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Chromosomal Effects of Rapid
Gene Evolution in Drosophila

melanogaster
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Rapid adaptive fixation of a new favorable mutation is expected to affect neigh-
boring genes along the chromosome. Evolutionary theory predicts that
the chromosomal region would show a reduced level of genetic variation and an
excess of rare alleles. We have confirmed these predictions in a region of the X
chromosome of Drosophila melanogaster that contains a newly evolved gene for
a component of the sperm axoneme. In D. simulans, where the novel gene does not
exist, the pattern of genetic variation is consistent with selection against recurrent
deleterious mutations. These findings imply that the pattern of genetic variation
along a chromosome may be useful for inferring its evolutionary history and for
revealing regions in which recent adaptive fixations have taken place.

We have previously described the de novo evo-
lution of a gene in the lineage of D. melano-
gaster (1). This gene, denoted Sdic, encodes a
novel intermediate chain in a sperm-specific
axonemal dynein. Changes that led to the cre-
ation of Sdic during the short evolutionary his-
tory of D. melanogaster [about 3 million years
(2)] exhibit evidence for adaptive evolution.
The gene was created from duplicated—and
hence dispensable—copies of the genes for an-
nexin X (AnnX ) and the cytoplasmic dynein
intermediate chain (Cdic). Three large deletions
led to the fusion of the duplicated genes, where-
upon a series of smaller deletions and nucleo-
tide substitutions fashioned a new amino end of
the Sdic polypeptide and created motifs char-
acteristic of known axonemal dynein interme-
diate chains. The regulatory region of Sdic,
including a spermatocyte-specific promoter el-
ement, also evolved from AnnX and Cdic se-
quences (1).

In principle, the evolutionary changes in
Sdic could have taken place relatively rapidly

during and immediately following speciation
(3). In this case, current selection pressure on
Sdic should be mainly to eliminate deleteri-
ous mutations. However, Sdic still appears to
be evolving rapidly, as evidenced by the fact
that the ratio of replacement to synonymous
polymorphisms is in excess of 2 :1 [(1) and
additional data shown below].

The evidence for ongoing positive selec-
tion of Sdic prompted us to examine genetic
variation in the surrounding genomic region
to determine whether the theoretically pre-
dicted consequences of a rapid adaptive fix-
ation (selective sweep) could be detected.
The key issue is whether selection has been
sufficiently recent and strong enough to yield
a statistically significant deviation from the
pattern of genetic variation that would be
expected from nearly neutral polymorphisms
affected only by random genetic drift, as well
as selection against linked deleterious muta-
tions [“background selection” (4, 5)]. Strong
positive selection increases the frequency of a
new favorable mutation and displaces linked
nucleotide polymorphisms in the process (6).
Theory predicts that a recent selective sweep
should create a characteristic “trough” in the
level of polymorphism in a region that in-
cludes the selected gene (7), as well as an
excess of “singleton” polymorphisms (those
present in only one sequence in the sample).
On the other hand, theory also indicates that
levels of polymorphism should be restored rel-

atively rapidly after a selective sweep. The time
required for effective recovery of Tajima’s D
(8) is approximately 2N generations, where N is
the effective population number; in D. melano-
gaster 2N generations are about 80,000 years.
Tajima’s D (9) is a conventional measure that
compares the nucleotide diversity (pairwise dif-
ferences) in a sample with the proportion of
polymorphic sites, and it is negative when there
is an excess of low-frequency polymorphisms,
such as singletons.

To look for evidence of a selective sweep,
we examined the spatial distribution of poly-
morphisms in the region at the base of the X
chromosome that includes Sdic in D. mela-
nogaster. The same analysis was carried out
in the homologous region of the sibling spe-
cies D. simulans, which lacks the Sdic gene.
The pattern of polymorphism in D. simulans
serves as a control, since there is no a priori
reason to expect a recent selective sweep.

We sampled genes from polytene chromo-
some bands 18E1 to 20D. Messenger RNAs
from 11 genes in D. melanogaster and 10 genes
in D. simulans were reverse-transcribed, and
the products were amplified by the polymerase
chain reaction (PCR) and sequenced. Our anal-
ysis is based on an average of 903 base pairs per
gene in each of 15 strains of D. melanogaster
and 834 base pairs per gene in each of 7 strains
of D. simulans (10). The analysis was confined
to synonymous polymorphisms to eliminate
possible artifacts due to different selective con-
straints or rates of amino acid replacement
among the proteins.

To analyze the distribution of polymor-
phism along the chromosome, we used logis-
tic regression. For each gene, let W(x) be the
number of segregating synonymous sites and
L(x) be the total number of synonymous sites
in the sample. In these functions, x corre-
sponds to the relative position of the gene in
the chromosome. Under a simple model of
background selection, the fraction of segre-
gating sites, S(x) 5 W(x)/L(x), should de-
crease monotonically as x moves from the
euchromatin of the X chromosome toward
and into the pericentromeric heterochroma-
tin, owing to the progressive decrease in the
rate of recombination and effective popula-
tion size (11). The logistic regression model
is used rather than an ordinary linear regres-
sion of S on x, because S is necessarily
bounded on (0, 1). This feature favors anal-
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ysis of S rather than derivative quantities,
such as u (12), even though, in the present
case, the logistic regressions would be equiv-
alent because the sample size is the same for
all genes.

Maximum likelihood was used for param-
eter estimation and hypotheses testing. For
each gene, define Ŝ(x) as the predicted prob-
ability of polymorphism, given a logistic
model as an nth order polynomial function
in x:

logF Ŝ~ x!

1 2 Ŝ~ x!
G 5 O

i50

n

bix
i

Under a model of background selection, with
no effects of selective sweeps, the only param-
eters that should differ significantly from 0 are
b0 and b1, the intercept and coefficient of x,
respectively. In contrast, if in the recent past
there has been a selective sweep, then we would
expect that a significantly better fit would be
provided by a model with quadratic and cubic
terms. These terms would reflect the expected
trough in the level of polymorphism across the
region, but higher order terms would not nec-
essarily be expected to be significant.

The data from D. simulans are shown in
Table 1 and those from D. melanogaster, in
Table 2. The genes are listed in order along the
X chromosome from distal to proximal with
respect to the centromeric heterochromatin. The
sequenced region of each gene is indicated,
along with the number of synonymous nucleo-
tide sites in the region and the observed number
of polymorphic synonymous sites. For synony-
mous nucleotide sites, usyn is the nucleotide
polymorphism, estimated from S and the sam-
ple size (9); the parameter psyn is estimated as
the average proportion of pairwise differences
per synonymous site. For neutral alleles in mu-
tation-drift equilibrium, usyn 5 psyn5 4Nm,
where N is the effective population size and m
the nucleotide mutation rate (9).

The results of the logistic regression analy-

ses are shown in the curves in Fig. 1, along with
their 50% confidence bands (13). In D. simulans
(Fig. 1A), we find a monotonic decrease in
nucleotide polymorphism as the genetic markers
approach the centromeric heterochromatin. This
pattern has previously been described in regions
of low recombination in Drosophila (14), which
includes the centromeric heterochromatin, and
has been attributed to increased efficiency of
both selective sweeps and background selection
in such regions (15). In D. melanogaster (Fig.
1B), the level of polymorphism shows the de-
pression in a region near Sdic that we predict
based on the evidence for positive selection of
this gene. This trough in the level of polymor-
phism is consistent with a recent selective sweep
in the region. A recent selective sweep is also
implied by the frequency spectrum of the poly-
morphisms. For the 10 D. melanogaster genes
with one or more polymorphic nucleotides (Ta-
ble 2), 7 show an excess of singleton polymor-
phisms, indicated by the negative value of Ta-
jima’s D. Although there are so few polymor-
phisms that none of the individual values of D is
significantly different from 0, across the region
as a whole, a one-tailed nonparametric Wilcox-
on signed-rank test for Tajima’s D is significant
(P 5 0.04 for silent sites, P 5 0.01 for all sites).
In contrast, neither test yields a significant value
of D for the data from D. simulans (P 5 0.44
and P 5 0.28, respectively).

Significance tests for the coefficients in the
logistic regressions are given in Table 3. The
test statistic is the difference in the log-likeli-
hood of the data based on polynomial regres-
sions of different order, which is approximately
chi-square distributed with degrees of freedom
equal to the difference in the order of the poly-
nomials (16). For the D. simulans data, the
linear regression is significant, and no higher
order terms improve the goodness of fit. On
the other hand, in the D. melanogaster regres-
sion, both linear and cubic terms are signifi-
cant, and no higher order terms are signifi-
cant. The cubic term is needed to fit the

trough of polymorphism in the Sdic region.
In summary, our prediction that Sdic has

undergone one or more recent selective sweeps
is supported by two independent features of the
data. The first is the significant depression in
the level of polymorphism near polytene chro-
mosome region 19A (Fig. 1B), and the second
is the frequency spectrum of polymorphisms
skewed toward rare alleles including singletons
(Table 2). Neither of these patterns is observed
in the homologous chromosomal region in the
sibling species D. simulans (Fig. 1A and Table
1). These analyses were based on silent sites

Fig. 1. (A) Results from D. similans showing a
monotonic decrease in the proportion of poly-
morphic sites (S) as a function of gene location
at the base of the X chromosome. (B) Results
from D. melanogaster showing a significant
trough in the proportion of polymorphic sites
(S) in the region around Sdic. The delimiter on
each point is the approximate 50% confidence
interval.

Table 1. Segregating synonymous sites in D. simulans.

Gene
Sequenced

region
(codons)

Synonymous
sites (n)

Segregating synonymous sites

usyn psyn D
Observed

(n)
Proportion

of (S)
Expected
(n 5 1)

Zw 130–354 140 4 0.029 5.41 0.012 0.012 20.042
Bap 258–557 175 7 0.040 6.68 0.016 0.013 21.210
AnnX 42–245 142 6 0.042 4.51 0.017 0.020 0.841
Cdic 42–150 and

423–614
228 6 0.026 7.05 0.011 0.011 0.156

Pp4-19C 29–259 168 7 0.042 4.78 0.017 0.019 0.686
run 72–380 226 4 0.018 5.29 0.007 0.007 20.314
shakB 79–342 169 1 0.006 3.81 0.002 0.002 21.007
tty 182–508 251 7 0.028 5.02 0.011 0.011 20.347
slgA 103–394 204 5 0.025 3.67 0.011 0.012 0.707
su( f) 353–679 232 2 0.009 2.78 0.004 0.004 0.212

Total 49 49
P value in x2 test 0.587
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alone. Yet another indication of ongoing selec-
tion for Sdic is evident in the fact that Sdic
accounts for 46% of the nonsynonymous poly-
morphisms but only 15% of the nonsynony-
mous sites (P ' 0.001), whereas the level of
synonymous polymorphism in Sdic is one of
the lowest of the genes examined. Furthermore,
nonsynonymous changes account for 70% of
the Sdic polymorphisms, which is much higher
than the average of 26% for other genes in D.
melanogaster (17).

These findings confirm our prediction that
the newly evolved Sdic gene has undergone one
or more recent selective sweeps. The more gen-
eral significance of the findings is the demon-
stration that natural selection for improved gene
function may often be of sufficient magnitude to
cause the level of polymorphism to be markedly
reduced in or near the target of selection and to
generate a distinctive frequency spectrum
skewed toward rare alleles including singletons.
Analysis of genetic variation across contiguous
regions of the genome may therefore be a prom-
ising approach for identifying the locations of
recently selected genes in Drosophila and other
organisms.
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Table 2. Segregating synonymous sites in D. melanogaster.

Gene
Sequenced

region
(codons)

Synonymous
sites (n)

Segregating synonymous sites

usyn psyn D
Observed

(n)
Proportion

of (S)
Expected
(n 5 3)

Zw 30–356 153 9 0.059 8.61 0.019 0.019 20.131
Bap 249–568 149 7 0.047 7.62 0.015 0.013 20.568
AnnX 44–245 142 7 0.049 3.51 0.015 0.010 21.259
Sdic 9–201 and

302–497
286 4 0.014 6.89 0.004 0.004 0.062

Cdic 14–150 and
450–600

215 5 0.023 5.18 0.007 0.008 0.433

Pp4-19C 37–257 84 1 0.012 2.04 0.004 0.003 20.330
run 36–380 159 9 0.057 4.89 0.018 0.016 20.426
shakB 79–328 160 2 0.013 5.08 0.004 0.002 21.470
tty 184–491 150 4 0.027 4.59 0.008 0.007 20.372
slgA 69–394 115 3 0.026 2.57 0.008 0.008 0.147
su( f) 344–679 232 0 0 0.02 0 0 0

Total 51 51
P value in x2 test 0.179

Table 3. Results of log-likelihood ratio tests.

Comparison
Degrees of

freedom
D. simulans

D.
melanogaster

Linear fit versus constant 1 5.40 (P , 0.02) 10.55 (P , 0.01)
Cubic fit versus linear fit 2 0.20 (P ' 0.90) 8.98 (P , 0.02)

Quadratic fit versus linear fit 1 0.18 (P ' 0.67) 0.75 (P ' 0.39)
Cubic fit versus quadratic fit 1 0.02 (P ' 0.89) 8.23 (P , 0.01)

Higher order fit versus cubic fit 3 2.52 (P ' 0.48) 0.87 (P ' 0.84)
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