Li L, Tutone AF, Drummond RSM, Gardner RC, Luan S. 2001. A novel 
family of magnesium transport genes in Arabidopsis. Plant Cell 13: 
2761–2775.

Madhok OP. 1965. Magnesium nutrition of Helianthus annuus L. and 
Helianthus bolanderi Gray subspecies exilis Heiser. PhD thesis, University 
of Washington, Seattle, WA, USA.

Madhok OP, Walker RB. 1969. Magnesium nutrition of two species of 
sunflower. Plant Physiology 44: 1016–1022.



www.newphytologist.org © New Phytologist (2005)

Research8

McElver J, Tzafrir I, Aux G, Rogers R, Ashby C, Smith K, Thomas C, 
Schetter A, Zhou Q, Cushman MA, Tossberg J, Nickle T, Levin JZ, 
Law M, Meinke D, Patton D. 2001. Insertional mutagenesis of genes 
required for seed development in Arabidopsis thaliana. Genetics 159: 
1751–1763.

Miedema H, Bothwell JHF, Brownlee C, Davies JM. 2001. Calcium uptake 
by plant cells – channels and pumps acting in concert. Trends in Plant 
Science 11: 514–519.

Nyberg Berglund AB, Dahlgren S, Westerbergh A. 2003. Evidence for 
parallel evolution and site-specific selection of serpentine tolerance in 
Cerastium alpinum during the colonization of Scandinavia. New Phytologist 
161: 199–209.

Pepper AE, Norwood LE. 2001. Evolution of Caulanthus amplexicaulis 
var. barbarae (Brassicaceae), a rare serpentine endemic plant: a molecular 
phylogenetic perspective. American Journal of Botany 88: 1479–
1489.

Proctor J. 1970. Magnesium as a toxic element. Nature 227: 742–743.
Proctor J. 1971. The plant ecology of serpentine. II. Plant responses to 

serpentine soils. Journal of Ecology 59: 397–410.
Proctor J. 1999. Toxins, nutrient shortages and droughts: the serpentine 

challenge. Trends in Ecology and Evolution 14: 334–335.
Rajakaruna N, Siddiqi MY, Whitton J, Bohm BA, Glass ADM. 2003. 

Differential responses to Na+/K+ and Ca2+/Mg2+ in two edaphic races of 
the Lasthenia californica (Asteraceae) complex: a case for parallel evolution 
of physiological traits. New Phytologist 157: 93–103.

Rudd JJ, Franklin-Tong VE. 1999. Calcium signaling in plants. Cellular and 
Molecular Life Sciences 55: 214–232.

Sanders D, Pelloux J, Brownlee C, Harper JF. 2002. Calcium at the 
crossroads of signaling. Plant Cell Suppl.: S401–S417.

Trewavas A, Knight M. 1994. Mechanical signaling, calcium and plant form. 
Plant Molecular Biology 26: 1329–1341.

Tyndall RW, Hull JC. 1999. Vegetation, flora, and plant physiological 
ecology of serpentine barrens of eastern North America. In: Anderson RC, 
Fralish JS, Baskin JM, eds. Savannas, Barrens, and Rock Outcrop Plant 
Communities of North America. Cambridge, UK: Cambridge University 
Press, 67–82.

Walker RB, Walker HM, Ashworth PR. 1955. Calcium–magnesium 
nutrition with special reference to serpentine soils. Plant Physiology 30: 
214–221.

Weigel D, Ahn JH, Blázquez MA, Borevitz JO, Sioux KC, Fankhauser C, 
Ferrándiz C, Kardailsky I, Malancharuvil EJ, Neff MM, Nguyen JT, 
Sato S, Wang ZY, Xia Y, Dixon RA, Harrison MJ, Lamb CJ, 
Yanofsky MF, Chory J. 2000. Activation tagging in Arabidopsis. 
Plant Physiology 122: 1003–1013.


