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The butterfly Heliconius erato can see from the UV to the red part of
the light spectrum with color vision proven from 440 to 640 nm. Its
eye is known to contain three visual pigments, rhodopsins, produced
byan11-cis-3-hydroxyretinal chromophore togetherwith longwave-
length (LWRh), blue (BRh) and UV (UVRh1) opsins. We now find that
H. erato has a second UV opsin mRNA (UVRh2)—a previously unde-
scribedduplicationof thisgeneamongLepidoptera.To investigate its
evolutionaryorigin,wescreenedeye cDNAs from14butterfly species
in the subfamily Heliconiinae and found both copies only among
Heliconius. Phylogeny-based tests of selection indicate positive selec-
tion of UVRh2 following duplication, and some of the positively
selectedsites correspondtovertebratevisualpigment spectral tuning
residues. Epi-microspectrophotometry reveals two UV-absorbing
rhodopsins in the H. erato eye with λmax = 355 nm and 398 nm.
Along with the additional UV opsin, Heliconius have also evolved 3-
hydroxy-DL-kynurenine (3-OHK)-based yellow wing pigments not
found in close relatives. Visual models of how butterflies perceive
wing color variation indicate this has resulted in an expansion of
the number of distinguishable yellow colors on Heliconius wings.
Functional diversification of the UV-sensitive visual pigments
may help explain why the yellow wing pigments of Heliconius are
so colorful in theUV range compared to the yellowpigments of close
relatives lacking the UV opsin duplicate.
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Evolutionary biologists have long framed our understanding of
morphological variation between closely related species like the

wing color patterns of butterflies or bright plumage of birds as
products of both natural and sexual selection (1). Yet from the
beginning of the field 150 years ago, Darwin and others wondered
about the contribution of the sensory mechanisms of animals to the
process ofmorphological differentiation between species.Whereas
there ismuch evidence to suggest that the visual systems and signals
of aquatic animals (especially fish) evolve in tandem, the extent to
which suchcorrelatedevolutionexists in terrestrial animals is largely
an open question. Except for mammals (2), simply not enough has
been known about either the physiological or genetic basis of vision
in groups of closely related animals to probe this relationship.
Correlated evolution between butterfly wing pigment color and
visual pigments has never been demonstrated, so we sought to
examine whether such a relationship might exist.
We focused our efforts on the visual pigments and wing pigments

inHeliconius or “passion-vine” butterflies and their close relatives.
Heliconius form numerous mimetic color-pattern races throughout
Mexico and Central and South America and are an example of an
adaptive radiation (3). Like other terrestrial animals, passion-vine
butterflies rely on visual cues when searching for food (4) and
potential mates (4–8). Unlike most other butterflies, there is the
added selection pressure that they must also recognize conspecific
from heterospecific comimics to successfully reproduce (9).

Early work on Heliconius erato identified three major photo-
receptor types in the compoundeyewith spectral sensitivity peaks at
370 nm (but see below), 470 nm, and 560–570 nm (10, 11). Elec-
troretinograms (12, 13) and electrophysiological recordings in the
brain (5) further indicated a second long wavelength receptor with
peak sensitivity at 610–640 nm.
Opsins together with an 11-cis-3-hydroxyretinal chromophore

comprise the visual pigments found in thephotoreceptor cells of the
adult compound eye of butterflies (14). Through cDNA screening
we previously characterized three opsin-encoding mRNAs from
H. erato that cluster with other known insect long wavelength-
(LWRh), blue- (BRh), andUV-sensitive (UVRh) opsins (15).As in
other butterflies, the ommatidial units of the H. erato eye contain
nine photoreceptor cells, R1–R9. We found the R1 and R2 pho-
toreceptor cells express either UVRh or BRhmRNAs and the R3–
R8 photoreceptor cells express LWRh. In total, we found three
subtypes of ommatidia in the main retina with respect to opsin
mRNA expression: UVRh-BRh-LWRh, UVRh-UVRh-LWRh, and
BRh-BRh-LWRh (15).
In addition to these three rhodopsins, the H. erato eye contains

non-opsin red filter pigments in the photoreceptor cells of some
ommatidia but not others (15). These pigments selectively absorb
short wavelength light and produce the red-colored ommatidia
observed in the butterflies’ eye glow (15, 16). Yellow facets corre-
spond to ommatidia that lack the red filter pigment. Because all R3–
R8 cells in the main retina contain one LWRh rhodopsin with a
wavelength of peakabsorbance λmax=555nm(17), twokinds of long
wavelength receptor are present in the eye: the photoreceptor class
expressing the LWRh opsin alone and the ∼620 nm photoreceptor
class producedby colocalizationofLWRhwith the redfilter pigment.
These studies bring the total number of known photoreceptor

classes in the H. erato eye to four but there are hints in older work
that theremay bemore. Spectral sensitivity of the compound eye of
Heliconius numatameasured by electroretinograms indicated three
major peaks at 370 nm, 470 nm, and 570 nm (11), identical to those
observed inH. erato. Intriguingly, intracellular recordings indicated
an additional photoreceptor type at 390 nm (18). This suggests the
presence of twoUV receptors in the eye ofH. numata but until now
molecular evidence for two UV opsins has been lacking.
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Because only oneUVopsin has been reported inother butterflies
(19–21), we were surprised to find a second UV opsin transcript
(UVRh2) in the course of screening H. erato eye cDNA (22). We
investigate the evolutionary origins of UVRh2 by screening eye
cDNAs from eight additionalHeliconius species representing each
of the major lineages in the genus and five basal heliconiines. We
examine the selective forces shaping the evolution of this previously
unreported duplicate gene and put the amino acid changes fol-
lowing duplication into a structural context by homology modeling.
We then provide unique physiological evidence for the presence of
two UV-absorbing rhodopsins in the eye of H. erato and reanalyze
the older electrophysiological work in light of our findings. Lastly,
we examine the hypothesis that wing pigment coloration in the UV
ismore likely to occur in species with twoUVopsins than in species
with only one.

Results and Discussion
Heliconius Have a Second UV Opsin Gene that Is Positively Selected.
The two H. erato UV opsin cDNAs, UVRh1 and UVRh2, encode
proteins 378 amino acids in lengthwith a sequence identity of 86%.
Together with LWRh and BRh opsin mRNAs (see ref. 15), the
H. erato eye contains four visual pigments. This finding contrasts
with the visual system of all other butterflies studied (23) in which
only one UV opsin mRNA is expressed in the retina.
We screened cDNAs from five species belonging to different

genera in the Heliconiinae and eight additional Heliconius species
representing the major lineages within the genus (24) to pinpoint
theorigins of thenovel opsin (TableS1).OnlyoneUVopsinmRNA
was detected in the eyes of the non-Heliconius butterflies, whereas
copies of bothUVRh1 andUVRh2were found in all nineHeliconius
species examined (Fig. 1). Phylogenetic reconstruction of the UV
opsin family of nymphalid butterflies (Fig. 1) showed good (73%)
bootstrap support for a single clade of Heliconius UV opsins that
includes both UVRh1 and UVRh2. Support for individual UVRh1
andUVRh2 clades reached 92 and 96%, respectively. These results
suggest that theevolutionaryoriginof the geneduplicationoccurred
at the base of the genus Heliconius.
A longer branch leads to the UVRh2 clade compared to the

UVRh1 clade.To testwhether thismight represent adaptive change,
we performed a phylogeny-based test of selection (25). We found
that a branch-sitesmodel of evolution, one that permitted along the
branch leading to UVRh2 (indicated by a star in Fig. 1) a class of
positively selected codon with nonsynonymous-to-synonymous
substitution rate ratio (ω)>1,was a significantly betterfit to thedata
(likelihood score=−7375.33) thanabranch-sitesmodel (likelihood
score = −7381.31) in which this class of codon was restricted to
having ω= 1 (likelihood ratio test, LRT = 2Δℓ= 12.0, df = 1, P =
0.0005). Since theLRTsuggested thepresenceofpositively selected
sites, themethod ofBayes empiricalBayes (26)was implemented to
calculate posterior probabilities for site classes on the positively
selected branch. A total of 28 codons were identified as having a
≥95%posterior probability ofω> 1 along the branch leading to the
UVRh2 clade (Table S2).

Positively Selected Sites Map to the Chromophore Binding Pocket. To
examine the distribution of positively selected amino acids in rela-
tion to the chromophore, a homology model was made of both UV
opsins against the bovine rhodopsin crystal structure (27). Of the 28
identified positively selected sites, 19 fall in transmembrane
domains, 4 correspond to known spectral tuning sites in vertebrate
visual pigments, and several contain the class of substitution that
causes spectral tuning effects: amino acids 180, 227, 230, and 277 in
the human red cone pigment numbering system (Fig. 1 Inset and
Table S2). Most notably, the two Heliconius pigments differ in
having amino acid changes A180T and F277Y, homologous to
naturally occurring polymorphic sites in primate cone pigments. In
site-directed mutagenesis experiments, amino acid changes A180S
andF277Y increased λmax values of the human green pigment by∼7

and 10 nm, respectively, and the effects of these amino acid sub-
stitutions on λmax were approximately additive (28, 29). The human
red and green cone pigments are also polymorphic at minor tuning
site 230 (29) whereas UVRh1 and UVRh2 differ by amino acid
change F230I.
Positively selected amino acid 227 is in close proximity to the

chromophore (27). Mutations at site 227 (equivalent to H211F and
H211C in bovine rhodopsin) reduce λmax values by 3 and 5 nm,
respectively (30). TheUVopsins ofH.melpomene,H. sapho, andH.
numata differ by amino acid change A227S, which may also affect
spectral tuning because it involves the substitution of a hydroxyl for
a nonhydroxyl-bearing residue. Lastly, we note that the pigments
differ by a S141A change, though this site was not identified as
positively selected. Substitutions at this site are associated with
autosomal dominant retinitis pigmentosa in humans and an L141A
substitution caused a 3-nm spectral shift in in vitro studies (31).

H. erato Has Two UV-Absorbing Rhodopsins in the Eye. To investigate
further the presence of two functionally distinct rhodopsins
implied by our homology modeling data, we analyzed epi-
microspectrophotometric data obtained from the eyes of H. erato
compared to similar data obtained from the eyes ofDryas iulia.We
used similar procedures to those used to obtain λmax for the UV
rhodopsin of other butterflies (see refs. 20, 32) and found evidence
for two UV-absorbing rhodopsins in H. erato, with λmax = 355 nm

Fig. 1. Gene tree of UV opsins from Heliconiinae and outgroup taxa. Based
upon maximum likelihood analysis of 1,134 characters using GTR + Γ + I
model with gamma-shape parameter = 1.932 and proportion of invariant
sites = 0.485. All codon positions were used in the reconstruction and the
reliability of the tree was tested using 500 bootstrap replicates. Bar corre-
sponds to the number of substitutions/site. Star indicates positively selected
branch leading to orange UVRh2 clade. (Inset) Homology model of Heli-
conius erato UVRh2 opsin. Positively selected sites in close proximity to the
chromophore indicated by magenta, retinal chromophore indicated by
orange. Residues 60, 141, 179, 202, 225, 228, and 289 correspond to human
red cone pigment residues 59, 141, 180, 202, 227, 230, and 277.
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and 398 nm, and evidence for only oneUV-absorbing rhodopsin in
D. iulia, with λmax = 385 nm (Fig. 2). We also reanalyzed the older
electrophysiological data for H. numata (11, 18) and found that
these data are best fit using least-squares regression by a model in
which four rhodopsins are present in the eye, rather than three,
with λmax = 349 ± 6 nm, 399 ± 3 nm, 467 ± 2 nm, and 554 ± 3 nm,
respectively (SI Text and Fig. S1).

Duplicate UV Opsins in the Eyes Co-Occur with UV-Yellow Pigments on
the Wings. All butterflies examined prior to this study have a single
UV-absorbing visual pigment. Together with blue and green
receptors, this implies that butterflies can see from 300 to 600 nm
or greater. Adding one type of photoreceptor and appropriate
neuronal wiring typically means increasing color discrimination.
The fact that the UV opsin duplicates we describe here have been
selectively maintained withinHeliconius predicts that color signals
for mating, foraging, and egg laying may be more variable in the
spectral range of 310–390 nm,whichmay be better discriminated if
there is more than one receptor type sampling this part of the
spectrum. Following this prediction, we measured 506 wing
reflectance spectra from the nineHeliconius species fromwhichwe
cloned the opsins and compared them with 290 wing reflectance
spectra from the five non-Heliconius species (Table S1).
What is striking is that Heliconius do indeed have wing colors

with more spectral variation in the UV compared to the other
heliconiine species (Fig. 3 A–D and Fig. S2). To quantify this
variation, we first averaged spectral reflectance data sampled
from the same wing location from n = 3–14 individuals per
species and then calculated both slope and maximum reflectance
in the 310–390 nm (UV) range for each of these averaged
spectra. For a reflectance spectrum to be considered variable in
the UV, the maximum reflectance and slope needed to exceed a
threshold, so that the strength of the UV signal is significantly
high enough for visual perception (SI Text).
We found unexpectedly that the yellow wing pigments of Heli-

conius contributed the most to their spectral variability in the UV.
The reflectance spectra of these yellow pigments, apparently

composed primarily of 3-hydroxy-DL-kynurenine (3-OHK) (33),
are fundamentally different from those of other heliconiine but-
terflies in the UV (analogous to the difference in human vision
between purple, a mixture of red and blue, and red) (Fig. 3 A and
C). To examine whether this difference in fact extends to other
closely related heliconiines not sampled for opsins, we measured
222 wing reflectance spectra from five additional species of
Eueides, the sister genus to Heliconius (Fig. 3C), with prominent
yellow on the wings (a yellow which is purportedly not 3-OHK)
(34), as well as the subspecies Agraulis vanillae lucina and Podo-

Fig. 2. Densitometric analysis of anepi-microspectrophotometric reflectance
spectrum of Heliconius erato and Dryas iulia eyeshine. Solid black circles,
H. erato experimental eyeshine data. Open circles, spectrum after having
computationally stripped optical density (OD) 0.40 of rhodopsin with λmax =
555 (R555); open triangles, spectrum after then stripping OD 1.20 of R470;
stars, spectrum after having also stripped OD 1.62 of R398; open squares,
spectrum after having also stripped OD 0.73 of R355. (Inset) Solid black circles,
D. iulia experimental eyeshine data. Open circles, spectrum after having
computationally stripped OD 1.7 of R555; open triangles, spectrum after then
stripping OD 0.6 of R470; open squares, spectrum after having also stripped
OD 1.2 of R385. The squares represent the average reflectance spectrum of
tracheolar tapeta that optically terminate each rhabdom.
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tricha telesiphe, a close relative to D. iulia (Table S1). In all
instances, except for the forewing dorsal patches of Eueides heli-
conioides (Fig. S2) where there is minor variation in the UV, the
yellow of non-Heliconius are flat below 450 nm (Fig. 3C).
To further explore the biochemical basis of the observed dif-

ferences in color we performed UV-visible spectrophotometry
and mass spectrometry on the yellow pigments extracted from
the wings of Heliconius erato, H. melpomene, Eueides thales, E.
surdus, and E. heliconioides (SI Text) and found that whereas the
yellow wing pigments of the two Heliconius do indeed contain 3-
OHK, this pigment is completely absent from the wings of the
three Eueides species (Figs. S3 and S4).
To understand the possible functional advantage of deploying 3-

OHK yellow on the wings compared to the other yellow pigments,
we next modeled the color space of all possible classes of trichro-
matic ommatidia of H. erato and D. iulia using a receptor noise
model (35) that has been used to model the visual system of other
butterflies (36). We divided all yellow reflectance spectra into two
categories, Heliconius yellow and non-Heliconius yellow and cal-
culated color differences (ΔS) in units of just noticeable differences
(JNDs) for all pairwise comparisons within each of these categories
under field measurements of the forest shade (Fig. 4A) and open
habitat (Fig. 4B) illuminating conditions where we observed heli-
coniines to fly (Figs. S5 and SI Text). The ΔS values represent the
Euclidean distance separating two colors in Heliconius or Dryas
color space and numbers exceeding a threshold represent colors
that are more likely to be discriminated. To our surprise, we found
for both visual systems a higher percentage of pairs of Heliconius
yellows differed by one, two, and three JNDs compared to non-
Heliconius yellows under both dim (Fig. 4) and bright illumination
(Table S3) making it very likely that more of these colors can be
discriminated. This indicates by evolving a new mechanism for
producing yellow, Heliconius has likely increased the number of
distinct yellow colors on the wing compared to non-Heliconius
species.We also found that under all conditions studied except one,
Heliconiusmay have a slight advantage over Dryas if they compare
signals from photoreceptor cells expressing UVRh1, UVRh2,
and LWRh, especially when discriminating Heliconius from non-
Heliconius yellows (Fig. S6 and Table S3). It is also plausible that
other combinations of photoreceptors are used for species recog-
nition, in which case theDryas visual systemmay be superior (Table
S3). Ineither case, itwill be intriguing to seewhether thesemodeling
results can be validated using behavioral tests.
These results strongly suggest that Heliconius have in their

molecular evolutionary toolkit the ability to deploy distinct yellow
colors on the wings, and assuming they are used for species recog-
nition, novel UVopsins in their eyes thatmay help them distinguish
theseUVyellows fromother yellows, conferring on thema selective
advantage. As Fig. S6 indicates, this color difference may be espe-
cially significant for identifying conspecific from heterospecific co-
mimics, such as Eueides isabella, which has a yellow that is com-
pletely flat in the UV range compared to its co-mimic H. numata
(Fig. 3A andC) with a yellow that contains a UV component. Even
within the genusHeliconius, where both UV receptors are present,
co-mimics that toour eyes looksimilarmay in fact bedistinguishable
through the eyes of Heliconius.
Because two UV photoreceptors in the eye might enhance dis-

crimination of yellow wing pigments with a UV component from
yellow pigments without, wewere interested in asking whetherUV-
yellow wing pigments are more likely to evolve in the presence of
two UV opsins than in the presence of only one. Using a species
phylogeny derived from independent molecular characters (24), we
classified species into discrete categories according to whether they
had oneUVopsin or two, and according towhether they had yellow
pigments with a UV component or yellow pigments without. We
reconstructed ancestral statesusingmaximumparsimonyand found
that the UV opsin duplication likely occurred in the ancestor to
extantHeliconius (Fig. 3E, Left), coincident with the appearance of

theUV-yellowwing pigments (Fig. 3A andE,Right, and Fig. S2). A
likelihood-based test of correlated trait evolution (37) indicated
that theUV-yellowpigmentwasmore likely to occur on thewings of
species whose eyes contain two UV visual pigments than in species
whose eyes contained only one (P = 0.01) (Fig. 3E). We found the
correlation to hold as well when extended to all UV colors (P =
0.004), although we note that while intriguing, evidence for corre-
lated trait evolution does not establish causality.
Heliconius are known to use wing color as a cue in mate recog-

nition (4, 7, 38) and between two closely related species, recognizing
the mimetic color pattern of one another is important in repro-
ductively isolating the species in hybrid zones (7). Even between
H. erato races with differing wing color patterns, butterfly paper
models lacking UV reflecting components were less attractive to
males, whose ownwings containedUVreflecting components, than
were models made with hexane-washed odorless real wings that
contained UV components (9). This suggests that spectral proper-
ties ofH. erato wings in the UVmay play an important role in mate
recognition, in the context of males choosing among different wing
color races of their own species. InHeliconius pachinus and its sister
species the polymorphicH. cydno, yellowmales prefer to mate with
yellow females, facilitated by a strong genetic association between
these traits (8). In these and other Heliconius, mate preferences
have been shown to co-evolvewithwing color (39).Our discovery of
spectrally distinct UV rhodopsins in the eyes ofHeliconius suggests
a possible sensory mechanism for discriminating the striking Heli-
conius yellows andotherUVcolors fromsimilar colors lackingaUV
component, further facilitating the link between cue and prefer-
ence, and contributing to adaptive radiation of the genus.

Conclusion
In conclusion, we provide molecular and physiological evidence
for two distinct UV-absorbing visual pigments in the adult
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compound eye of H. erato and evidence that one of these genes,
UVRh2, evolved via positive selection following recent duplica-
tion. We also provide statistical and biochemical evidence that a
molecular evolutionary innovation in the eyes of Heliconius has
evolved coincidentally with wing pigment coloration in the UV.
Importantly, we show using environmental light measurements
and computational modeling that by deploying the novel 3-
OHK-based pigment, Heliconius has significantly expanded the
palette of discriminable colors used on their wings compared to
close relatives. This is in contrast to other examples of adaptive
evolution from visual ecology where a spectral shift in the λmax of
a single visual pigment has been linked to an increase in sensi-
tivity to a conspecific color signal, as in the case of cichlid fish
(40). Our discovery of a positively selected UV opsin gene
together with the expanded number of UV colors on the wing
suggests a new sensory mechanism of adaptive evolution between
closely related species.

Methods
PCR, Cloning, and Sequencing of Opsins. H. erato cDNA was synthesized from
total RNA extracted from a single adult head (TRIzol; Gibco-BRL) using a
Marathon cDNA amplification kit (BD Biosciences, Clontech). Rapid amplifi-
cation of cDNA end (5′ and 3′ RACE) products were amplified using BD
Advantage Polymerase (BD Biosciences) and degenerate primers. PCR prod-
ucts were cloned into pGEM-T Easy vector (Promega) and sequenced with Big
Dye 3.1 sequencing kit (Applied Biosystems) at the DNA core facility in the
University of California, Irvine.

One-step RT-PCR was performed to amplify UVRh1 and UVRh2 from total
RNAs from one to two specimens each of the other Heliconius species using
AffinityScript multiple temperature cDNA synthesis kit (Stratagene) and
gene-specific primers. Where direct sequencing of RT-PCR products was not
possible, the PCR products were cloned into pGEM and individual clones
were sequenced. Individual cDNA pools were synthesized from one speci-
men each for the non-Heliconius species and screened using 5′ and 3′ RACE
as described above.

Phylogenetic Analysis. The UV opsin sequences were aligned along with other
lepidopteran UV opsins downloaded from GenBank (SI Text). A total of 1,134
nucleotide characters were used in the phylogenetic reconstruction. For max-
imum likelihood analysis, the best-fit DNA substitution model (GTR + Γ + I) was
identified using the Akaike information criterion. Estimates of the gamma-
shape parameter and proportion of invariant sites were then used in the pro-
gram PHYML (41) to obtain the 500 bootstrap replicates.

Branch-Sites Test of Selection. Branch-sites tests of selection are phylogeny-
based tests that require the a priori identification of a foregroundbranch that is
hypothesized tobeevolvingatadifferent rate thanthebackgroundbranches in
the rest of the tree. We specified the branch leading to the Heliconius UVRh2
opsingeneas the foregroundbranchand thenproceededto test thehypothesis,
using a likelihood ratio test that a model which included one class of sites with
ω > 1, indicating positive selection, was superior to a model where ω = 1. We
estimated codon frequenciesonthebasisof theactualnucleotide frequenciesat
eachof the three codonpositions,whichhasbeen suggestedasaprocedure that
will reduce the level of falsepositives due topotential nucleotidebiases.Wealso
used the Bayes empirical Bayes method (26) as implemented in PAML 4.1 to
identify the positively selected sites along this branch.

Homology Modeling. Homology models of H. erato UVRh1 and UVRh2 were
generated by uploading amino acid sequences to the protein homology/
analogy recognition engine (PHYRE) website (42). Alignments generated by
the server were visually inspected and thenmodels for each protein that used
the bovine rhodopsin crystal structure (PDB no. 1U19) as a template were
downloaded. ThemodeledUVRh1 andUVRh2 structures were then aligned in
Swiss-PdbViewerDeepViewv. 4.0 (43) and sites that differedbetween the two
proteins were mapped and compared with homologous sites in bovine rho-
dopsin and human red cone pigment (Fig. 1 Inset and Table S2).

Epi-Microspectrophotometric Densitometry. Our experiment with H. erato
began bymounting a butterfly in a slotted plastic tube in a goniometric stage,
orienting the eye so a patch of ommatidia looked into the microscope
objective. The focus was adjusted for optimal collection of eyeshine and dis-
crimination against stray light. An 80% bleach of the LWRh rhodopsin R555
(17) was achieved with 11 hours of periodic flashes from a 45-watt halogen

lamp covered by a Hoya R62 orange filter. After waiting for metarhodopsin
photoproducts to decay from the rhabdoms the reflectance spectrum shown
in Fig. 2 was measured with dim monochromatic flashes.

Densitometric analysis following a procedure described for other but-
terflies (20, 32) started by stripping from Fig. 2 a density 0.40 of R555 so that
the residual spectrum (open circles) was flat for 570 nm and greater—
wavelengths for which the other visual pigments have no significant
absorbance. Stripping density 1.20 of the BRh rhodopsin R470 produced a
residual spectrum (triangles) that was flat for 480 nm and greater and has a
large dip in the UV that is poorly fit by a single UV visual pigment. Stripping
density 1.62 of UVRh rhodopsin R398 leaves a residual (stars) that is well fit
by density 0.73 of UVRh rhodopsin R355. The final residual (squares) is the
average tapetal reflectance spectrum. A similar approach was used for
determining the λmax values of the D. iulia rhodopsins except the exper-
imental eyeshine data of D. iulia was best fit by a model in which only one
UV opsin was present rather than two (SI Text).

Wing Pigment Extraction and Spectrophotometry. Whole, intact yellow color
pattern fragments were cut from dried adult wings. Each wing fragment was
gently rocked in 800 μL of acidified methanol (0.5% HCl) until visual
inspection revealed most or all of the yellow pigment had been extracted
(∼1–5 minutes per wing fragment). The acid methanol extractions were
dried down in a vacuum centrifuge, resuspended in 100 μL of methanol,
dried down again, and then resuspended in 100 μL of methanol. These
resuspended samples were used for UV-VIS spectrophotometer analysis
(Hitachi U-3310) and further diluted 1:20 in methanol for analysis on a
Micromass LCT mass spectrometer using positive ion electrospray ionization.

Measuring Irradiance Spectra. We visited two sites in the Mixe region of
Oaxaca, Mexico (Choapam, 760 m and Amaltepec, 1,600 m) in October 2009
where we first caught a number of heliconiines with nets and identified them
to the species level. We then took irradiance measurements at these
sites using an Ocean Optics USB2000 spectrometer and either a CC-3 cosine-
corrected 100 μm or 400 μm fiber. Data were smoothed using a Gaussian
function (3 nm bandwidth), transformed using LS-1-CAL calibrated lamp
data, and then normalized for color space modeling (see below).

Color Space Modeling. The color space models of Vorobyev and Osorio (1998)
(35) as implemented in the program SPEC written by Jarrod Hadfield were
used to estimate the discriminability ðΔSÞ of pairs of wing reflectance
spectra. Details of the equations used to derive ðΔSÞ are given in the SI Text,
but begin by first calculating von Kries’ transformed quantum catches, qi , for
each photoreceptor type to account for color constancy, as follows:

qi ¼
R
λ RiðλÞSðλÞIðλÞdðλÞR

λ RiðλÞIðλÞdðλÞ ; [1]

where RiðλÞ ¼ sensitivity of the receptor type i, SðλÞ = the reflectance spec-
trum of the wing color, IðλÞ ¼ the irradiance spectrum, and dðλÞ = 5 nm from
the interval of 310–695 nm. Spectral sensitivity curves, RiðλÞ, for H. erato and
D. iulia were generated using rhodopsin templates based on our exper-
imentally determined λmax values shown in Fig. 2. Reflectance data used for
color comparisons are shown in Fig. 3 and Fig. S2. Both open habitat and
forest shade irradiance spectra shown in Fig. S5 were used in the calculations
along with the parameters specified in the SI Text. Threshold values of ΔS ≥
1, 2, and 3 were chosen to account for the difficulty in estimating true
photoreceptor noise values in the butterfly and their potential impact on
modeling results (44).

Ancestral State Reconstruction and Tests of Correlated Evolution. The question
of whether UV wing color was more likely to appear in species with the
duplicated UV opsins was tested using the correlated evolution test based on
maximumlikelihoodandaspeciesphylogeny (37)as implemented inMesquite.
Since the most recent molecular phylogeny of Heliconiinae (24) lacks our
outgroup taxon, Speyeria mormonia, we downloaded COI and EF-1α data
used in that paper and combined it with other sequences found in GenBank.
We used the resulting maximum likelihood tree with branch lengths and
compared the likelihoods when the traits were assumed to evolve inde-
pendently (four parametermodel) to the likelihoodswhen theywere assumed
to evolve dependently (eight parameter model). P-values were calculated by
running Monte Carlo tests using 1,000 simulated data sets.
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