EXTENDED FDF FORMAT
SPOMNSORED BY

hitp:/idiscover big-rad.com

High Direct Estimate of the Mutation Rate in the
Mitochondrial Genome of Caenorhabditis elegans
Dee R. Denver, et al.

Science 289, 2342 (2000);

AVAAAS DOI: 10.1126/science.289.5488.2342

The following resources related to this article are available online at
www.sciencemag.org (this information is current as of August 30, 2007 ):

Updated information and services, including high-resolution figures, can be found in the online
version of this article at:
http://www.sciencemag.org/cgi/content/full/289/5488/2342

This article cites 21 articles, 9 of which can be accessed for free:
http://www.sciencemag.org/cgi/content/full/289/5488/2342#otherarticles

This article has been cited by 68 article(s) on the ISI Web of Science.

This article has been cited by 19 articles hosted by HighWire Press; see:
http://www.sciencemag.org/cgi/content/full/289/5488/2342#otherarticles

This article appears in the following subject collections:
Genetics
http://www.sciencemag.org/cgi/collection/genetics

Information about obtaining reprints of this article or about obtaining permission to reproduce
this article in whole or in part can be found at:
http://www.sciencemag.org/about/permissions.dtl

Science (print ISSN 0036-8075; online ISSN 1095-9203) is published weekly, except the last week in December, by the
American Association for the Advancement of Science, 1200 New York Avenue NW, Washington, DC 20005. Copyright
2000 by the American Association for the Advancement of Science; all rights reserved. The title Science is a
registered trademark of AAAS.

Downloaded from www.sciencemag.org on August 30, 2007


http://www.sciencemag.org/cgi/content/full/289/5488/2342
http://www.sciencemag.org/cgi/content/full/289/5488/2342#otherarticles
http://www.sciencemag.org/cgi/content/full/289/5488/2342#otherarticles
http://www.sciencemag.org/cgi/collection/genetics
http://www.sciencemag.org/about/permissions.dtl
http://www.sciencemag.org

23.

24.
25.

26.

27.

29.

30.

31

2342

. M. R. McAinsh, A. A. R. Webb, J. E. Taylor, A. M.
Hetherington, Plant Cell 7, 1207 (1995).

. D. W. Ehrhardt, R. Wais, S. R. Long, Cell 85, 673
(1996).

. T. L. Holdaway-Clarke et al., Plant Cell 9, 1999
(1997).

. I. Staxén, C. Pical, L. T. Montgomery, ). E. Gray, A. M.
Hetherington, Proc. Natl. Acad. Sci. U.S.A. 96, 1779
(1999).

. G. J. Allen, K. Kuchitsu, S. P. Chu, Y. Murata, J. I.
Schroeder, Plant Cell 11, 1785 (1999).

. A.Grabov and M. R. Blatt, Proc. Natl. Acad. Sci. U.S.A.
95, 4778 (1998).

. M. R. McAinsh, C. Browlee, A. M. Hetherington, Na-
ture 343, 186 (1990).

. S. Gilroy, N. D. Read, A. ). Trewavas, Nature 346, 769
(1990).

. C. P. Leckie, M. R. McAinsh, G. J. Allen, D. Sanders,
D. A. M. Hetherington, Proc. Natl. Acad. Sci. U.S.A.
95, 15837 (1998).

. T. Jacob, S. Ritchie, S. M. Assmann, S. Gilroy, Proc.
Natl. Acad. Sci. U.S.A. 96, 12192 (1999).

. K. Schumacher et al., Genes Dev. 13, 3259 (1999).

. H. Sze, X. Li, M. G. Palmgren, Plant Cell 11, 677
(1999).

. K. D. Hirschi, Plant Cell 11, 2113 (1999).

. Y. Xie, M. B. Coukell, Z. Gombos, J. Cell Sci. 109, 489
(1996).

. C. Camello-Almaraz, J. A. Pariente, G. Salido, P. J.
Camello, Biochem. Res. Commun. 271, 311 (2000).

. E. K. Rooney, J. D. Gross, M. Satre, Cell Calcium 16,
509 (1994).

. A. Miyawaki, O. Griesbeck, R. Heim, R. Y. Tsien, Proc.
Natl. Acad. Sci. U.S.A. 96, 2135 (1999).

. G.J. Allen et al., Plant J. 19, 735 (1999).
. [Ca®"].,, was measured (and calibrated in vitro) with
YC2.1 as described (27) in 5 mM KCL, 10 mM MES-tris
(pH 6.15). Ca®* (50 wM) was added for experiments
with ABA or H,0,. Epidermal strips were mounted on
coverslips with medical adhesive (Hollister, Liber-
tyville, IL). Aperture measurements were done as
described (8, 27) over a 3-hour period with the same
buffers used for calcium imaging. To experimentally
impose hyperpolarizations, we mounted epidermis in
a 200-pl chamber and changed the perfusion buffer
every 300 s between 100 mM KCl, zero CaCl,, and 0.1
mM KCl, 10 mM CaCl,. Aperture measurements were
made in the same chamber before and after solution
exchanges. WT and det3 were treated simultaneously
in blind assays in the same chamber. Guard cell
protoplasts were prepared and recordings made by
patch clamp as described (24) with barium as the
charge carrier to analyze calcium currents. /., activa-
tion by 5 mM H,O, occurred in all cells.

M. R. McAinsh, H. Clayton, T. A. Mansfield, A. M.

Hetherington, Plant Physiol. 111, 1031 (1996).

Z. M. Pei et al., Nature 406, 731 (2000).

H. Knight, A. J. Trewavas, M. R. Knight, Plant Cell 8,

489 (1996).

Epidermis (abaxial) was collected in the light by

appressing leaves to carbon tabs (12 mm; Ted Pella,

Redding, CA). Samples were washed in deionized

water, frozen in liquid nitrogen, and stored for 48 to

72 hours at —20°C. Dried strips were warmed in a

desiccator, sputter-coated with gold, and viewed

with a scanning electron microscope. Guard cell ion
contents were determined by x-ray elemental anal-

ysis with spectra from within cell wall perimeters (90

cells each for WT and det3, 30 from three separate

leaves).

G. J. Allen et al., data not shown.

. D. E. Clapham, Cell 80, 259 (1995).

M. D. Bootman and M. J. Berridge, Cell 83, 675

(1995).

M. R. McAinsh and A. M. Hetherington, Trends Plant

Sci. 3, 32 (1997).

We thank A. Webb (Cambridge, UK) for suggesting

the medical adhesive. Supported by grants from NIH

(ROT GM60396-01), NSF (MCB-9506191), and the

U.S. Department of Energy (FG03-94-ER20148 to

JIS. and FGO03-94-ER20152 to J.F.H.); NSF

(MCB9631390) and the Howard Hughes Medical In-

stitute to J.C.; and MCB-9900525 to G.T.

5 June 2000; accepted 11 August 2000

REPORTS

High Direct Estimate of the
Mutation Rate in the
Mitochondrial Genome of
Caenorhabditis elegans

Dee R. Denver,? Krystalynne Morris,” Michael Lynch,?
Larissa L. Vassilieva,2* W. Kelley Thomas™t

Mutations in the mitochondrial genome have been implicated in numerous
human genetic disorders and offer important data for phylogenetic, forensic,
and population genetic studies. Using a long-term series of Caenorhabditis
elegans mutation accumulation lines, we performed a wide-scale screen for
mutations in the mitochondrial genome that revealed a mutation rate that is
two orders of magnitude higher than previous indirect estimates, a highly biased
mutational spectrum, multiple mutations affecting coding function, as well as
mutational hotspots at homopolymeric nucleotide stretches.

Understanding the onset of mitochondrial dis-
ease and effective evolutionary analysis require
accurate estimates of the rate and pattern of
mitochondrial mutation, both of which have
been the focus of recent controversy. Phyloge-
netic estimates of the substitution rate in the
control region and protein-coding sequences of
the human mitochondrial genome range from
0.02 to 0.26 per site per 10° years (My) (/, 2).
By contrast, pedigree analyses of the human
control region and protein-coding sequences
suggest that the substitution rate is much higher:
~2.5 per site per My (3, 4). This discrepancy
may be a consequence of mutational hotspots in
the control region and/or the mitochondrial dis-
ease state of the individuals included in the
pedigree analyses (5, 6). Because the rate and
pattern of mitochondrial substitution observed
over phylogenetic time are a function of both the
baseline mutational spectrum and its subsequent
modification by natural selection, they likely
provide a highly biased view of the rate and
pattern of mutation. Unfortunately, almost all of
our current estimates are based on indirect ar-
guments and observations that may be biased by
the consequences of selection (7, &).

A direct estimate of the mitochondrial mu-
tation rate and pattern was accomplished by
sequencing 10,428 base pairs (bp) of the mito-
chondrial genomes of 74 Caenorhabditis el-
egans mutation accumulation (MA) lines main-
tained for an average of 214 generations by
single-progeny descent (9—/2). Each MA line
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was propagated in a benign environment across
generations by a single, random worm. This
resulted in an effective population size of each
MA line equal to one; hence, the efficiency of
natural selection was reduced to a minimum,
ensuring that all mutations, except those with
extreme effects, accumulated over time in a
neutral manner. These lines are known to have
undergone a substantial decline in productivity,
survival to maturity, generation time, and fit-
ness as a consequence of deleterious-mutation
accumulation (12).

Among the 74 MA lines, we analyzed
771,672 bp and observed 26 mutations for a
total mutation rate equal to 1.6 X 1077 per site
per generation (£3.1 X 10~®), or based on an
average generation time of 4 days, 14.3 per site
per My (£2.8). Sixteen of these mutations were
base substitutions (Table 1), yielding a direct
estimate of the mitochondrial mutation rate for
base substitutions equal to 9.7 X 10~ per site
per generation (2.4 X 10~%), or 8.9 per site
per My (£2.2). This observed rate is two orders
of magnitude higher than the phylogenetic es-
timates discussed above and exceeds rates de-
rived from pedigree analyses (/—4). The 16
base substitutions occurred across unique sites
in 15 different MA lines, suggesting that the
observed rate of base substitution is a product
neither of hotspots nor of lines predisposed to
mitochondrial mutation. Furthermore, the ob-
served numbers of lines with 0, 1, and 2 muta-
tions are nearly identical to those expected on
the basis of a Poisson distribution (/3).

Animal mitochondrial DNA (mtDNA) evo-
lution is characterized by a strong bias toward
transition (G<>A or T<>C) substitutions, but it
has been unclear whether this phenomenon is a
consequence of selection or of the baseline
mutational spectrum (74, 15). Comparison of
two natural isolates of C. elegans, N2 (England)
and RC301 (Germany), revealed 27 transitions
and 2 transversions in mtDNA (/6). Similarly,
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among the MA lines, 13 transitions and 3 trans-
versions were observed. Therefore, despite the
near absence of selection in the MA lines a
strong bias toward transitions remains, suggest-
ing that the transition bias observed in phylo-
genetic comparisons is largely a reflection of
the baseline mutation pattern (/7).

Animal mitochondrial genomes also share a
universal strand-specific base compositional
bias (/8). This is reflected in the high frequency
of thymine (T = 46%) and low frequency of
cytosine (C = 9.3%) in the coding strand of C.
elegans mtDNA (9). One hypothesis suggests
that the skewed base composition is maintained
by an underlying directional mutational bias
(19, 20). A stationary base composition main-
tained by directional mutation, coupled with a
strong transition bias, predicts that an equal
number of C—T and T—C transitions should
be observed in the MA lines. However, we
observed eight T—C mutations and only one
C—T mutation, significantly rejecting the hy-
pothesis that the high level of T and low level of
C is maintained by directional mutation (P <
0.05) (Table 1). Our observations are more
consistent with the view that the probability of
mutation is proportional to the frequency of the
base changing and that selection, rather than the
mutational spectrum, is responsible for the uni-
versal base compositional bias.

A nonrandom distribution of substitutions
with respect to coding function is expected in
animal mtDNA evolution. Substitution patterns
in the mitochondrial protein-coding genes
among natural isolates of C. elegans display the
typical bias toward synonymous sites (2/). For
example, between N2 and RC301, 26 synony-
mous substitutions and 3 replacements are ob-
served. By contrast, in the MA lines 9 of the 15
mutations in nonhomopolymeric regions of mi-
tochondrial protein-coding genes alter the ami-
no acid encoded. The significant decrease in the
proportion of synonymous mutations (P <
0.001) in the MA lines suggests a dominant role
for purifying natural selection in the evolution
of the mtDNA protein-coding genes in natural
populations (22). For six of the nine mutations
that change the amino acid encoded in the C.
elegans MA lines, we have determined the
same positions in Caenorhabditis briggsae
(23). Five of these six amino acid residues are
conserved between the two Caenorhabditis
species. Seven of the nine positions are con-
served between C. elegans and the distantly
related nematode Ascaris suum (Table 1).

In addition to the 16 base substitutions, there
are 10 insertion-deletion (indel) mutations
among the MA lines (Table 2), 8 of which are
associated with homopolymeric nucleotide runs
and 1 that occurs in a short repetitive sequence.
Five indels occur in a single stretch of 11
adenine (A) residues between the ATPase6 and
tRNA™* genes. The indel mutation rate at this
site is 3.2 X 10~* per generation (=14 X
10~%), or 0.029 per year (+0.013). These ob-
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servations suggest that simple repetitive se-
quences and specifically homopolymeric nucle-
otide runs are hotspots for indel mutations in C.
elegans mtDNA. It is important to note that the
mitochondrial genome of C. elegans contains
numerous homopolymeric stretches that are
both coding and noncoding. As expected in the
relative absence of selection, coding homopoly-
mers suffer the same mutational mechanisms as
those in noncoding regions (see below). Similar
indel mutations in coding homopolymers of the
human mitochondrial genome have been asso-
ciated with disease (24).

Four of the indels observed in the MA
lines are predicted to drastically alter coding
function (25). Two of the indels, a single-
base deletion in a stretch of eight T residues
in the nicotinamide adenine dinucleotide, re-
duced (NADH) dehydrogenase subunit 1
(ND1) gene in MA96 and a single-base in-
sertion in a run of seven A residues in the
NADH dehydrogenase subunit 4 (ND4) gene
of MA100, result in premature stop codons.
The predicted mutant ND1 and ND4 poly-
peptides are severely truncated and are miss-
ing many highly conserved residues. Al-
though we cannot rule out the presence of
wild-type copies in the mutant lines, the mu-
tant versions of ND1 and ND4 were the only
sequences detected [Web fig. 1 (26)] (27).

A third function-disrupting indel involves a
416-bp deletion in the mitochondrial genome of
MASO, eliminating the entire tRNAP"® gene,
more than one-half of the tRNAS™ gene, and
the first 317 bp of the gene for cytochrome b. In
wild-type sequences, the region deleted in
MASQ is flanked by two homopolymeric A

Table 1. Base substitutions in mtDNA of mutation
accumulation lines. Positions of each mutation are
as in the published sequence (9). AAA indicates a
change in the amino acid encoded. For replace-
ments in MA lines, the amino acids found in C.
briggsae (Cb) and A. suum (As) are given. Sequenc-
es not determined in Cb are designated ND. Inter-
genic region is indicated by IG. Abbreviations for
the amino acid residues are as follows: A, Ala; C,
Cys; D, Asp; E, Glu; F, Phe; G, Gly; L, Leu; M, Met; S,
Ser; T, Thr; and V, Val.

Mutation Line Gene AAA  Cb As
531 C—T 32 ND6 A—V A A

1,453 T—C 91 125 rRNA

2,068 T>C 55 NDI1 Silent

2,386 G—=T 14 NDI1 E—=D E E

3,765 A—G 51 ND2 Silent

5011 G—A 80 Cyt.b A—T A A

7255T—C 79 ND4 Silent

7,756 T-=C 63 IG

8,355 T—C 55 COlI F—L ND F

8393 T—C 28 COI Silent

8,718 T-A 98 COlI C—=S ND C

9,254 T—C 71 COlI F—S ND F
10,042 A—>G 81 COll S—G S E
10,158 T—A 42 COll Silent
11,731 T—>C 27 ND5 M—T L \Y
12,026 G—=A 77 ND5 Silent

stretches (six and seven As, respectively). A
single homopolymer (five As) remains at the
site of the deleted sequences in MAS0. Poly-
merase chain reaction (PCR)-based assays
with primers flanking the deletion suggest that
the mutant form is predominant in this line.
However, by using a primer within the deletion,
wild-type genomes can be detected in MA80
[Web fig. 2, A and B (26)].

A fourth unusual mutation involves the
insertion of one C in the aminoacyl acceptor
stem region of the tRNAA" gene in MA35.
No stem-disrupting mutations are observed in
the tRNA genes among the natural isolates or
between C. elegans and C. briggsae. PCR
assays with primers specific to the wild-type
and mutant forms suggest that MA35 is fixed
for this change [Web fig. 2C (26)]. The most
likely aminoacyl acceptor stem of this mutant
tRNA is predicted to be less thermostable
than the wild-type tRNA and may have an
adverse effect on both translational efficiency
and proper RNA processing in the mitochon-
drion of this MA line.

When assayed for the level of total fitness as
in (12), the four lines with mutations expected
to be most disruptive with respect to coding
function (MA lines 35, 80, 96, and 100) expe-
rience a significantly (P < 0.05) lower intrinsic
rate of increase (0.737 = 0.164 day ') than
nonmutant MA lines (1.087 = 0.039 day ).
Although the average selection coefficient
against mitochondrial indel mutations is 0.32,
further studies will be required to associate
fitness changes with specific mitochondrial mu-
tations. Significant fitness reductions in MA
lines with amino acid replacements were not
detectable at our level of experimental replica-
tion, but the conservation of these sites across
considerable phylogenetic divergence suggests
that they are deleterious enough to be eliminat-
ed in natural populations.

The mutation patterns observed in the MA
lines of C. elegans are similar to those asso-
ciated with human mitochondrial diseases,
including the replacement of highly con-
served amino acids, large deletions, and the
high incidence of frameshift mutations at
coding homopolymer stretches (24, 28). The
mitochondrial mutations isolated in this study

Table 2. Indel mutations in mtDNA of MA lines.
Positions of each mutation are as in the published
sequence (9). Indels in homopolymers are num-
bered according to the first base in the homopoly-
meric stretch.

Mutation MA line(s) Gene(s)
1699 (+1C) 35 tRNAN
2439 (—1T) 9% ND1
3235 (—1A) 2,9, 14,49 IG
3235 (+1A) 52 IG
4400 (—416bp) 80 tRNAS®F, Cyt. b
6699 (+1A) 100 ND4
11918 (—TTA) 99 ND5
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