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ABSTRACT

Tympanal organs, crucial for anti-bat defence in moths and key for taxonomy, are
often overlooked due to their fragility during dissection. Using micro-CT, we
analyzed the tympanal organs of 19 geometrid species, comparing diurnal and
nocturnal species to understand how predators, like bats and diurnal birds or lizards,
influence tympanal morphology and its allometric relationship with body size. We
hypothesized that diurnal moths, with reduced anti-bat function, would have smaller
tympanal organs, irrespective of body size. Allometry was tested using phylogenetic
linear regression and tympanal volume was compared across diurnal and nocturnal
moths relative to the abdominal volume. We used 3D geometric morphometry,
followed by comparative analysis of the shape and size of ansa, a unique
“mechanical” structure for geometrids. Contrary to our hypothesis, diurnal moths
had significantly larger tympanal organs, with no allometric relationship with body
size. Although activity patterns had no significant effect on ansa shape and size,
convergence in shape among nocturnal species, suggests a possible auditory function.
This study explores how daily activity patterns and predator-prey interactions may
influence sensory adaptations, with larger tympanal organs of diurnal species
potentially reflecting adaptations to detect lower, “non-bat” frequencies. It also
highlights non-invasive imaging techniques for studying delicate anatomical features
in museum specimens.

Subjects Ecology, Entomology, Evolutionary Studies, Taxonomy
Keywords Predation pressure, Hearing organs, Geometridae moths, Bats, Micro-CT

INTRODUCTION

The animal world is either diurnal, nocturnal, or crepuscular; as the adaptations to
function in one temporal activity pattern reduce the efficiency of functioning and survival
in another (Fraser, Metcalfe & Thorpe, 1997). Nocturnality is presumed to be associated
with adaptations to function in low-light and low-temperature conditions. However, in
predominantly nocturnal taxa, like geckoes and moths, some clades have independently
shifted to diurnal activity and evolved distinct adaptations suited to diurnal conditions like
camouflage (Fulgione et al., 2019), photopic vision (Sondhi et al., 2021; Kojima et al., In
press) aposematic (warning) wing colouration (Fiedler ¢» Brehm, 2021) and hearing
sensitivity to lower ‘non-bat’ frequency (Fullard et al., 1997). The shift to diurnality in
these clades is likely driven by a combination of ecological factors such as predation,
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climate, and competition (Gamble et al., 2015). These factors can influence how animals
send and receive information in their environment, which can lead to new selective
pressures on sensory systems (Sih, Ferrari ¢» Harris, 2011). For example, reduced bat
predation during the day, prevalence of different visual predators, or changes in
background sounds can all influence which sensory traits are most advantageous.

Predators are an important selective force in all terrestrial food webs. Prey species may
invest proportionally more in defence, avoid interactions with their predators or follow
alternative strategies for survival. For moths, the predation pressure from their most
formidable predator, bats, vary in a predictable manner among nocturnal and diurnal
species, influencing their daily activity pattern and hearing sensitivity (Rydell, Jones ¢
Waters, 1995). This is reflected in the positive correlation between nocturnal flight activity
and hearing sensitivity to ultrasound frequencies (ter Hofstede, Ratcliffe & Fullard, 2008).
Shifting to diurnality is likely one of several strategies moths use to avoid bat predation.

Diurnal moths show marked degeneration of the ultrasonic hearing, and some of them
are reported to be ‘bat-deaf’ (Fullard et al., 1997). There are reports of predator released
moths with no ears, e.g., the Polynesian Pyralid Lathroteles obscura (Clarke, 1971); and
extremely poor sensitivity in female wingless geometrids (Rydell et al., 1997). While
hearing sensitivity is often closely linked to body size, with larger animals generally having
larger hearing organs and lower frequency hearing, as observed in lizards, frogs, mammals,
and birds (Hetherington, 1992; Werner ¢ Igic, 2002; Gleich ¢» Langemann, 2011). Larger
noctuid moths often have larger tympanal organs, but may be less sensitive to higher
frequency bat calls compared to smaller moth species, like the crambid moths (Fullard,
1988; Nakano & Mason, 2017). Moreover, hearing sensitivity in tympanal insects depends
on more than organ size-it is also influenced by the number of sensory neurons (Loh et al.,
2023; Gopfert & Wasserthal, 1999), the mechanical properties of the tympanic membrane
(Lomas et al., 2011; Austin et al., 2024), and external temperature (Eberhard et al., 2014;
Korsunovskaya & Zhantiev, 2007). Since diurnal species are typically active during warmer
periods of the day, thermal conditions may also affect their hearing performance.
Therefore, the development and function of moth hearing organs, is not solely dictated by
size, but likely reflect a complex interplay of physiological, ecological and environmental
factors.

Hearing organs in insects have diverse functions, such as intraspecific communication,
parasitic host localization, and predator avoidance (StraufS ¢» Lakes-Harlan, 2014). One
specialized form of these organs, the tympanal organs, typically consists of a thin
membrane or tympanum backed by an air-filled sac, and has evolved independently in at
least seven different insect orders (Hoy ¢» Robert, 1996). In most tympanate insects, the
highest sensitivity is between 15-80 kHz, i.e., within the bat calling frequencies (Roeder ¢
Treat, 1970; Kawahara ¢ Barber, 2015; Hummel, Kdssl & Nowotny, 2011; Miller &
Surlykke, 2001). This evolutionary pressure is particularly evident in nocturnal moths,
where the multiple origins of hearing organs are thought to be a defense mechanism
against insectivorous bats (Roeder ¢ Treat, 1970; Kawahara & Barber, 2015; Scoble, 1992;
Ratcliffe & Fullard, 2005; ter Hofstede et al., 2013). Most moths including Noctuoidea,
Geometroidea and Pyraloidea possess ultrasound sensitive ears (Fullard, 1998). As such,
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Figure 1 Anatomy of the tympanal organs in geometrid moths. The tympanal organ of the diurnal geometrid moth, Milionia delicatula, a diurnal
South-East Asian species in subfamily Ennominae where (A) shows the lateral side of the specimen, which was scanned, showing the opening of the
abdominal tympanal organ (red circle); (B) shows the non-invasive micro-CT scan of the specimen clearly illustrating the tympanal organ (yellow)
lodged in the abdominal cavity. All tissue structure other than the tympanal organ are in blue; (C) is the 3D reconstruction of the tympanal organ,
showing the tympanal cavity on the outer side and (D) shows the ansa (yellow) on the inner wall of the tympanal cavity with the tympanic membrane
or tympanum (red). Full-size Kl DOT: 10.7717/peerj.19834/fig-1

we would expect moths that are isolated from bats geographically or temporally to exhibit
lower sensitivity to ultrasound (Fullard et al., 1997; Surlykke, 1986).

We chose geometrid moths as our model group due to well-documented diel activity
patterns (Lee et al., 2024) and their use in testing hearing sensitivity in diurnal moths
(Surlykke et al., 1998). While adult geometroid moths are primarily nocturnal, several
unrelated lineages across families Uraniidae, Sematuridae, and Geometridae, exhibit
diurnal activity (Hausmann, 2001; Kawahara et al., 2018; Ounap, Viidalepp & Truuverk,
2016). This transition has occurred independently in Lepidoptera multiple times
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(Sondhi et al., 2021; Kawahara et al., 2018; Kawahara ¢& Breinholt, 2014). The strictly
diurnal geometrid moth Archiearis parthenias, which is temporally isolated from bats, is
sensitive to around 12 kHz and practically deaf beyond 25 kHz (Surlykke et al., 1998),
comparable to sympatric noctuid moths (Rydell et al., 1997; Surlykke & Filskov, 1997). The
tympanal organ is an important taxonomic character for geometrids, with ansa being a
prominent unique character of the family (Cook & Scoble, 1992; Rajaei et al., 2022) (Fig.
1C, and Video S1). The ansa, thought to protect the tympanum from mechanical damage
caused by pressure from surrounding organs, particularly the oesophagus and flight
muscles, has a wide base that strengthens the inner wall of the cavus, helping maintain
tension across the tympanum (Cook ¢ Scoble, 1992). The variation in ansa shape and size
at the species and higher taxonomic level suggests it may serve functions beyond just a
mechanical structure. However, research on diel activity in moths, function of hearing
organ anatomy and predator pressures, remains limited.

In the above context, we wanted to ask, using a non-destructive 3D geometric
morphometry: (1) Does the size of the tympanal organ show an allometric relationship
with body size? (2) Is there a difference in the size of the tympanal organs between diurnal
and nocturnal moths? (3) How do the shape and size of the ansa vary between diurnal and
nocturnal species? The overarching question guiding this study is whether these
differences are linked to specialized hearing adaptations for detecting predators. We
hypothesize that the structure of the tympanal organs is driven more by diel activity
patterns than by body size, with tympanal organs being smaller in diurnal moths due to
reduced anti-bat function. Also, we hypothesize that the ansa plays a crucial role in
auditory function—not just for mechanical strength—meaning its size and shape should
vary depending on the moth’s activity pattern.

MATERIALS AND METHODS

We selected dried museum specimens of 19 geometrid species (seven diurnal, one
cathemeral and 11 nocturnal). The study specimens with diurnal vs nocturnal species
pairs, were chosen based on their relatedness classified in the same genus, same tribe, or
same subfamily (Murillo-Ramos et al., 2019; Brehm et al., 2022; Murillo-Ramos et al.,
2023). All study specimens are males, dry specimens deposited in museums, and they have
been collected during the years 1993-2021, from different geographical locations, listed in
Table S1.

The authors received permission from the National Biodiversity Authority, India to
export and study specimens collected from India at the Finnish Museum of Natural
History (Permit no: NBA/Tech Appl/9/INBA1202203315/22/22-23/1325).

Micro-CT imaging and image processing
All the specimens were imaged using a Nikon XT H 225 micro-CT scanner. Specimens
were positioned in the sample holder following the method described by Moraes et al.
(2023) to minimize noise caused by the insect pin.

All imaging was performed using a molybdenum target. The first four specimens were
imaged with the following parameters: 74 kV beam energy, 94 pA beam current, 500 ms
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exposure time, 9,998 projections, and eight-frame averaging per projection. Each scan
required 11 h. The remaining 15 specimens were imaged using adjusted settings: 80 kV
beam energy, 84 uA beam current, 1.4 s exposure time, 4,476 projections, and four-frame
averaging per projection, reducing the scan time to 7 h. Further testing showed that
lowering the frame averaging to 2 did not significantly affect image quality, allowing the
scan time to be further reduced to 3.5 h.

The voxel size of the reconstructed datasets ranged from 5 to 18 pum, with the voxels
being isotropic. To enhance image quality and minimize deformation caused by
desiccation, staining and critical point drying should be considered for future studies,
although these methods require fresh specimens. Reconstructions were generated from the
projection images using Nikon CT Pro 3D Version XT 6.9.1.

Segmentation was performed using VGSTUDIO MAX 2024.3. A spherical region of
interest (ROI) was used for segmentation, as this approach facilitates the extraction of the
tympanal organs due to their roughly spherical shape. When possible, excess material was
manually removed from the ROI. The voxel-based 3D datasets were then converted into
high-quality mesh models by first generating an isosurface model, customized for each
dataset to achieve optimal results. To facilitate further analysis and manage file sizes,
the final mesh models were reduced to 300,000 vertices and were exported as WRL and
PLY files.

Morphometric measurement and analyses

The body length was used as a proxy for overall body size in this study. In geometrid
moths, the tympanal organs are located on the anterior side of the first and second
abdominal segments. Given this anatomical placement, body length-which includes both
the sclerotized thorax and abdomen-provides a more relevant and anatomically consistent
measure of body size than forewing length, which is commonly used in lepidopteran
studies (Aratijo Foerster et al., 2024; Brehm, Zeuss ¢ Colwell, 2019). Therefore, body length
is a practical and biologically meaningful metric for our morphometric analyses. Using
dried museum specimens may introduce some measurement bias, particularly due to
potential shrinkage or deformation of the softer abdominal tissue during the drying
process. We minimized the issue by excluding specimens with visibly distorted abdomens
and applying consistent measurement protocols.

We used Image] software (Schneider, Rasband ¢ Eliceiri, 2012) for this purpose. Further
we measured abdomen width and abdomen length using Leica S9D stereo microscope,
using Leica Flexacam C5 camera and Leica Microsystems ’s Enersight software v. 2024
(Leica, Wetzlar, Germany). For volumetric measurement of the tympanal organ, we used
landmark based method on the 3D reconstructed model in the software AGMT-3D
(Herzlinger & Grosman, 2018). We performed a phylogenetically informed linear
regression to understand the relationship between body size and tympanal organ volume,
while considering the relatedness of the species. To analyze the shape and size of the ansa,
we used the Geomorph package in R (Adams & Otdrola-Castillo, 2013), to do
landmark-based 3D geometric morphometry on the 3D models of the tympanal organs.
We digitized 10 homologous landmarks on the ansa of the tympanal organs of all the

Dey et al. (2025), PeerdJ, DOI 10.7717/peerj.19834 517


http://dx.doi.org/10.7717/peerj.19834
https://peerj.com/

Peer/

species (Fig. 52). Then we performed a Generalized Procrustes Analysis, to remove the
effects of scale on the landmarks, followed phylogenetic principal component analysis to
compare and visualize the patterns the shape of ansa and compared the centroid size of the
3D model to compare the size of ansa, among the diurnal, cathemeral and nocturnal
species. For the above analyses, we considered the relatedness of the species in our study
using a phylogenetic tree constructed from mitochondrial cytochrome c oxidase subunit I
(COL1) sequences. In this context, relatedness refers to genetic distance-that is, the
evolutionary divergence between species as inferred from the differences in their CO1
DNA sequences. The models derive a covariance-matrix from the phylogenetic tree which
reflects the expected similarity between species, which is then used to correct for
phylogenetic non-independence. By using a phylogenetically informed framework, we
made sure that similarities due to shared ancestry did not bias our results. We used
Wilcoxon signed rank test, for pairwise comparisons in the analyses. We did not include
the measurements for the cathemeral species Dysphania percota for any comparative
analysis between diurnal and nocturnal taxa.

RESULTS

The phylogenetic linear regression revealed no significant allometric relationship of
tympanal organ volume with body size in geometrid moths (adjusted R-square = 0.06,
p > 0.05) (Fig. 2A). This suggests that the size of the tympanal organ does not scale
proportionally with the overall body size in this group. Notably, the diurnal moths were
found to be significantly smaller in body size compared to their nocturnal counterparts
(Fig. 2B). Despite the absence of a significant allometric relationship, we observed that
diurnal moths possess significantly larger tympanal organs than nocturnal species

(p < 0.05) (Fig. 3).

In terms of the ansa, no significant differences were found in the overall shape or size
across taxa (Fig. 4). However, we did observe some evidence of convergence in the size of
the ansa among the nocturnal species. The inter-quartile range for the ansa size in diurnal
moths was 0.197, while for nocturnal moths it was 0.09 (Fig. 5). The micro-CT scans also
reveal that the ansa is hollow with a narrow tube-like structure in the middle (Fig. 6 and
Video S2). This indicates that while the ansa size does not vary significantly across all
species, there may be a trend towards similar shape characteristics within nocturnal
geometrid moths, possibly reflecting a shared evolutionary adaptation related to hearing
sensitivity.

DISCUSSION

In this study, we investigated how auditory structures in moths change as a function of
body size, and the extent to which certain morphological traits predict hearing sensitivity.
Our findings revealed several interesting patterns in the tympanal organ and ansa
characteristics of geometrid moths. Despite no significant allometric relationship between
tympanal organ volume and body size, we found that diurnal moths tend to have larger
tympanal organs—despite being smaller overall—pointing to potential evolutionary
adaptations that help them navigate different abiotic and biotic factors, such as avoiding
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Figure 2 Allometry of body size with tympanal organ size and comparison of body size among
diurnal and nocturnal taxa. (A) The plot shows the results of a phylogenetic linear regression, where
the relationship between Body size and Tympanal volume is assessed while accounting for phylogenetic
relatedness. Each data point corresponds to a species, and the regression line shows the best fit for the
relationship between the traits depicting the non-significant (p > 0.31) allometric relationship; (B) the
graph shows comparison of the body size of diurnal and nocturnal moths, with diurnal moths being
significantly smaller than the nocturnal species (p < 0.05).  Full-size K&l DOI: 10.7717/peerj.19834/fig-2
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Figure 3 Comparison of the tympanal organ size between diurnal and nocturnal moths. (A) The graph shows the comparison of volume ratio
(tympanal volume: abdomen volume) of the diurnal and nocturnal species. The diurnal species have significantly larger tympanal volume (p < 0.012)
than the nocturnal species; (B) and (C) shows the micro-CT images of a diurnal (Aletis concolor) and a nocturnal (Ectropis crepuscularia) species, to
visually represent the size of the tympanal organs (in yellow) compared to the abdomen size respectively. All tissue structure other than the tympanal
organ are in blue. Full-size Kal DOI: 10.7717/peerj.19834/fig-3

diurnal predators. These include the flight sounds and calls of insectivorous birds, or the
rustling vegetation sounds created by birds or other terrestrial predators like lizards. Such
diverse acoustic cues may have shaped the tympanal organ morphology in diurnal moths
(Yack et al., 2020).

In essence, our result means that the tympanal organ, originally assumed to function as
an anti-bat hearing organ in nocturnal species, has adapted a new function in diurnal
environment. The structure could still have a hearing function, potentially being adapted
to different predator pressure on lower “non-bat” frequency and the larger size could serve
more effectively this purpose.

Interestingly, the shape and size of the ansa do not differ significantly across taxa,
though there is some evidence of convergence in the size of the ansa among nocturnal
moth species. This suggests that the ansa may be playing a previously unexplored role in
auditory function.

These findings highlight the complex evolutionary dynamics between predator-prey
interactions and morphological adaptations in moths. Moths seem to be fine-tuning their
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Figure 4 Landmark based clustering of shape of ansa. The plot shows the projection of the
landmark-based shape parameters of each species onto the first two principal components (PC1 and
PC2), which account for 39.95% and 33.52% of the total variance, respectively. Each point represents a
species, and the colors indicate different categories or groups within the dataset. There is no significant
clustering observed among the diurnal or nocturnal species.

Full-size K&l DOT: 10.7717/peerj.19834/fig-4

auditory systems in response to their specific ecological niches, whether to optimizing
hearing for bat evasion or adapting to the demands of diurnal activity. This research offers
new perspectives on how sensory organs might contribute to survival and how predators
could play a role in shaping highly specialized traits over time.

Relationship between tympanal organ size and body size

Geometridae moths, which fly relatively slowly, rely more on their hearing based defence
system to avoid bats, compared to other moth families, like Noctuidae, which fly fast, likely
gaining some protection from predators independent of hearing (Rydell et al., 1997). The
shift from nocturnal to diurnal behaviour has occurred independently multiple times
across different subfamilies of geometrids, demonstrating parallel evolution. Diurnal
species, though exposed to different environmental pressures, face similar predation
threats, which may drive independent evolutionary trends such as the increase in the
tympanal organ size, but decrease in body size. This phenomenon has been observed in
Geometridae and other Lepidoptera families, where the transition from nocturnal to
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Figure 5 Comparison of the size of ansa in diurnal and nocturnal moths. The graph shows the
comparison of Centroid size (Csize) of the 3D model of the ansa, which is an estimate of size of 3D model.
There is no significant difference between the size of the ansa in diurnal and nocturnal taxa (p > 0.93), but
the nocturnal species point towards a convergence in size (Inter-quartile range = 0.09).

Full-size &l DOL: 10.7717/peerj.19834/fig-5

diurnal flight suggests convergent adaptation to similar selective pressures

(Kawahara et al., 2018; Kawahara & Breinholt, 2014; Huemer et al., 2009). Preliminary
data from the Uraniidae family show that the diurnal species have visibly bigger tympanal
organs (without morphometric analysis done) also (our observation, unpublished work).
Smaller body sizes in day-flying moths have been observed in temperate areas, and those
could be an adaptation to evade bird predation (Tammaru et al., 2018). This, however,
needs to be tested in a wider geographical context. While the auditory systems of diurnal
moths might be used for intraspecific communication or defense against birds, there is not
yet sufficient evidence to confirm either of these suggestions.
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Figure 6 Structure of ansa. Micro-CT scan of ansa of the tympanal organ of Milionia delicatula. The
scan shows clearly that the structure is hollow (dark orange), being wider at the base, narrow in the
middle, and slightly expanded on the apex. 3D video of the structure is available in Supplementary
video. Full-size &) DOT: 10.7717/peerj.19834/fig-6

Tympanal organ size and hearing sensitivity

In anurans and lizards, larger tympanic membranes generally produce peak vibration
amplitudes at lower frequencies than do smaller tympanic membranes (Hetherington,
1992; Werner & Igic, 2002) like how the area of a drum head affects its pitch (Plassmann &
Brdndle, 1992). Our approach in scaling of auditory structures and how their dimensions
relate to hearing performance, gives valuable insights into how body size influences both
the morphology of hearing organs and auditory capabilities. Similar relationships between
tympanal size and hearing sensitivity have been observed in other insects as well (Lehmann
et al., 2010), further supporting the idea that structural scaling can impact auditory
function across taxa.

However, our findings suggest that this relationship may not be uniform across
ecological contexts. There may be two opposing selective pressures at play: in nocturnal
species, which tend to be larger, there could be a negative relationship between body size
and tympanal organ size-potentially reflecting a functional limit beyond which further
scaling does not enhance sensitivity to ultrasound. In contrast, diurnal species may show a
more positive scaling relationship, possibly due to difference in acoustic environments or
selective pressures not related to bat predation.

Additionally, structural modifications such as a thicker tympanum could represent
alternative adaptations, potentially trading off sensitivity for increased durability in certain
ecological scenarios. Different taxonomic groups may have developed unique adaptations
to address size-dependent constraints on hearing. For example, larger moths may also rely
on other defense mechanisms like increased flight speed or improved camouflage to evade
bat predation (Simon et al., 2023). Examining deviations from proportional scaling
between key auditory structures across insect species can reveal major evolutionary
divergences and highlight instances of convergent evolution of the insect ear.
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Variation in the shape and size of the ansa

Auditory structures are shaped by a combination of phylogenetic, developmental, and
physical constraints. For example, hearing ossicles in mammals and the columella in
non-mammalian vertebrates are phylogenetic features that play well-established roles in
auditory sensitivity. Developmentally, the growth and size of these structures are often
linked, such as the relationship between the bulla and tympanic membrane in rodents (van
den Berge et al., 1990). Physical constraints, such as the material properties of structures
also play a role. In contrast, the ansa found in geometrid moths is known to support the
tympanic membrane, but our study does not establish its contribution to hearing
sensitivity. For understanding the evolution of auditory structures, it is essential to
consider both ontogenetic and phylogenetic factors, as structural changes result from a
balance of adaptation and inherent constraints, with ontogeny ultimately reflecting
phylogenetic history.

This framework can be extended to the convergent evolution of auditory mechanisms in
insects and mammals (Montealegre-Z et al., 2012). The ansa, only found in geometrid
moths may function similarly to the middle ear ossicles in mammals, with variations in the
ossicles influencing hearing sensitivity across mammalian species (Hemild, Nummela ¢
Reuter, 1995; Nummela, 1995). This comparison remains speculative, as the auditory role
of the ansa has not been demonstrated. Similarly, the convergent shape and size of the ansa
in nocturnal geometrid moths, along with its consistent presence across multiple species,
suggest that it may serve a function beyond simple mechanical support. Although the ansa
is a hollow structure-our micro-CT scans revealed a narrow tube-like internal feature that
could potentially house a nerve or other tissue. This internal morphology, together with
the ansa’s close association with the tympanal membrane, raises the possibility that it
contributes to the transmission of higher frequency vibrations. However, further
investigation is needed to clarify the function of the ansa and its evolutionary implications.

To evaluate the adaptation vs constraints hypothesis, a comparative and functional
analysis of various insect auditory systems is essential. Only by examining a broad range of
species can we identify the shared acoustic properties as well as the functional differences
between them, shedding light on the diversity of hearing systems in terms of size and
frequency sensitivity.

CONCLUSION

In conclusion, this study uses 3D geometric morphometry to hearing related insect
cuticular structures in geometrid moths, offering new insights into the complex interplay
of ecological pressures, evolutionary constraints, and morphological adaptations in this
group. The lack of a significant allometric relationship between tympanal organ size and
body size, alongside the presence of larger tympanal organs in diurnal moths, suggests that
environmental factors, particularly predator-prey interactions, likely contribute to
adaptations in auditory structures. The potential for convergent evolution, especially in the
size and shape of the ansa across nocturnal species, further underscores the role of selective
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pressures in shaping auditory morphology. We gain valuable insights into how body size
influences both hearing capabilities and evolutionary trends. Ultimately, our study
emphasizes the importance of considering environmental and phylogenetic constraints
when interpreting the evolution of auditory structures and opens avenues for further
investigation into the convergent mechanisms of hearing across taxa.

ACKNOWLEDGEMENTS

We extend our sincere thanks to the members of the Forum Herbulot, a consortium of
geometrid moth experts, for their valuable feedback, which significantly enhanced the
study’s conclusions and predictions.

ADDITIONAL INFORMATION AND DECLARATIONS

Funding

The work was supported by Research Council of Finland (decision # 331995, funding
period 2020-2024). The funders had no role in study design, data collection and analysis,
decision to publish, or preparation of the manuscript.

Grant Disclosures
The following grant information was disclosed by the authors:
Research Council of Finland: # 331995.

Competing Interests
The authors declare that they have no competing interests.

Author Contributions

* Pritha Dey conceived and designed the experiments, performed the experiments,
analyzed the data, prepared figures and/or tables, authored or reviewed drafts of the
article, and approved the final draft.

e Max Soderholm performed the experiments, prepared figures and/or tables, authored or
reviewed drafts of the article, micro CT and image analysis, and approved the final draft.

« Pasi Sihvonen conceived and designed the experiments, authored or reviewed drafts of
the article, and approved the final draft.

Data Availability
The following information was supplied regarding data availability:

Data is available at:

Dey, Pritha; Sihvonen, Pasi; Soderholm, Max (2025). Data from: Diurnal moths have
larger hearing organs: Evidence from comparative 3D morphometric study on geometrid
moths [Dataset]. Dryad. https://doi.org/10.5061/dryad.prrxgxz3

Morphosource: https://www.morphosource.org/projects/0007310772utf8=%E2%9C%
93&per_page=100&locale=en

DOIs for individual MorphoSource entries are available in the Supplemental Files.

Dey et al. (2025), PeerdJ, DOI 10.7717/peerj.19834 13/17


https://doi.org/10.5061/dryad.prr4xgxz3
https://www.morphosource.org/projects/000731077?utf8=%E2%9C%93&#x0026;per_page=100&#x0026;locale=en
https://www.morphosource.org/projects/000731077?utf8=%E2%9C%93&#x0026;per_page=100&#x0026;locale=en
http://dx.doi.org/10.7717/peerj.19834#supplemental-information
http://dx.doi.org/10.7717/peerj.19834
https://peerj.com/

Peer/

Supplemental Information
Supplemental information for this article can be found online at http://dx.doi.org/10.7717/
peerj.19834#supplemental-information.

REFERENCES

Adams DC, Otarola-Castillo E. 2013. geomorph: an R package for the collection and analysis of
geometric morphometric shape data. Methods in Ecology and Evolution 4(4):393-399
DOI 10.1111/2041-210x.12035.

Aratijo Foerster SI, Javois J, Holm S, Tammaru T. 2024. Predicting insect body masses based on
linear measurements: a phylogenetic case study on geometrid moths. Biological Journal of the
Linnean Society 141:71-86 DOI 10.1093/biolinnean/blad069.

Austin TT, Woodrow C, Pinchin J, Montealegre-Z F, Warren B. 2024. Effects of age and noise on
tympanal displacement in the Desert Locust. Journal of Insect Physiology 152:104595
DOI 10.1016/j.jinsphys.2023.104595.

Brehm G, Murillo-Ramos L, Sihvonen P, Hausmann A, Schmidt BC, Ounap E, Moser A,
Mortter R, Bolt D, Bodner F, Lindt A, Parra LE, Wahlberg N. 2022. New World geometrid
moths (Lepidoptera: Geometridae): molecular phylogeny, biogeography, taxonomic updates and
description of 11 new tribes. Arthopod Systematics ¢» Phylogeny 77(3):457-486
DOI 10.26049/ASP77-3-2019-5.

Brehm G, Zeuss D, Colwell RK. 2019. Moth body size increases with elevation along a complete
tropical elevational gradient for two hyperdiverse clades. Ecography 42:632-642
DOI 10.1111/ecog.03917.

Clarke JFG. 1971. The Lepidoptera of Rapa island. Smithsonian Contributions to Zoology 56:282.

Cook MA, Scoble MJ. 1992. Tympanal organs of geometrid moths: a review of their morphology,
function, and systematic importance. Systematic Entomology 17(3):219-232
DOI 10.1111/§.1365-3113.1992.tb00334.x.

Eberhard MJB, Gordon SD, Windmill JFC, Ronacher B. 2014. Temperature effects on the
tympanal membrane and auditory receptor neurons in the locust. Journal of Comparative
Physiology A 200(9):837-847 DOI 10.1007/s00359-014-0926-y.

Fiedler K, Brehm G. 2021. Aposematic coloration of moths decreases strongly along an elevational
gradient in the Andes. Insects 12:903 DOI 10.3390/insects12100903.

Fraser NHC, Metcalfe NB, Thorpe JE. 1997. Temperature-dependent switch between diurnal and
nocturnal foraging in salmon. Proceedings of the Royal Society of London. Series B: Biological
Sciences 252:135-139 DOI 10.1098/rspb.1993.0057.

Fulgione D, Buglione M, Rippa D, Trapanese M, Petrelli S, Monti DM, Aria M, Del Giudice R,
Maselli V. 2019. Selection for background matching drives sympatric speciation in Wall Gecko.
Scientific Reports 9(1):1288 DOI 10.1038/s41598-018-37587-3.

Fullard JH. 1988. The tuning of moth ears. Experientia 44:423-428 DOI 10.1007/BF01940537.

Fullard JH. 1998. The sensory coevolution of moths and bats. In: Hoy RR, Popper AN, Fay RR, eds.
Comparative Hearing: Insects. New York, NY: Springer, 279-326.

Fullard JH, Dawson JW, Otero LD, Surlykke A. 1997. Bat-deafness in day-flying moths
(Lepidoptera, Notodontidae, Dioptinae). Journal of Comparative Physiology A 181:477-483
DOI 10.1007/s003590050131.

Gamble T, Greenbaum E, Jackman TR, Bauer AM. 2015. Into the light: diurnality has evolved
multiple times in geckos. Biological Journal of the Linnean Society 115:896-910
DOI 10.1111/bij.12536.

Dey et al. (2025), PeerdJ, DOI 10.7717/peerj.19834 14/17


http://dx.doi.org/10.7717/peerj.19834#supplemental-information
http://dx.doi.org/10.7717/peerj.19834#supplemental-information
http://dx.doi.org/10.1111/2041-210x.12035
http://dx.doi.org/10.1093/biolinnean/blad069
http://dx.doi.org/10.1016/j.jinsphys.2023.104595
http://dx.doi.org/10.26049/ASP77-3-2019-5
http://dx.doi.org/10.1111/ecog.03917
http://dx.doi.org/10.1111/j.1365-3113.1992.tb00334.x
http://dx.doi.org/10.1007/s00359-014-0926-y
http://dx.doi.org/10.3390/insects12100903
http://dx.doi.org/10.1098/rspb.1993.0057
http://dx.doi.org/10.1038/s41598-018-37587-3
http://dx.doi.org/10.1007/BF01940537
http://dx.doi.org/10.1007/s003590050131
http://dx.doi.org/10.1111/bij.12536
http://dx.doi.org/10.7717/peerj.19834
https://peerj.com/

Peer/

Gleich O, Langemann U. 2011. Auditory capabilities of birds in relation to the structural diversity
of the basilar papilla. Hearing Research 273:80-88 DOI 10.1016/j.heares.2010.01.009.

Gopfert MC, Wasserthal LT. 1999. Auditory sensory cells in hawkmoths: identification,
physiology and structure. Journal of Experimental Biology 202:1579-1587
DOI 10.1242/jeb.202.12.1579.

Hausmann A. 2001. The geometrid moths of Europe. New York: Apollo Books.

Hemild S, Nummela S, Reuter T. 1995. What middle ear parameters tell about impedance
matching and high frequency hearing. Hearing Research 85(1-2):31-44
DOI 10.1016/0378-5955(95)00031-x.

Herzlinger G, Grosman L. 2018. AGMT3-D: a software for 3-D landmarks-based geometric
morphometric shape analysis of archaeological artifacts. PLOS ONE 13:¢0207890
DOI 10.1371/journal.pone.0207890.

Hetherington TE. 1992. The effects of body size on the evolution of the amphibian middle ear.
In: Webster DB, Popper AN, Fay RR, eds. The Evolutionary Biology of Hearing. New York, NY:
Springer, 421-437.

Hoy RR, Robert D. 1996. Tympanal hearing in insects. Annual Review of Entomology 41:433-450
DOI 10.1146/annurev.en.41.010196.002245.

Huemer P, Hausmann A, Huemer P, Hausmann A. 2009. A new expanded revision of the
European high mountain Sciadia tenebraria species group (Lepidoptera, Geometridae). Zootaxa
2117:1-30 DOI 10.5281/zenodo.188004.

Hummel J, Késsl M, Nowotny M. 2011. Sound-induced tympanal membrane motion in
bushcrickets and its relationship to sensory output. Journal of Experimental Biology
214:3596-3604 DOI 10.1242/jeb.054445.

Kawahara AY, Barber JR. 2015. Tempo and mode of antibat ultrasound production and sonar
jamming in the diverse hawkmoth radiation. Proceedings of the National Academy of Sciences of
the United States of America 112:6407-6412 DOI 10.1073/pnas.1416679112.

Kawahara AY, Breinholt JW. 2014. Phylogenomics provides strong evidence for relationships of
butterflies and moths. Proceedings of the Royal Society B: Biological Sciences 281:20140970
DOI 10.1098/rspb.2014.0970.

Kawahara AY, Plotkin D, Hamilton CA, Gough H, St Laurent R, Owens HL, Homziak NT,
Barber JR. 2018. Diel behavior in moths and butterflies: a synthesis of data illuminates the
evolution of temporal activity. Organisms Diversity & Evolution 18(1):13-27
DOI 10.1007/s13127-017-0350-6.

Kojima K, Matsutani Y, Yanagawa M, Imamoto Y, Yamano Y, Wada A, Shichida Y,
Yamashita T. Evolutionary adaptation of visual pigments in geckos for their photic
environment. Science Advances (in press) 7(40):eabj1316 DOI 10.1126/sciadv.abj1316.

Korsunovskaya OS, Zhantiev RD. 2007. Effect of temperature on auditory receptor functions in
crickets (Orthoptera, Tettigoniodea). Journal of Evolutionary Biochemistry and Physiology
43:327-334 DOI 10.1134/50022093007030076.

Lee KM, Murillo-Ramos L, Huemer P, Hausmann A, Staude H, Mayr T, Sihvonen P. 2024.
Complex evolution in thin air: investigating female flightlessness and diel behaviour in
geometrid moths (Lepidoptera). Systematic Entomology 49:1-14 DOI 10.1111/syen.12633.

Lehmann GUC, Berger S, Strauf$ J, Lechmann AW, Pfliiger H-J. 2010. The auditory system of
non-calling grasshoppers (Melanoplinae: Podismini) and the evolutionary regression of their
tympanal ears. Journal of Comparative Physiology A 196(11):807-816
DOI 10.1007/s00359-010-0560-2.

Dey et al. (2025), PeerdJ, DOI 10.7717/peerj.19834 15/17


http://dx.doi.org/10.1016/j.heares.2010.01.009
http://dx.doi.org/10.1242/jeb.202.12.1579
http://dx.doi.org/10.1016/0378-5955(95)00031-x
http://dx.doi.org/10.1371/journal.pone.0207890
http://dx.doi.org/10.1146/annurev.en.41.010196.002245
http://dx.doi.org/10.5281/zenodo.188004
http://dx.doi.org/10.1242/jeb.054445
http://dx.doi.org/10.1073/pnas.1416679112
http://dx.doi.org/10.1098/rspb.2014.0970
http://dx.doi.org/10.1007/s13127-017-0350-6
http://dx.doi.org/10.1126/sciadv.abj1316
http://dx.doi.org/10.1134/S0022093007030076
http://dx.doi.org/10.1111/syen.12633
http://dx.doi.org/10.1007/s00359-010-0560-2
http://dx.doi.org/10.7717/peerj.19834
https://peerj.com/

Peer/

Loh YM, Su MP, Ellis DA, Andrés M. 2023. The auditory efferent system in mosquitoes. Frontiers
in Cell and Developmental Biology 11:1123738 DOI 10.3389/fcell.2023.1123738.

Lomas K, Montealegre-Z F, Parsons S, Field LH, Robert D. 2011. Mechanical filtering for
narrow-band hearing in the weta. Journal of Experimental Biology 214:778-785
DOI 10.1242/jeb.050187.

Miller LA, Surlykke A. 2001. How some insects detect and avoid being eaten by bats: tactics and
countertactics of prey and predator: evolutionarily speaking, insects have responded to selective
pressure from bats with new evasive mechanisms, and these very responses in turn put pressure
on bats to improve their tactics. BioScience 51(7):570-581
DOI 10.1641/0006-3568(2001)051[0570:hsidaa]2.0.co;2.

Montealegre-Z F, Jonsson T, Robson-Brown KA, Postles M, Robert D. 2012. Convergent
evolution between insect and mammalian audition. Science 338:968-971
DOI 10.1126/science.1225271.

Moraes SS, Soderholm MS, Aguiar TMC, Freitas AVL, Sihvonen P. 2023. Micro-CT imaging in
species description: exploring beyond sclerotized structures in lichen moths (Lepidoptera:
Erebidae, Arctiinae, Lithosiini). Peer] 11:¢15505 DOI 10.7717/peerj.15505.

Murillo-Ramos L, Brehm G, Sihvonen P, Hausmann A, Holm S, Ghanavi HR, Ounap E,
Truuverk A, Staude H, Friedrich E, Tammaru T, Wahlberg N. 2019. A comprehensive
molecular phylogeny of Geometridae (Lepidoptera) with a focus on enigmatic small subfamilies.
Peer] 7(1):¢7386 DOI 10.7717/peerj.7386.

Murillo-Ramos L, Twort V, Wahlberg N, Sihvonen P. 2023. A phylogenomic perspective on the
relationships of subfamilies in the family Geometridae (Lepidoptera). Systematic Entomology
48:618-632 DOI 10.1111/syen.12594.

Nakano R, Mason AC. 2017. Hearing sensitivity is more relevant to acoustic conspicuousness than
to mechanical constraints in crambid moths. Biological Journal of the Linnean Society
121:174-184 DOI 10.1093/biolinnean/blw029.

Nummela S. 1995. Scaling of the mammalian middle ear. Hearing Research 85(1-2):18-30
DOI 10.1016/0378-5955(95)00030-8.

Ounap E, Viidalepp J, Truuverk A. 2016. Phylogeny of the subfamily Larentiinae (Lepidoptera:
Geometridae): integrating molecular data and traditional classifications. Systematic Entomology
41:824-843 DOI 10.1111/syen.12195.

Plassmann W, Brindle K. 1992. A functional model of the auditory system in mammals and its
evolutionary implications. In: Webster DB, Popper AN, Fay RR, eds. The Evolutionary Biology of
Hearing. New York, NY: Springer, 637-653.

Rajaei H, Hausmann A, Scoble M, Wanke D, Plotkin D, Brehm G, Murillo-Ramos L,
Sihvonen P. 2022. An online taxonomic facility of Geometridae (Lepidoptera), with an overview
of global species richness and systematics. SBNA 5(2):145-192 DOI 10.18476/2022.577933.

Ratcliffe JM, Fullard JH. 2005. The adaptive function of tiger moth clicks against echolocating
bats: an experimental and synthetic approach. Journal of Experimental Biology 208:4689-4698
DOI 10.1242/jeb.01927.

Roeder KD, Treat AE. 1970. An acoustic sense in some hawkmoths (Choerocampinae). Journal of
Insect Physiology 16(6):1069-1086 DOI 10.1016/0022-1910(70)90199-x.

Rydell ], Jones G, Waters D. 1995. Echolocating bats and hearing moths: who are the winners?
Oikos 73:419-424 DOI 10.2307/3545970.

Rydell J, Skals N, Surlykke A, Svensson M. 1997. Hearing and bat defence in geometrid winter
moths. Proceedings of the Royal Society B: Biological Sciences 264:83-88
DOI 10.1098/rspb.1997.0012.

Dey et al. (2025), PeerdJ, DOI 10.7717/peerj.19834 16/17


http://dx.doi.org/10.3389/fcell.2023.1123738
http://dx.doi.org/10.1242/jeb.050187
http://dx.doi.org/10.1641/0006-3568(2001)051[0570:hsidaa]2.0.co;2
http://dx.doi.org/10.1126/science.1225271
http://dx.doi.org/10.7717/peerj.15505
http://dx.doi.org/10.7717/peerj.7386
http://dx.doi.org/10.1111/syen.12594
http://dx.doi.org/10.1093/biolinnean/blw029
http://dx.doi.org/10.1016/0378-5955(95)00030-8
http://dx.doi.org/10.1111/syen.12195
http://dx.doi.org/10.18476/2022.577933
http://dx.doi.org/10.1242/jeb.01927
http://dx.doi.org/10.1016/0022-1910(70)90199-x
http://dx.doi.org/10.2307/3545970
http://dx.doi.org/10.1098/rspb.1997.0012
http://dx.doi.org/10.7717/peerj.19834
https://peerj.com/

Peer/

Schneider CA, Rasband WS, Eliceiri KW. 2012. NIH Image to Image]J: 25 years of image analysis.
Nature Methods 9:671-675 DOI 10.1038/nmeth.2089.

Scoble MJ. 1992. The Lepidoptera. Form, function and diversity. Oxford: Natural History Museum
Publications, Oxford University Press, xi + 404.

Sih A, Ferrari MCO, Harris DJ. 2011. Evolution and behavioural responses to human-induced
rapid environmental change. Evolutionary Applications 4(2):367-387
DOI 10.1111/j.1752-4571.2010.00166.x.

Simon R, Dreissen A, Leroy H, Berg MP, Halfwerk W. 2023. Acoustic camouflage increases with
body size and changes with bat echolocation frequency range in a community of nocturnally
active Lepidoptera. Journal of Animal Ecology 92(12):2363-2372 DOI 10.1111/1365-2656.14016.

Sondhi Y, Ellis EA, Bybee SM, Theobald JC, Kawahara AY. 2021. Light environment drives
evolution of color vision genes in butterflies and moths. Communications Biology 4(1):1-11
DOI 10.1038/542003-021-01688-z.

Straufl J, Lakes-Harlan R. 2014. Evolutionary and phylogenetic origins of tympanal hearing
organs in insects. In: Hedwig B, ed. Insect Hearing and Acoustic Communication. Berlin,
Heidelberg: Springer, 5-26.

Surlykke A. 1986. Moth hearing on the Faeroe Islands, an area without bats. Physiological
Entomology 11(2):221-225 DOI 10.1111/§.1365-3032.1986.tb00409.x.

Surlykke A, Filskov M. 1997. Hearing in geometrid moths. Naturwissenschaften 84:356-359
DOI 10.1007/s001140050410.

Surlykke A, Skals N, Rydell J, Svensson M. 1998. Sonic hearing in a diurnal geometrid moth,
Archiearis parthenias, temporally isolated from bats. Naturwissenschaften 85:36-37
DOI 10.1007/s001140050449.

Tammaru T, Johansson NR, Ounap E, Davis RB. 2018. Day-flying moths are smaller: evidence
for ecological costs of being large. Journal of Evolutionary Biology 31:1400-1404
DOI 10.1111/jeb.13306.

ter Hofstede HM, Goerlitz HR, Ratcliffe JM, Holderied MW, Surlykke A. 2013. The simple ears
of noctuoid moths are tuned to the calls of their sympatric bat community. Journal of
Experimental Biology 216:3954-3962 DOI 10.1242/jeb.093294.

ter Hofstede HM, Ratcliffe JM, Fullard JH. 2008. Nocturnal activity positively correlated with
auditory sensitivity in noctuoid moths. Biology Letters 4:262-265 DOI 10.1098/rsbl.2007.0617.

van den Berge H, van Geest A, Rensema JW, Drukker J. 1990. Three-dimensional graphic
reconstruction of the tympanic bulla of the rat with special reference to the middle ear muscles.
Acta Otolaryngol 110:253-261 DOI 10.3109/00016489009122545.

Werner YL, Igic PG. 2002. The middle ear of gekkonoid lizards: interspecific variation of structure
in relation to body size and to auditory sensitivity. Hearing Research 167(1-2):33-45
DOI 10.1016/s0378-5955(02)00331-3.

Yack JE, Raven BH, Leveillee MB, Naranjo M. 2020. What does an insect hear? Reassessing the
role of hearing in predator avoidance with insights from vertebrate prey. Integrative and
Comparative Biology 60:1036-1057 DOI 10.1093/icb/icaa097.

Dey et al. (2025), PeerdJ, DOI 10.7717/peerj.19834 1717


http://dx.doi.org/10.1038/nmeth.2089
http://dx.doi.org/10.1111/j.1752-4571.2010.00166.x
http://dx.doi.org/10.1111/1365-2656.14016
http://dx.doi.org/10.1038/s42003-021-01688-z
http://dx.doi.org/10.1111/j.1365-3032.1986.tb00409.x
http://dx.doi.org/10.1007/s001140050410
http://dx.doi.org/10.1007/s001140050449
http://dx.doi.org/10.1111/jeb.13306
http://dx.doi.org/10.1242/jeb.093294
http://dx.doi.org/10.1098/rsbl.2007.0617
http://dx.doi.org/10.3109/00016489009122545
http://dx.doi.org/10.1016/s0378-5955(02)00331-3
http://dx.doi.org/10.1093/icb/icaa097
http://dx.doi.org/10.7717/peerj.19834
https://peerj.com/

	Diurnal moths have larger hearing organs: evidence from comparative 3D morphometric study on geometrid moths
	Introduction
	Materials and Methods
	Results
	Discussion
	Conclusion
	flink6
	References



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.4
  /CompressObjects /Off
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile (None)
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages false
  /ColorImageDownsampleType /Average
  /ColorImageResolution 300
  /ColorImageDepth 8
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /FlateEncode
  /AutoFilterColorImages false
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages false
  /GrayImageDownsampleType /Average
  /GrayImageResolution 300
  /GrayImageDepth 8
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /FlateEncode
  /AutoFilterGrayImages false
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages false
  /MonoImageDownsampleType /Average
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /DAN <>
    /DEU <>
    /ESP <>
    /FRA <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken voor kwaliteitsafdrukken op desktopprinters en proofers. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /PTB <>
    /SUO <>
    /SVE <>
    /ENU (Use these settings to create Adobe PDF documents for quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


