P . 7
university of :7’%//4
groningen ?',,g’z,, University Medical Center Groningen

i

University of Groningen

Feather iridescence of Coeligena hummingbird species varies due to differently organized
barbs and barbules

Giraldo, Marco; Sosa, Juliana; Stavenga, Doekele

Published in:
Biology Letters

DOI:
10.1098/rsbl.2021.0190

IMPORTANT NOTE: You are advised to consult the publisher's version (publisher's PDF) if you wish to cite from
it. Please check the document version below.

Document Version
Publisher's PDF, also known as Version of record

Publication date:
2021

Link to publication in University of Groningen/UMCG research database

Citation for published version (APA):

Giraldo, M., Sosa, J., & Stavenga, D. (2021). Feather iridescence of Coeligena hummingbird species varies
due to differently organized barbs and barbules. Biology Letters, 17(8), Article 20210190.
https://doi.org/10.1098/rsbl.2021.0190

Copyright
Other than for strictly personal use, it is not permitted to download or to forward/distribute the text or part of it without the consent of the
author(s) and/or copyright holder(s), unless the work is under an open content license (like Creative Commons).

The publication may also be distributed here under the terms of Article 25fa of the Dutch Copyright Act, indicated by the “Taverne” license.
More information can be found on the University of Groningen website: https://www.rug.nl/library/open-access/self-archiving-pure/taverne-
amendment.

Take-down policy
If you believe that this document breaches copyright please contact us providing details, and we will remove access to the work immediately
and investigate your claim.

Downloaded from the University of Groningen/UMCG research database (Pure): http://www.rug.nl/research/portal. For technical reasons the
number of authors shown on this cover page is limited to 10 maximum.


https://doi.org/10.1098/rsbl.2021.0190
https://research.rug.nl/en/publications/5b52a539-11fb-427a-bfb6-1da330866aa0
https://doi.org/10.1098/rsbl.2021.0190

Downloaded from https://royal societypublishing.org/ on 08 February 2022

BIOLOGY
LETTERS

royalsocietypublishing.org/journal/rsbl

t.)

Research

updates

Cite this article: Giraldo M, Sosa J, Stavenga
D. 2021 Feather iridescence of Coeligena
hummingbird species varies due to differently
organized barbs and barbules. Biol. Lett. 17:
20210190.
https://doi.org/10.1098/rsbl.2021.0190

Received: 8 April 2021
Accepted: 5 August 2021

Subject Areas:
biomaterials, behaviour, evolution,
developmental biology

Keywords:
Coeligena, barbules, spectrophotometry,
angular reflectance, electron microscopy

Author for correspondence:
Marco Giraldo
e-mail: mantonio.giraldo@udea.edu.co

Electronic supplementary material is available
online at https://doi.org/10.6084/m9.figshare.
€.556442.

THE ROYAL SOCIETY

PUBLISHING

Animal behaviour

Feather iridescence of Coeligena
hummingbird species varies due to
differently organized barbs and barbules

Marco Giraldo'?, Juliana Sosa' and Doekele Stavenga’

"Biophysics Group, Institute of Physics, University of Antioquia, Colombia
2Surfaces and Thin Films, Zernike Institute for Advanced Materials, University of Groningen, The Netherlands

MG, 0000-0003-3437-6308; JS, 0000-0002-6267-3046; DS, 0000-0002-2518-6177

Hummingbirds are perhaps the most exquisite bird species because of their
prominent iridescence, created by stacks of melanosomes in the feather bar-
bules. The feather colours crucially depend on the nanoscopic dimensions of
the melanosome, and the displayed iridescence can distinctly vary, dependent
on the spatial organization of the barbs and barbules. We have taken the genus
Coeligena as a model group, with species having feathers that strongly vary in
their spatial reflection properties. We studied the feather morphology and the
optical characteristics. We found that the coloration of Coeligena hummingbirds
depends on both the Venetian-blind-like arrangement of the barbules and the
V-shaped, angular arrangement of the barbules at opposite sides of the barbs.
Both the nanoscopic and microscopic organization of the hummingbird feather
components determine the bird’s macroscopic appearance.

1. Introduction

Males of many hummingbird species have highly iridescent gorget and crown
patches that are involved in courtship, aggressive and territorial displays [1,2].
Bird feathers consist of a central rachis that bears ramifications (barbs) that have
side branches (barbules). Stacks of melanosomes in the barbules, made up of
melanin, keratin and air, create the bright colours of hummingbird feathers
[3,4]. The coloration depends on the number and dimensions of melanosome
layers, which vary between species and the body location of the feathers
[5,6]. The gorgets of Calypte anna and Coeligena helianthea feature blue, red
and violet colours that could be well explained using an effective medium mul-
tilayer model [7,8]. Similar modelling explained the feather coloration of an
extensive array of hummingbird species [6].

Hummingbird iridescence offers a remarkable illustration of how behavioural
and environmental conditions are key to an efficient signal transmission system, as
the colour signal is only strikingly evident at specific angles of observation and illu-
mination [9]. Interestingly, the colour appearance of the feathers during displays is
not uniquely due to the morphology, but also depends on a combination of behav-
ioural and environmental conditions [2,10]. The agonistic and courtship displays
are trained, because the relative position of the signalling hummingbird with
respect to the sun is crucial for the colour appearance [1,2,10]. For instance, the
flashy male Calypte anna and Calypte costae show their colourful gorgets facing
the sun, while Selasphorus platycercus tends to exhibit a more consistently reflective
coloration by following a uniform spatial displacement pattern [10,11].

In our previous study on C. anna, we were intrigued by the finding that the bar-
bules of the gorget feathers are arranged as a Venetian blind (i.e. a window screen in
which the slats can assume different angles to partially or totally block the light), evi-
dently to optimize the male’s courtship display in front of the female [7]. This
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induced us to further investigate the spatial arrangement of the
hummingbird feather barbs and barbules. For a comparative
study, we chose six species of the genus Coeligena, a group of
hummingbirds that occupy the Andes from Venezuela to Bolivia.

We performed spectrophotometrical and morphological
measurements on the gorget feathers. We found that, depend-
ing on the species, the barbules” lamina is rotated with respect
to the plane formed by the row of barbules. Furthermore, the
two rows of barbules at opposite sides of the barb are not
always coplanar, but form an angle, also species-dependent.
We posit that the spatial organization of the barbules
importantly affects hummingbird iridescence.

2. Material and methods

(a) Animals and microphotography

Feathers were obtained from museums and scientific collections.
Gorget and crown patches of six Coeligena species (C. violifer,
C. helianthea, C. wilsoni, C. prunellei, C. iris and C. torquata) were
analysed. Intact feathers were photographed with an Olympus
stereoscope (SZX16 Stereo Zoom Microscope) equipped with
an Olympus SC-30 digital camera. Single barbs, mounted on a
rotatable stage, were photographed with a Zeiss Universal
Microscope (Zeiss, Oberkochen, Germany) using 16x/0.35 and
40x/0.85 objectives and a Kappa DX-40 (Kappa Optronics
GmbH, Gleichen, Germany) digital camera.

(b) Spectrophotometry

Reflectance spectra of intact feathers were measured with a bifur-
cated reflection probe using a deuterium-halogen lamp and an
AvaSpec-2048 spectrometer (Avantes, Apeldoorn, the Nether-
lands). A white reflectance standard (WS-2, Avantes) served as a
reference. Reflectance spectra were also measured from single bar-
bules with a microspectrophotometer (MSP): an epi-illumination
microscope connected with a fibre optic to the spectrophotometer.
The barbules were part of single barbs glued to the tip of a glass
micropipette. The light source was a xenon arc and the MSP
objective was an Olympus LUCPlanFL 20x/0.45.

(c) Electron microscopy

We applied scanning electron microscopy (SEM) using a Philips
XL-30. Transversally cut feather pieces were placed on a carbon
stub holder and sputtered with gold. For transmission electron
microscopy (TEM), intact barbs were cut from the distal portion
of the feathers and prepared following standard treatments [7].

(d) Spatial arrangement of barbs and barbules

Dependent on the species, the barbules’ lamina (L in figure 2e) is
rotated with respect to the plane formed by the row of barbules.
This angle was measured on single barbs mounted at a rotatable
stage attached to the MSP. The barb was rotated in steps of 5°
around the position where the reflectance of the barbule was
maximal. The barbule’s rotation angle followed from the position
where the barbule reflectance was maximal with respect to the
zero position, the plane containing the row of barbules. To esti-
mate the angle between the barbules at both sides of the barb,
we observed cut feather pieces with an Olympus stereoscope
(SZX16 Stereo Zoom Microscope) equipped with an SDF
PLAPO 1XPF objective and an Olympus SC-30 digital colour
camera. The images were analysed with the angle tool of Image].

(e) Imaging scatterometry
To investigate the spatial far-field reflection properties of the
barbs, we performed imaging scatterometry on the mounted
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Figure 1. Hummingbird species of the genus Coeligena (males) and their
coloration. (a) C. violifer; (b) C. helianthea; (c) C. wilsoni; (d) C. prunellei;
(e) C iris; (f) C torquata; (g) reflectance spectra of the gorgets (g) of all
specimens as well as of the crown of C torquata (c). Gorget and crown
are indicated in (b) with black and white arrows, respectively.

feather pieces, positioning them at the first focal point of the ellip-
soidal mirror of the imaging scatterometer [12]. Scatterograms
were obtained by focusing a white light beam with a narrow aper-
ture (less than 5°) onto an area with diameter 13 pm. The spatial
distribution of the far-field scattered light was recorded with an
Olympus DP70 digital camera (Olympus, Tokyo, Japan).

3. Results

The striking plumage patterns of male hummingbirds of the
genus Coeligena display colours varying broadly across the vis-
ible spectrum (figure 1). As the gorget and frontlet, the most
intensely coloured body patches, are presumably involved in
courtship behaviours, we focused our study on feathers of
those areas. Shiny barbules constitute the distal part of the
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Figure 2. Spatial organization of the feathers [13] (electronic supplementary material, figure S1). (a) Microphotograph of a gorget feather of C. helianthea. (b) SEM
of a longitudinal cut of the barbules of C. violifer, which corresponds to the dashed rectangle in (a). (c) The same for C. prunellei. (d) TEM of a sectioned barbule of
C. helianthea. (e) Diagram of a barb with two barbules; L: lamina, S: side wall. The barbule lamina is rotated with respect to the barb axis at an angle 6. (f)
Normalized reflectance of the barbules of C. violifer, C. helianthea, C. wilsoni and C. prunellei as a function of the angular position of the barbules. (g) Diagram of the
scatterometer, with ellipsoidal mirror E, diaphragm D, and lens L. Two parallel light rays are incident on the two opposite barbule planes of the cut barb. (h—k)
Cross-sections of feather barbs of a few Coeligena species. (I-0) Corresponding scatterograms. The arrows in (k—0) correspond to the two light rays of (g). The red
circles in (/~o) indicate scattering angles of 5°, 30° 60° and 90°. Scale bars: (a) 2 mm; (b,¢) 50 pm; (d) 5 um; (h—k) 150 pm.

feathers. For example, the highly iridescent gorget feathers of
C. helianthea have barbs that feature distally purple to bluish
colours (figures 1b and 2a). To quantify the optical properties
of the feathers, we measured their reflectance spectra using a
bifurcated reflection probe. The feathers were mounted on a
stage with two rotational degrees of freedom, which was
adjusted until the reflection was maximal. All the examined
hummingbirds appeared to have gorget feathers with reflec-
tance peaks between 450 and 500 nm (figure 1g), except for
the gorget of C. torquata, which is whitish, yielding a very
broad reflectance spectrum (figure 1f,g).

Measurements of reflectance spectra with a MSP indicated
that the spatial arrangements of the feather barbs largely
varied among the species, which we further investigated by
applying microscopy and imaging scatterometry (figure 2,
electronic supplementary material, figure S1). Light
microscopy demonstrated that the distal part of the humming-
bird feathers consists of more or less radially arranged barbs
with colourful barbules on both sides (figure 24). SEM
revealed that the barbules resemble a folded plane

(figure 2b,c), and TEM showed that specifically the exposed
lamina (L in figure 2¢), contains the stacks of melanosomes
that act as multilayer reflectors (figure 2d). The barbules’
exposed laminae are rotated with respect to the plane
formed by the barbules and the barb, thus together creating
an arrangement as that of a Venetian blind (figure 2b,c,e).
We measured the rotation angle (6) of the barbule’s exposed
laminae (figure 2¢) with respect to the barb plane using the
MSP, by rotating a feather piece in steps of 5° around the pos-
ition where the reflectance of the barbule was maximal. The
angular position where the barb plane was horizontal, i.e.
oriented normal to the MSP axis, was called 0°. The rotation
angles of the barbules of C. violifer, C. helianthea, C. wilsoni
and C. prunellei thus were estimated to be 0°, 16°, 29° and
39°, respectively (figure 2f). The spatial arrangement of the
barbules on both sides of the barb also varies among the
studied hummingbird species. Barb sections perpendicular to
the barb axis yielded the angle between the barbule laminae
on both sides, for C. violifer: 173°, C. helianthea: 135°, C. wilsoni:
127° and C. prunellei: 117° (figure 2h—k). The scatterograms
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created by illuminating barbules at opposite sides of the barb
axis showed corresponding displacements of the reflected light
beams (figure 2g,1-0).

4, Discussion

The reflectance spectra of Coeligena gorget feathers predomi-
nantly peak in the short wavelength range. The pioneering
work of Greenewalt and co-workers revealed that the coloration
of hummingbird feathers is structural, created by melanosome
stacks [3,4]. The melanosomes’ dimensions and the relative occu-
pation of their components (melanin, keratin and air), together
with the number of melanosome layers, determine the shape
and peak wavelength of the reflectance spectra [6,8]. The dis-
played colours can however be importantly affected by the
spatial organization of the barbs and barbules, which must
have severe consequences for the behavioural displays.

The reflecting Venetian blinds that are created by the bar-
bules’ exposed laminae are set at various, species-specific
angles ¢ (figure 2¢,f), presumably for an optimal reflection of
sunlight by the male’s gorget feathers onto a receptive female
[7]. Intriguingly, the also species-dependent angle y formed by
the barbules at either side of the barb stem will additionally
determine the feather reflections. When y approximates 180°,
as in C. violifer (figure 2h), the beams reflected by the barbules
at both sides of the barb will be virtually parallel, displaying a
single intense flash (figure 2I). With a more acute angle, as in
C. prunellei, the reflected beams will diverge, permitting two
spatially separated flashes (figure 2k), thus reducing the irides-
cence. A similar diversity in the micro-organization of the
barbules on the barbs exists in other bird species, e.g. in non-
iridescent male tanagers [14], but it will only have severe optical
consequences in the case of iridescent feathers

Highly directional iridescent colorations can be modulated
by intentional movements. Hummingbirds often pursue specific
lighting conditions or body orientations to enhance their con-
spicuousness or contrast, allowing individuals to present their
coloration in either steady or flashy ways [9,10]. Consequently,
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