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The molecular basis of melanism and mimicry in a
swallowtail butterfly
P. Bernhardt Koch*, Bettina Behnecke* and Richard H. ffrench-Constant†

Melanism in Lepidoptera, either industrial or in
mimicry, is one of the most commonly cited examples
of natural selection [1,2]. Despite extensive studies of
the frequency and maintenance of melanic genes in
insect populations [1,2], there has been little work on
the underlying molecular mechanisms. Nowhere is
butterfly melanism more striking than in the Eastern
Tiger Swallowtail (Papilio glaucus) of North America
[3–5]. In this species, females can be either yellow
(wild type) or black (melanic). The melanic form is a
Batesian mimic of the distasteful Pipevine Swallowtail
(Battus philenor), which is also black in overall color.
Melanism in P. glaucus is controlled by a single
Y-linked (female) black gene [6]. Melanic females,
therefore, always have melanic daughters. Black
melanin replaces the background yellow in melanic
females. Here, we show that the key enzyme involved
is N-β-alanyl-dopamine-synthase (BAS), which shunts
dopamine from the melanin pathway into the
production of the yellow color pigment papiliochrome
and also provides products for cuticle sclerotization.
In melanic females, this enzyme is suppressed,
leading to abnormal melanization of a formerly yellow
area, and wing scale maturation is also delayed in the
same area. This raises the possibility that either
reduced BAS activity itself is preventing scale
sclerotization (maturation) or, in contrast, that the
delay in scale maturation precludes expression of BAS
at the correct stage. Together, these data show how
changes in expression of a single gene product could
result in multiple wing color phenotypes. The
implications for the genetic control of mimicry in other
Lepidoptera are discussed.
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Results and discussion
Sex-linked melanism and the role of dopa decarboxylase in
the wild-type pattern
In swallowtail butterflies, females can be either wild type
(yellow and black) or melanic (the yellow background is
replaced by dark melanin; Figure 1a,b). The yellow and
orange colors are formed by papiliochromes [7,8], a
pigment group unique to the Papilionidae, and black is
formed by melanin. During wing development in the
pupa, the yellow and orange colors are deposited first and
then the surrounding areas are later melanized black [9].
We have shown previously that both melanin and papil-
iochrome partly stem from a common biochemical
pathway [9]. Thus, dopa decarboxylase (DDC) catalyzes
the conversion of dopa to dopamine, which is a precursor
for both melanin and papiliochrome synthesis (Figure 1c).
As dopamine is required first for the formation of papil-
iochrome and then later for melanin, the Ddc gene is
expressed early in presumptive yellow areas and then later
only in presumptive black areas [9]. This inversion of Ddc
expression explains how a given tissue becomes either
yellow or black, during the course of wild-type develop-
ment, when the synthetic pathways for both colored pig-
ments share the same precursor, namely dopamine. It fails
to explain how formerly yellow wing areas in the wild-type
pattern become melanic in the mutant, however.

BAS effects the switch to the melanic mutant
In Drosophila, null mutants of the gene ebony show black
body phenotypes [10] because of the failure of BAS to cat-
alyze the conversion of dopamine to N-β-alanyl-dopamine
(NBAD). Lack of NBAD, which is required for the produc-
tion of the normally tan-colored cuticle, leads to an excess of
dopamine, which results in abnormal cuticle melanization.
In Papilio, we predicted that BAS would also play a key role
in shunting dopamine out of the melanin pathway into the
papiliochrome-specific part of pigment biosynthesis
(Figure 1c). Therefore, lack of BAS activity throughout
most of the wing could be the key switch between the wild-
type and melanic patterns (Figure 1d). We developed an
assay for BAS activity in wing homogenates of wild-type and
melanic forewings by measuring the incorporation of 14C-β-
alanine into NBAD, separating the 14C-β-alanine label from
the synthesized 14C-NBAD by high performance liquid
chromatography (HPLC) [11]. In wild-type wings, BAS
activity showed a peak at developmental stage IV
(Figure 1e), which corresponds to the peak of papiliochrome
synthesis, whereas, in melanic wings, there was almost a
complete absence of BAS activity (Figure 1f). In these
melanic wings, the low level of BAS activity recorded is
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probably associated with the remaining row of distal yellow
spots still present in the mutant pattern (Figure 1f, arrow).

The observation that suppression of a single enzyme is
involved helps us understand how this phenotype could be
under control of a single Y-linked gene. Nevertheless, we
note that the changes involved in melanism are not only
sex specific but also pattern specific, as not all of the but-
terfly becomes black. Melanic forms of P. glaucus therefore
cannot be simple BAS null mutants like some ebony strains
of Drosophila. We therefore speculate that, in Papilio, the
melanic gene itself (the black gene [6]) must be able to sup-
press BAS activity in both a cell- and sex-specific fashion,
perhaps in response to the dosage of a Y-linked factor. This
hypothesis of cell-specific suppression was supported by an
examination of individual specimens that are ‘gynandro-
morphs’, which show a mosaic of male and female wing
tissues (see cover illustration). When the female tissues
were melanic, a mosaic of melanic (dark brown, female)
and wild-type (yellow and black, male) tissues were seen in
the same specimen. This supports our belief that control of
the melanic gene is both sex specific and cell autonomous.

Scale maturation is delayed in the melanic mutant
We also investigated changes in the rates of scale matura-
tion in the melanic mutant. Pigment synthesis in butterfly
wing scales proceeds in a fixed manner, with colored pig-
ments (in this case, papiliochromes) being laid down first
and the remaining areas then being melanized black or
brown. By air-drying developing wings excised from the
pupa and then sputtering them with gold, the develop-
mental state of wing-scale cells could be readily assessed
using scanning electron microscopy. Thus, scales that had
finished pigmentation and sclerotization (maturation)
remained erect, whereas those that had yet to mature col-
lapsed (Figure 2). Therefore, early in scale maturation,
when no pigment was visible, all the scales in the wing
collapsed upon air-drying (Figure 2a). In the development
of the wild-type color pattern, the presumptive yellow
areas (corresponding to the central wing areas and the row
of yellow marginal spots) matured first (Figure 2b) then,
later, the surrounding black areas matured (Figure 2c). In
contrast, in the melanic mutant, the scales in the pre-
sumptive yellow area of the central forewing failed to
mature early (Figure 2d) and, instead, sclerotized late, at
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Suppression of BAS activity in melanic P. glaucus. (a) Wild-type female
with normal yellow and black pattern. (b) Melanic female in which most
of the yellow background is replaced with black. Note the distal row of
yellow marginal spots that remain. (c) Wild-type biochemical pathway
for the formation of yellow papiliochrome and black melanin. Note how
dopamine is a precursor for both color pigments but that BAS
selectively channels dopamine into papiliochrome synthesis. (d) Melanic
pathway in which BAS activity is suppressed in a tissue-specific fashion

(as indicated by the dashed arrows), leading to a failure to produce
papiliochrome in the central areas of the wing. The corresponding area
is later melanized black. (e,f) BAS activities in wild-type versus melanic
forewings at different developmental times (stages of wing
pigmentation). Note that, in (e) wild-type wings, BAS activity peaked at
developmental stage IV, whereas, (f) in melanic wings, BAS activity was
almost absent. The residual activity in (f) is derived only from formation
of the remaining yellow marginal spots (arrow).
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the same stage as those that were melanized black. The
net result was that scales in an area originally destined to
be yellow matured in the wrong time-frame and were
melanized black or dark brown (Figure 2e). This failure
of the melanic scales to mature early, and the correspond-
ing lack of papiliochrome synthesis (Figure 3a,b), was
documented repeatedly following dissection of several
hundred wild-type and melanic female pupae at different
developmental stages.

These observations raise two interesting alternatives for
the role of BAS in melanism. Firstly, the suppression of
BAS activity in the central areas of the wing may lead
directly to the delay in scale maturation, as products of
BAS activity are also required for scale sclerotization [12].
Alternatively, it may be the delay in scale maturation itself
that excludes BAS activity during the appropriate stage of
pigment synthesis, leading to the failure of papiliochrome
synthesis. In connection with the latter possibility, we
note that the timing of pigment synthesis is set against the
falling titre of ecdysteroid hormones (Figure 3c) found in
the pupa before eclosion [13], perhaps implicating nuclear
ecdysteroid hormone receptors as the key triggers for scale
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Figure 2

Melanism is correlated with a delay in the maturation of wing scales
normally destined to be yellow. (a) Scanning electron micrograph
(SEM) of a wild-type wing at developmental stage VI. At this early
stage, there was no visible coloration on the wing (see inset) and, after
air-drying, all the scale cells collapsed (see SEM magnification) as they
were soft and unpigmented. (b) Wild-type wing at stage IV, which was
the peak of yellow (see inset) papiliochrome synthesis (cross reference
with Figure 1e). At this later stage, scales destined to be yellow (white
arrows indicate yellow spots on the wing margin) were pigmented and
remained erect after air-drying (see inset). (c) Wild-type wing at stage I,
the stage before eclosion. In this final stage, all the scales, both yellow
and black (see inset), were pigmented and remained erect. (d) Melanic
wing at stage IV. Note that, compared with the wild-type wing at the
same stage, the presumptive yellow scales of the central wing (red
arrow linking panels b and d) had failed to become pigmented and
remained soft and collapsed after air-drying, whereas the scales in the
yellow marginal spots (white arrows) had become pigmented.
(e) Melanic wing just before eclosion (stage I) showing final
colouration. This figure shows that melanism is correlated with a delay
in maturation of scales originally destined to be yellow, which are then
abnormally melanized at the same time as those in the black pattern.
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Figure 3

Diagrams relating the differences in BAS activity between wild-type and
melanic P. glaucus to the falling ecdysteroid hormone titre that occurs
before pupal eclosion. (a) Wild-type pattern. Yellow scales mature first,
correlating with a peak in BAS enzyme activity and accompanying
papiliochrome (yellow) synthesis. The scales in the black pattern are then
melanized black. (b) Melanic pattern. The presumptive yellow scales fail
to mature, show low BAS activity and fail to make papiliochrome. These
scales are then abnormally melanized black at the same time as the
normal black pattern. (c) Model showing how the timing of colour
pigment synthesis might be linked to the falling ecdysteroid hormone
concentration in the pupa before eclosion. In this model, papiliochrome
synthesis is triggered early, when the hormone concentration is high;
later, when the hormone concentration is low, melanization occurs. We
speculate that the black gene interferes with this process by modulating
the response of presumptive yellow scales to the falling hormone titre.
One mechanism whereby such a change could occur is through
differential display of hormone receptors (see text for discussion).
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maturation. Therefore, the black gene might modulate the
hormone concentration at which scale development is ini-
tiated by delaying the development of normally yellow
scales, which are then atypically melanized black at a later
stage in maturation (Figure 3c). Such a change could be
effected by a change in display of the associated nuclear
ecdysteroid receptors in the presumptive yellow scales.

Implications for the evolution of fly and butterfly melanism 
To date, studies of butterfly wing-pattern formation have
focused on the development of eyespots [14–16] or hind-
wing–forewing transformation [17,18]. In Drosophila, recent
genetic studies have shown that the ebony gene, which
encodes BAS, is important for regulating wing-vein-driven
melanic patterns [19]. Although we have shown that BAS is
one of the key enzymes suppressed in the melanic pheno-
type in the swallowtail butterfly, this does not prove that
the BAS-encoding gene is the black gene itself. We cannot
also infer directly that Drosophila ebony and Papilio black are
homologs of one another (despite their apparent similarity
in BAS-like function). For example, BAS enzyme activity
in Papilio could be regulated post-translationally, or the
BAS-encoding gene itself could be under sex-linked
control from a different regulatory pathway. Understanding
the regulation of BAS-like activity in Papilio and how it is
altered in melanic mutants may therefore benefit from
further genetic dissection of genes like ebony in Drosophila.
Nevertheless, our data demonstrate a potential biochemi-
cal mechanism whereby a broad color pattern change is
associated with regulation of a single key enzyme activity.
The challenge now in P. glaucus is to determine whether
the BAS-encoding gene is the black gene itself, or whether
BAS activity is regulated by a separate Y-linked factor.

Our results also have implications for two other aspects of
Lepidopteran mimicry. Firstly, mimicry in other species
often involves switches from colored pigments to black
melanin. For example, butterflies of the genus Heliconius
[20] show shifts from colored pigments (red, orange, white
or yellow) to those containing melanin (black). Similar
color pathway ‘switching’ genes may therefore be involved
in pattern changes in other butterfly and moth species,
although the biochemical nature of the colored pigments
themselves may differ between species. Elucidation of
these switch genes may help us to study the molecular
evolution of mimicry itself. Secondly, our observations that
a single genetic factor can affect multiple wing pattern
phenotypes (that is, both rates of scale maturation and
color pattern itself) may also help to explain why such phe-
nomena in other swallowtail species have been labelled as
being under the control of ‘super’ genes [20]. Super genes
have been defined as clusters of two or more genes that are
tightly linked that affect several different components of
the pattern [20]. The demonstration that BAS activity
could regulate scale maturation and, in turn, determine the
final color of the scales themselves shows a potential

mechanism (regulation of scale maturation) whereby mul-
tiple color phenotypes could be effected by control of a
single gene. Thus, different delays in scale maturation can
produce different arrays of color in different species. This
may help explain how multiple color phenotypes could be
regulated by a single genetic factor rather than, as previ-
ously thought, multiple linked genes (or a super gene) reg-
ulating a series of closely related phenotypes.

Acknowledgements
We thank Robert Kelsh for critical comments on the manuscript, and all those
in the laboratory of Sean Carroll for their help and support. This work is sup-
ported by a grant to R.H.ff-C. from the Leverhulme Trust.

References
1. Kettlewell B: Evolution of Melanism. Oxford: Clarendon Press; 1973.
2. Majerus MEN: Melanism: Evolution in Action. Oxford: Oxford

University Press; 1998:338.
3. Clarke CA, Sheppard PM: The genetics of some mimetic forms of

Papilio dardanus, Brown, and Papilio glaucus. Linn J Genet 1959,
56:237-259.

4. Clarke CA, Sheppard PM: The genetics of the mimetic butterfly
Papilio glaucus. Ecology 1962, 43:159-161.

5. Clarke CA, Clarke FMM: Abnormalities of wing pattern in the
Eastern Tiger Swallowtail butterfly, Papilio glaucus. System
Entomol 1983, 8:25-28.

6. Scriber JM, Hagen RH, Lederhouse RC: Genetics of mimicry in the
tiger swallowtail butterflies, Papilio glaucus and P. canadensis
(Lepidoptera: Papilionidae) Evolution 1996, 50:222-236.

7. Umebachi Y: Papiliochrome, a new pigment group of butterfly.
Zool Sci 1985, 2:163-174.

8. Umebachi Y: The third way of dopamine. Trends Comparat
Biochem Physiol 1993, 1:709-720.

9. Koch PB, Keys DN, Rocheleau T, Aronstein K, Blackburn M, Carroll SB,
ffrench-Constant RH: Regulation of dopa decarboxylase expression
during colour pattern formation in wild-type and melanic tiger
swallowtail butterflies. Development 1998, 125:2303-2313.

10. Hovemann BT, Ryseck R-P, Walldorf U, Stortkuhl KF, Dietzel ID,
Dessen E: The Drosophila ebony gene is closely related to
microbial peptide synthetases and shows specific cuticle and
nervous system expression. Gene 1998, 221:1-9.

11. Koch PB, Behnecke B, Weigmann-Lenz M, ffrench-Constant RH: Insect
pigmentation: activities of β-alanyldopamine synthase in wing color
patterns of wild-type and melanic mutants of the swallowtail
butterfly Papilio glaucus Pigment Cell Res 2000, in press. 

12. Sugumaran M: Unified mechanism for sclerotization of insect
cuticle. Adv Insect Physiol 1998, 27:227-334.

13. Koch PB: Colour pattern specific melanin synthesis is controlled
by ecdysteroids via dopa decarboxylase in wings of Precis coenia
(Lepidoptera: Nymphalidae). Eur J Entomol 1995, 92:161-167.

14. Carroll SB, Gates J, Keys DN, Paddock SW, Panganiban GEF,
Selegue JE, Williams JA: Pattern formation and eyespot
determination in butterfly wings. Science 1994, 265:109-114.

15. Brakefield PM, Gates J, Keys D, Kesbeke F, Wijngaarden PJ,
Monteiro A, et al.: Development, plasticity and evolution of butterfly
eyespot patterns. Nature 1996, 384:236-242.

16. Keys DN, Lewis DL, Selegue JE, Pearson BJ, Goodrich LV,
Johnson, RL, et al.: Recruitment of a hedgehog regulatory circuit in
butterfly eyespot evolution. Science 1999, 283:532-534.

17. Weatherbee SD, Nijhout HF, Grunert LW, Halder G, Galant R,
Selegue J, et al.: Ultrabithorax function in butterfly wings and the
evolution of insect wing patterns. Curr Biol 1999, 9:109-115.

18. Lewis DL, DeCamillis MA, Brunetti CR, Halder G, Kassner VA,
Selegue JE, Carroll S: Ectopic gene expression and homeotic
transformations in arthropods using recombinant Sindbis viruses.
Curr Biol 1999, 9:1279-1287.

19. True JR, Edwards KA, Yamamoto D, Carroll SB: Drosophila wing
melanin patterns form by vein-dependent elaboration of
enzymatic prepatterns. Curr Biol 1999, 9:1382-1391.

20. Nijhout HF: The development and evolution of butterfly wing
patterns. In Smithsonian Series in Comparative Evolutionary Biology.
Edited by Funk VA and Cannell PF. Washington and London:
Smithsonian Institution Press; 1991:297.

594 Current Biology Vol 10 No 10

bb10j50.qxd  10/5/00  2:22 pm  Page 594


