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The process of gene expression has material costs
caused by the quantities of carbon, nitrogen, sulfur
and phosphorus that are needed to make mRNAs and
proteins. When any such chemical element is ecologi-
cally limiting, mutations increasing these costs can
reduce growth. Here, we ask if such mutations are
‘visible’ to natural selection in the yeast Saccharomyces
cerevisiae. We find that mutations causing small
increases in expression and even single amino acid
replacements can be subject to natural selection on
the basis of their material costs.
Nutrient limitation can influence protein evolution
Over vast regions of the globe, elemental nutrients in-
cluding nitrogen, phosphorus and carbon limit the growth
of organisms and mediate competition between them.
Specific elements often limit growth because they are
needed to make important biomolecules [1]. For example,
mRNAs contain carbon (C), nitrogen (N) and phosphorus
(P) atoms and proteins contain carbon, nitrogen and sulfur
(S) atoms. Protein composition is constrained by natural
selection because proteins need to perform specific func-
tions, but this is not the only compositional constraint.
Natural selection can also influence protein material costs
(e.g. see Refs [2–7]). For example, highly expressed
proteins can contain fewer atoms of ecologically limiting
elements (per amino acid) than other proteins in the same
proteomes [4,6,7]. Currently, we lack a quantitative,
mechanistic explanation for the adaptive evolution of
protein material costs. That is, mutations might affect
material costs by directly changing the number of atoms
required to make a protein, or by changing gene expression
levels. However, we do not know if the resulting changes in
5
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Figure 1. The material costs of gene expression. (a) The fraction of cellular carbon,

nitrogen, sulfur and phosphorus bound in the expression of yeast genes. For

carbon and nitrogen, values shown are the sum of mRNA and protein elemental

content. The vertical line indicates the threshold value (2sc) of material costs where

a mutation is visible to selection during limitation by the nutrient. (b) The

proportion of yeast genes (vertical axis) in which a fractional change in expression

of a given magnitude (horizontal axis) would be visible to natural selection under

limitation by the indicated nutrients, where s = F/2. The data indicate that small

gene expression changes can have evolutionarily significant material costs for

many yeast genes.
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a cellular nutrient budget are ever of a sufficient magni-
tude to be visible to natural selection.

Here, we address this question in the yeast Sacchar-
omyces cerevisiae. To do this, we estimate the C, N, S and P
costs of mutations as a fraction of the total cellular budgets
of these elements. We then relate these costs to a selection
coefficient, s, and determine whether it exceeds a critical
selection coefficient, sc, above which we would expect the
fate of a mutation to be dominated by natural selection.
The goal is to determine whether mutations that are
functionally neutral can affectmaterial costs by a sufficient
amount to be subject to natural selection, given necessary
simplifying assumptions.

Material costs of mRNA and protein synthesis
We began by calculating the material costs of expressing
protein-coding genes. These are the C, N and P costs of
making mRNAs and the C, N and S costs of making
proteins (see supplementary material online for details).
We illustrate these calculations for carbon, but calcu-
lations for other elements proceed similarly. For each
mRNA, we multiplied its abundance, R (number of copies;
from Refs [8,9]), by the number of carbon atoms in a single
copy of the mRNA, CR, to obtain the total carbon cost of
the mRNA (sequence information from Saccharomyces
Genome Database; ftp://genome-ftp.stanford.edu/pub/
yeast/). We then estimated the fractional carbon cost of
the mRNA, FR, as a dimensionless proportion of the total
carbon content of the cell, using information on the
biomass composition of yeast [10]. To estimate the frac-
tional carbon cost of a protein, FP, we carried out analo-
gous calculations, using data for protein abundance (P;
from Ref. [11]) and for the carbon content of the protein in
atoms. We then estimated the carbon cost of expressing
each protein-coding gene (F) as a dimensionless fraction
of total cell carbon by adding the costs of the encoded
mRNA (FR) and protein (FP). Among yeast genes, this
fractional material cost F varies over approximately four
orders of magnitude for C, N and S and over approxi-
mately three orders of magnitude for P (Figure 1a).
Typically, the fractional carbon and nitrogen cost of a
protein is greater than the cost of its corresponding
mRNA (Figure S1).

Only small expression changes are neutral
If a mutation doubles the expression of a gene, the increase
in material cost is equal to the fractional cost of expression,
F . To estimate the effects of such mutations on growth, we
developed a model of nutrient uptake and cellular biosyn-
thesis by an exponentially growing population of yeast (see
supplementary material online). The model shows that,
under strong nutrient limitation, the mutant will have a
growth rate of approximately gM = g(1 � F), where gM is
the growth rate of the mutant and g is the growth rate of
the wild type. The selection coefficient, s, associated with
the mutation is then given by s = 1 �W, where W is the
ratio of the mutant growth rate to the wild-type growth
rate (W = gM/g). It follows that s � 1 � (1 � F), or s � F . In
the supplementary material online, we detail assumptions
that were made in deriving this approximation and con-
sider a range of additional factors, including the turnover
6

of mRNAs and proteins, recycling and the consequences of
errors in our calculations or assumptions. If nutrient
limitation is weaker, such that the cell can increase its
uptake to partially compensate for the increased material
costs, we expect a smaller reduction in the growth rate of
themutant and that s < F . Here, we concentrate on a value
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Figure 2. The material costs of amino acid substitutions. (a) The fraction of cellular

carbon, nitrogen and sulfur associated with a single atom in yeast proteins. The

vertical line indicates the threshold value (2 sc) of material costs where a mutation

is visible to selection during limitation by the nutrient. (b) The proportion of genes

(vertical axis) whereby adding different numbers of carbon or nitrogen atoms

(horizontal axis) to the protein product results in an evolutionarily significant

increase in material costs during limitation by carbon or nitrogen, respectively. The

data indicate that, for a substantial number of genes, single amino acid

substitutions can increase material costs sufficiently to be visible to natural

selection.
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of s = F /2 and present results for s = F and s = F /4 in the
supplementary material online.

For a diploid organism, natural selection and drift have
a similar effect on the fate of a mutation when s � 1/4Ne,
where Ne is the effective population size [12]. We assume
that natural selection will dominate the fate of a mutation
when the selection coefficient is ten-fold greater than this
value (after Refs [13,14]), or when sc = 10/4Ne. For yeast,
we estimated Ne = 3.41 � 106, using data on nucleotide
diversity at synonymous sites [15] and the mutation rate
per nucleotide [16]. This gives a critical selection coefficient
of sc = 7.33 � 10�7. This critical selection coefficient is
adjusted to determine whether mutations are evolutiona-
rily significant where s = F /2 by comparing values of F to
2 sc (Figure 1a).

It is striking that, for most genes (>95%), a doubling of
expression would be visible to selection during limitation
by C, N or S (Figure 1). Because there is no phosphorus in
proteins, the effect of a doubling of expression on phos-
phorus cost is usually less dramatic (Figure 1), although
still visible to selection for 90% of genes under P-limitation.

Mutations can lead to changes in expression of varying
magnitudes. This leads us to ask: how small can a change
in gene expression be and still be visible to natural selec-
tion on the basis of material costs? To test this, we esti-
mated the proportion of yeast genes where a given
fractional change in expression would lead to an evolutio-
narily significant increase in material costs (Figure 1b).
In general, we predict that small proportional increases
in gene expression can have evolutionarily significant
material costs in a substantial proportion of genes
(Figure 1b). For example, where C, N or S is limiting, an
increase of expression by 8% (a fractional increase of 0.08)
would be visible to natural selection in >45% of genes.
Small changes in expression would be evolutionarily sig-
nificant in fewer genes on the basis of P costs (Figure 1b),
although a 40% increase in gene expression would
be visible to natural selection in >50% of genes during
P-limitation.

These analyses indicate that mutations in regulatory
regions causing even small changes in gene expression
levels could be subject to natural selection on the basis
of their material costs, complementing previous obser-
vations for energetic costs of expression [17,18]. They also
indicate that gene duplications can be selected against
owing to increased material costs. If we consider the
specific case of a newly arisen duplicate that is expressed
at a similar level to its parent gene, the resulting increase
in material cost would be equivalent to a doubling in
expression and, for most yeast genes, we would expect
selection against the duplication, particularly if C, N or
S were limiting. Material costs might, therefore, have a
role in determining the fate of some gene duplications,
along with advantages associated with increased dosages
of gene products [19,20], and other non-adaptive evolution-
ary processes [21].

Selection for a single atom change in protein elemental
content
Next, we estimated the fractional material cost of amino
acid substitutions that directly change the cost per
molecule of making a protein. First, we considered substi-
tutions that increased the material cost of a protein by one
atom. If P is the abundance of a protein, then such sub-
stitutions will lead to an increase in cellular material
content of P atoms. We converted this cost to a fraction
of a cellular nutrient content, as we did previously for the
costs of gene expression.

Such single atom costs range over �5 orders of magni-
tude among yeast genes and they are substantially greater
for sulfur than for nitrogen and carbon (Figure 2a). This is
becausemost cellular sulfur occurs in proteins and because
there are typically fewer S atoms in proteins than N or C
atoms (for yeast proteins, the median carbon, nitrogen and
sulfur content is 1952, 525 and 13 atoms, respectively).
Therefore, adding one sulfur atom to a protein has a
relatively large impact on total cellular elemental content.
During limitation by sulfur, an additional sulfur atom
7



Update Trends in Genetics Vol.25 No.1
would be visible to natural selection for a majority (66%) of
proteins. Conversely, during limitation by nitrogen or
carbon, an additional nitrogen or carbon atom would be
visible to natural selection in only 3% and 0.3% of proteins,
respectively.

A single amino acid substitution can add up to three
nitrogen atoms (e.g. Gly!Arg) or up to nine carbon atoms
(Gly!Trp) to a protein. We, therefore, consider the se-
lective consequences of adding different numbers of atoms
to yeast proteins (Figure 2b). The addition of three N atoms
would be visible to natural selection in 8.1% of proteins
during nitrogen limitation and the addition of nine C atoms
would be visible to natural selection in 4.4% of proteins
during carbon limitation.

These calculations help explain how highly expressed
proteins could become depleted in their content of import-
ant elemental nutrients [4,6,7]. They show that natural
selection could oppose increases in the elemental content
of highly expressed genes, even if those increases occur in
small steps of one amino acid substitution at a time. In
particular, previous studies show that the effect of natural
selection on the sulfur content of proteins can be quite
dramatic (e.g. see Refs [2–4,22,23]). This might seem
curious, because sulfur is perhaps less often limiting in
nature than the other nutrients we have considered. How-
ever, we show that if sulfur limitation is encountered, the
potential for natural selection to act on protein sulfur
content is high.

Concluding remarks
Nutrient limitation shapes living systems at essentially
all scales of their organization [1], down to the quantities
of different atoms used in making biopolymers (e.g. see
Refs [4,6,7]). Here, we show how natural selection can
operate on the material costs of gene expression, by show-
ing that mutations increasing the quantities of C, N or S
costs of expression can have large enough impacts on
cellular material content to be opposed by selection. To
do this, we used a framework linking ecological nutrient
limitation and population genetics, to predict the selective
consequences of changes in material costs of gene expres-
sion. In the future, we hope that this framework will be
extended todifferent organisms tounderstandmorebroadly
how material costs shape the evolution of proteins and
genomes.
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