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Continuous phenotypic modulation 
explains male horn allometry 
in three dung beetle species
Alex Laini, Angela Roggero*, Claudia Palestrini & Antonio Rolando

Many dung beetle species show male horn polyphenism, the ability of males to develop into distinct 
phenotypes without intermediate forms as a response to the larval growth environment. While 
males with long (majors) and rudimentary (minor) horn have been widely reported in literature, 
little is known about the existence of individuals with intermediate horn length. Here we investigate 
the occurrence of intermediates in natural populations of three dung beetle species (Onthophagus 
furcatus, Copris lunaris and C. hispanus). We analysed the body size-horn length relationship using 
linear, exponential, and sigmoidal models with different error structures. We inferred the number 
of individuals in the minor, intermediate, and major groups by combining changepoint analysis and 
simulation from fitted allometric models. The sigmoidal equation was a better descriptor of the body 
size-horn length relationship than linear or exponential equations in all the three studied species. Our 
results indicated that the number of intermediates equals or exceeds the number of minor and major 
males. This work provides evidence that, at least in the studied species, males with intermediate horn 
length exist in natural populations. For similar cases we therefore suggest that continuous phenotypic 
modulation rather than discrete polyphenism can explain variation in male horn allometry.

Polyphenism is the ability of individual genotypes to develop into distinct phenotypes without intermediate 
forms in response to environmental changes1,2. Polyphenisms are modelled as threshold traits in which indi-
viduals below and above a “critical threshold” develop into different distinct morphologies3. They involve a 
size-dependent reprogramming event that alters larval development4–6, as opposed to a continuous phenotypic 
modulation that causes continuous variation in growth parameters7,8.

Horned dung beetles have traditionally been considered polyphenic because of a discontinuity in the scaling 
relationship between body size and horn length. Pioneering works on Onthophagus acuminatus (Harold, 1880) 
and O. taurus (Schreber, 1759) suggested a bimodal distribution of the cephalic horn length in males with indi-
viduals larger than a critical body size developing long horns on their heads (majors), whereas the others develop 
only rudimentary horns (minors)2,9,10. The transition between the two phenotypes was attributed to the charac-
teristics of the larval growth environment, especially by the amount and quality of food received during the larval 
stage9,10 but also by population density11 and temperature12. Following these findings, the presence of two male 
morphs has proved to be widespread and consistent among horned dung beetles. Male dimorphism is usually 
inferred from the sigmoidal relationship with steep slopes existing between body size and horn length2,9,10,13,14. 
The switch point of the sigmoidal equation represents the “critical” body size that separates short- from long-
horned individuals. The steep slope guarantees that the transition between short- and long-horned individuals 
will abruptly occur within a small body size range15. The sigmoidal relationship results in a bimodal distribution 
of horn lengths, in which intermediate forms are rare compared to minor and major individuals.

The distinction between minor and major individuals is also supported by differences in mating strategies 
between the two morphs9,10. In some species of the genus Onthophagus, large-horned individuals use their horns 
as weapons in fights to provide and defend access to females inside tunnels. Small individuals adopt a sneaking 
tactic by digging alternative tunnels or utilising unguarded tunnels to avoid large males. Mating strategies are 
partially driven by allocation trade-offs among traits, where horns compete with other traits for common growth 
factors. A trade-off between horn length and testes size has been found, with small individuals allocating more 
energy to testes growth than large individuals in several Onthophagus16. Similar trade-offs have been reported 
for the dimension of eyes, legs, antennae, and other morphological traits17–19. Individuals with an intermediate 
horn length are thus competitively disfavoured because they perform both reproductive tactics poorly and due 
to intermediate physiological adaptations20.
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In line with allometric and behavioural expectations, most studies have found a paucity of intermediate forms 
in natural dung beetle populations. However, evidence that individuals with intermediate horn length15,21 and 
that the allometric relationships may be framed in a continuous phenotypic modulation8 exist, challenging the 
entire idea that polyphenism is widespread and consistent in horned dung beetles. Here we studied the body 
size-horn length relationship in three dung beetle species (Copris lunaris (Linnaeus, 1758), Onthophagus furcatus 
(Fabricius, 1781), Copris hispanus (Linnaeus, 1764) with a differing slope of the sigmoid by combining change-
point analysis and simulations from fitted allometric models to identify the number of individuals in the minor, 
intermediate, and major groups. We use our findings to discuss the mechanisms regulating the body size-horn 
length relationship and the implications for mating strategies.

Results
We analysed the body size-horn length relationship in natural populations of C. lunaris, O. furcatus and C. his-
panus. We tested this relationship using linear, exponential, and sigmoidal models with different error structures. 
The best-fitted model was sigmoidal with additive normal homoscedastic errors for C. lunaris and sigmoidal 
with multiplicative lognormal heteroscedastic errors for O. furcatus and C. hispanus (Fig. 1, Supplementary 1). 

Figure 1.   The body size-horn length relationship for Copris lunaris, Onthophagus furcatus, and Copris 
hispanus. The solid black line is the best-fitted line according to a sigmoidal equation. The dashed lines and the 
light blue shaded areas represent the median and confidence interval of the changepoints between the minor-
intermediate (on the left) and the intermediate-major groups (on the right).
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Slope parameter b in the sigmoidal equation was 34.1, 24.1 and 11.5 for C. lunaris, O. furcatus, and C. hispanus, 
respectively. No apparent discontinuities were found by visual inspection or in log–log plots of the body size-
horn length relationship (Supplementary 2).

We performed a changepoint analysis to identify the number of individuals in minor, intermediate, and 
major groups. The number of individuals and the body size range (i.e. the difference between maximum and 
minimum body size) of the intermediate group differed among species (Fig. 2a). Copris lunaris had the fewest 
individuals (median = 13, 25% of the analysed individuals) and the narrowest body size range of the intermedi-
ate group (median = 0.79 mm, 23% of the overall body size range). The intermediate group of O. furcatus was 
composed of 133 individuals (48%) with a body size range of 0.27 mm (29%), while that of C. hispanus contained 
218 individuals (76.5%) with a body size range of 2.9 mm (47.4%). In O. furcatus, the number of observed 
and simulated individuals in the intermediate group were due to variability introduced with random number 
generation. The analysed species differed in the horn length dimorphism, with C. lunaris, O. furcatus, and C. 
hispanus having marked bimodal, weak bimodal, and unimodal distributions, respectively. The recognition 
of intermediates resulted in less marked bimodal distribution peaks for minors and majors, especially for the 
majors in O. furcatus (Fig. 2b).

We determined the significance of the difference in the number of individuals in minor, intermediate, 
and major groups by simulating the regression parameters values from the variance–covariance matrix of the 
parameters using multivariate normal distribution. The number of individuals in the minor, intermediate, and 
major groups did not significantly differ in C. lunaris (confidence intervals completely overlapped 0; Fig. 2c). 

Figure 2.   Occurrence of minor, intermediate, and major individuals in three dung beetle species. (a) Violin plot 
of the horn length of the minor (light blue), intermediate (blue), and major (green) groups for three dung beetle 
species. The number of individuals in each group is also reported; (b) histograms of the horn length divided by 
group; (c) confidence intervals of the difference among the number of individuals in the minor, intermediate, 
and minor groups. The median values (black circles) and 95% percentile intervals (solid lines) of differences are 
reported. The dashed red lines indicate 0.
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Intermediates outnumbered the minors and majors in both O. furcatus and C. hispanus, while minors were more 
numerous than majors only in O. furcatus.

Discussion
Horn length polyphenism in dung beetles has fascinated generations of scientists and continues to lead to 
debate about its underlying mechanisms. A separation into two distinct morphs with rudimentary (minor) and 
fully developed (major) horns is typically reported for most dung beetle species. By using allometric modelling 
coupled with a changepoint analysis and simulation from fitted models, we demonstrated that the number of 
intermediates equals or exceeds those of the minors and majors in three species differing for the steepness of 
the body size-horn length relationship.

The sigmoidal equation was a better descriptor of the body size-horn length relationship than linear or expo-
nential equations in the three studied species. The slope of the sigmoid regulates the abruptness of the transition 
between minors and majors that, in turn, determines the body size range and the number of individuals with 
intermediate horn length. Although an increased slope results in a narrow body size range of the intermediates 
in C. lunaris, the number of individuals with intermediate horn length equals those of minors and majors. Thus, 
the sigmoid slope per se does not evidence polyphenism because it allows for the presence of intermediates. 
Moreover, it does not inform analysts about the presence of discontinuities in the body size-horn length relation-
ship because sigmoids represent, de facto, continuous relationships.

Our approach to identify changepoints relied on sigmoidal equation parameters and consistently recognises 
many intermediates in the three studied dung beetle species. We found that a bimodal horn length distribution 
does not necessarily translate into more individuals showing either rudimentary or fully developed horns. Clas-
sifying individuals into morphs is a major challenge given the inherent random variability in both horn length 
and body size. For example, individuals with different body sizes can have the same horn length, and vice versa. 
Alternative approaches to those herein followed to classify individuals into morphs exist but are often flawed 
and none is superior to others in all situations22. This is probably because the identification of discrete morphs 
is somewhat subjective given the choice of criteria to establish different categories23. In broader terms, the entire 
morphs classification process in most dung beetle species appears inaccurate because of the attempt to discretise 
a continuous relationship with no apparent discontinuities. We thus raise questions about the validity of the 
discontinuous allometric variation concept in dung beetles, at least in some species. Similar conclusions have 
been drawn by Packard (2021)24 when analysing the body size-horn length relationship in rhinoceros beetles, 
which is another group of polyphenic beetles that bear cephalic horns.

Two alternative developmental mechanisms can explain the emergence of sigmoidal relationships: reprogram-
ming and extreme positive allometries25. Reprogramming involves the presence of critical thresholds that alter 
larvae development4 and can emerge when two components (e.g., hormones) mutually exclude one another6,7. 
Alternatively, horn length polyphenism can be explained by continuous phenotypic modulation and, therefore, 
by extreme positive allometries (when the trait has a higher growth rate than the body as a whole) until resources 
are exhausted8,25. The overall process of continuous phenotypic modulation is regulated by sharp transitions in 
the gene activities triggered by the amount of dung available for larval growth7,25. According to Tomkins et al. 
(2006)8, our results are more consistent with the mechanism of continuous phenotypic modulation rather than 
threshold reprogramming because we did not find discontinuities in the body size-horn length relationship and 
a rather large number of individuals with intermediate forms appears in all three studied species. This view is 
supported by recent transcriptomic screens and gene function assays, which reveal that changes in expression 
rather than in the type of regulating genes determine horn length in dung beetles27.

The recognition of intermediates in natural populations of dung beetles poses problems for interpreting their 
mating behaviour because intermediates are expected to perform poorly compared to minors and majors. Horn-
less individuals continue to display aggressive behaviour and engage in fights with other hornless males, and 
even with horned males, although the probability of success in the latter is virtually null20. Hence intermediates 
can adopt opportunistic behaviour by engaging in fights with hornless or similar sized individuals, using sneak-
ing tactics or waiting for unguarded females when facing larger individuals. However, mating tactics are only 
one of the variables that affect the mating success probability in natural populations given the effect of multiple 
co-occurring factors. Body size, horn length, and strength contribute to the probability of winning fights in 
staged contests of O. taurus28,29. This makes the outcome of fights difficult to predict when these features take 
contrasting patterns in two contestants (e.g., long-horned individuals with a smaller body size vs. short-horned 
individuals with a larger body size). Density-dependent processes, including asymmetric competition with larger 
species30, can affect the probability of accessing resources and thus favour the selection for specific body sizes. 
Dung age31, courtship rate29, and interspecific differences in horn use as competitive signals32 are other variables 
that co-occur to determine an individual’s mating success and may justify the occurrence of intermediate forms.

Our work provides evidence that individuals with intermediate horn length exist in natural populations of 
some dung beetle species and discusses the implications of regulating mechanisms and mating tactics. We suggest 
for at least some dung beetle species with allometric body size-horn length relationships can be better framed in 
a continuous phenotypic modulation context than discrete polyphenism, and minors and majors represent the 
extremes of underlying continuous distribution.

Methods
Horn length and body size.  We used 52, 278, and 285 individuals of C. lunaris, O. furcatus and C. his-
panus collected from the field. Copris hispanus and C. lunaris individuals were collected entirely from natural 
populations in Italy, while O. furcatus individuals were collected from natural populations in both Italy (n = 102) 
and Turkey (n = 176). We acquired the cephalic weaponry and pronotum images with a Leica® DMC4500 (Leica 
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Microsystems AG, Wetzler, Germany) digital camera connected to a Leica® Z16APO stereoscopic dissecting 
microscope (Leica Microsystems AG, Wetzler, Germany). The LAS-Leica Application Suite software (Leica 
Microsystems AG, Wetzler, Germany) was used to capture and store photographs, and to measure the horn 
length and pronotum maximum width, a reliable index of body size for coleopterans22. Horn length of C. lunaris 
and C. hispanus was measured as a curved line from the base to the tip of the horn33, and as a straight line from 
the base to the tip for O. furcatus.

Regression models.  We investigated the body size-horn length relationship using linear general form 
power and sigmoid equations. Three error structures were investigated for each function: additive normal 
homoscedastic, additive normal heteroscedastic, and multiplicative lognormal heteroscedastic24. We selected 
the best model according to the Akaike Information Criterion (AIC) among the nine models that emerged 
from the combinations between equations and error structure. Computations were performed using the Model 
Procedure in SAS 9.4.

Changepoint analysis.  We predicted horn length from the best-fitted model on 1,000 points equally 
spaced within the interval between the minimum and maximum measured body sizes. We calculated the slope 
for each point by the finite difference method. Then the difference between the slope of a point and that of the 
previous one was calculated. The biggest and smallest differences were taken as the changepoints between the 
minor-intermediate and intermediate-major groups, respectively. These changepoints were then used to cal-
culate the number of individuals in each group. We evaluated the uncertainty of changepoints by simulating 
1,000 regression parameters values from the variance–covariance matrix of the parameters using multivariate 
normal distribution34. We performed the changepoint analysis for each random draw of the parameter. The 
confidence interval of the changepoint and the associated measures were then determined as the percentile 
interval (2.5–97.5%). We also calculated the pairwise differences among the number of individuals of the minor, 
intermediate, and major groups for each species from the simulated values. For O. furcatus, the individuals from 
different countries were pooled because they provided similar results (Supplementary 3). The changepoint and 
uncertainty analyses were performed with the R statistical software35.

Data availability
Source data to generate figures and tables are available from the corresponding authors.

Received: 28 September 2021; Accepted: 17 May 2022

References
	 1.	 Nijhout, H. F. Control mechanisms of polyphenic development in Insects: In polyphenic development, environmental factors alter 

some aspects of development in an orderly and predictable way. Bioscience 49, 181–192 (1999).
	 2.	 Moczek, A. Horn polyphenism in the beetle Onthophagus taurus: Larval diet quality and plasticity in parental investment determine 

adult body size and male horn morphology. Behav. Ecol. 9, 636–641 (1998).
	 3.	 Roff, D. A. The evolution of threshold traits in animals. Q. Rev. Biol. 71, 3–35 (1996).
	 4.	 Nijhout, H. F. & Wheeler, D. E. Growth models of complex allometries in holometabolous insects. Am. Nat. 148, 40–56 (1996).
	 5.	 Moczek, A. P. & Nijhout, H. F. Rapid evolution of a polyphenic threshold. Evol. Dev. 5, 259–268 (2003).
	 6.	 Lugagne, J.-B. et al. Balancing a genetic toggle switch by real-time feedback control and periodic forcing. Nat. Commun. 8, 1671 

(2017).
	 7.	 Hanna, L. & Abouheif, E. The origin of wing polyphenism in ants: An eco-evo-devo perspective. In Current Topics in Developmental 

Biology, vol. 141, 279–336 (Elsevier, 2021).
	 8.	 Tomkins, J., Kotiaho, J. & Lebas, N. Matters of scale: Positive allometry and the evolution of male dimorphisms. Am. Nat. 165, 

389–402 (2005).
	 9.	 Emlen, D. Environmental-control of horn length dimorphism in the beetle Onthophagus acuminatus (Coleoptera, Scarabaeidae). 

Proc. R. Soc. B-Biol. Sci. 256, 131–136 (1994).
	10.	 Moczek & Emlen. Proximate determination of male horn dimorphism in the beetle Onthophagus taurus (Coleoptera: Scarabaeidae). 

J. Evol. Biol. 12, 27–37 (1999).
	11.	 Buzatto, B. A., Tomkins, J. L. & Simmons, L. W. Maternal effects on male weaponry: Female dung beetles produce major sons with 

longer horns when they perceive higher population density. BMC Evol. Biol. 12, 1–12 (2012).
	12.	 Macagno, A. L., Zattara, E. E., Ezeakudo, O., Moczek, A. P. & Ledón-Rettig, C. C. Adaptive maternal behavioral plasticity and 

developmental programming mitigate the transgenerational effects of temperature in dung beetles. Oikos 127, 1319–1329 (2018).
	13.	 Emlen, D., Hunt, J. & Simmons, L. Evolution of sexual dimorphism and male dimorphism in the expression of beetle horns: 

Phylogenetic evidence for modularity, evolutionary lability, and constraint. Am. Nat. 166(Suppl 4), S42-68 (2005).
	14.	 Eberhard, W. G. Beetle horn dimorphism: Making the best of a bad lot. Am. Nat. 119, 420–426 (1982).
	15.	 Emlen, D. J. & Nijhout, H. F. The development and evolution of exaggerated morphologies in insects. Ann. Rev. Entomol. 45, 

661–708 (2000).
	16.	 Simmons, L. W. & Emlen, D. J. Evolutionary trade-off between weapons and testes. PNAS 103, 16346–16351 (2006).
	17.	 Pizzo, A., Macagno, A., Dusini, S. & Palestrini, C. Trade-off between horns and other functional traits in two Onthophagus species 

(Scarabaeidae, Coleoptera). Z. Morphol. Tiere 131, 57–68 (2012).
	18.	 Emlen, D. J. Costs and the diversification of exaggerated animal structures. Science 291, 1534–1536 (2001).
	19.	 Tomkins, J., Kotiaho, J. & Lebas, N. Phenotypic plasticity in the developmental integration of morphological trade-offs and second-

ary sexual trait compensation. Proc. R. Soc. B-Biol. Sci. 272, 543–551 (2005).
	20.	 Moczek, A. P. & Emlen, D. J. Male horn dimorphism in the scarab beetle, Onthophagus taurus: Do alternative reproductive tactics 

favour alternative phenotypes?. Anim. Behav. 59, 459–466 (2000).
	21.	 Nijhout, H. F. Insect Hormones (Princeton University Press, 1994).
	22.	 Knell, R. J. On the analysis of non-linear allometries. Ecol. Entomol. 34, 1–11 (2009).
	23.	 Chevin, L.-M. & Lande, R. Evolution of discrete phenotypes from continuous norms of reaction. Am. Nat. 182, 13–27 (2013).
	24.	 Packard, G. C. Is allometric variation in the cephalic horn on male rhinoceros beetles discontinuously dimorphic?. Evol. Biol. 48, 

233–245 (2021).



6

Vol:.(1234567890)

Scientific Reports |         (2022) 12:8691  | https://doi.org/10.1038/s41598-022-12854-6

www.nature.com/scientificreports/

	25.	 Tomkins, J. L. & Moczek, A. P. Patterns of threshold evolution in polyphenic insects under different developmental models. Evolu-
tion 63, 459–468 (2009).

	26.	 Lewis, J., Slack, J. M. W. & Wolpert, L. Thresholds in development. J. Theor. Biol. 65, 579–590 (1977).
	27.	 Casasa, S., Schwab, D. B. & Moczek, A. P. Developmental regulation and evolution of scaling: Novel insights through the study of 

Onthophagus beetles. Curr. Opin. Insect Sci. 19, 52–60 (2017).
	28.	 Emlen, D. J. Alternative reproductive tactics and male-dimorphism in the horned beetle Onthophagus acuminatus (Coleoptera: 

Scarabaeidae). Behav. Ecol. Sociobiol. 41, 335–341 (1997).
	29.	 McCullough, E. L. & Simmons, L. W. Selection on male physical performance during male–male competition and female choice. 

Behav. Ecol. 27, 1288–1295 (2016).
	30.	 Giller, P. S. & Doube, B. M. Experimental analysis of inter-and intraspecific competition in dung beetle communities. J. Anim. 

Ecol. 58, 129–142 (1989).
	31.	 Doube, B. M., Giller, P. S. & Moola, F. Dung burial strategies in some South African coprine and onitine dung beetles (Scarabaeidae: 

Scarabaeinae). Ecol. Entomol. 13, 251–261 (1988).
	32.	 Emlen, D. J. The evolution of animal weapons. Annu. Rev. Ecol. Evol. Syst. 39, 387–413 (2008).
	33.	 Kerman, K., Roggero, A., Rolando, A. & Palestrini, C. Evidence for Male Horn Dimorphism and related pronotal shape variation 

in Copris lunaris (Linnaeus, 1758) (Coleoptera: Scarabaeidae, Coprini). Insects 9, 108 (2018).
	34.	 King, G., Tomz, M. & Wittenberg, J. Making the most of statistical analyses: Improving interpretation and presentation. Am. J. 

Polit. Sci. 44, 15 (2000).
	35.	 R Core Team. A language and environment for statistical computing. R Foundation for Statistical Computing (2021).

Acknowledgements
We thank Massimo Ventrucci for commenting on the statistical analysis. Stefano Ziani kindly provided us 
with some Italian dung beetles. The fieldwork (C.P. and A.Rolando) was funded by Turin University. The study 
benefited from the Bruker MicroCT facility of the Geometric Morphometrics Laboratory in the Dept. of Life 
Sciences and Systems Biology at Turin University, equipped thanks to the CRT Foundation, Research and Edu-
cation section (Torino, Italy).

Author contributions
C.P. and A. Rolando conceived the study; A. Roggero performed morphometric analyses; A.L. analysed data; 
A.L. led the writing of the manuscript with contributions from C.P. and A. Rolando.

Competing interests 
The authors declare no competing interests.

Additional information
Supplementary Information The online version contains supplementary material available at https://​doi.​org/​
10.​1038/​s41598-​022-​12854-6.

Correspondence and requests for materials should be addressed to A.R.

Reprints and permissions information is available at www.nature.com/reprints.

Publisher’s note  Springer Nature remains neutral with regard to jurisdictional claims in published maps and 
institutional affiliations.

Open Access   This article is licensed under a Creative Commons Attribution 4.0 International 
License, which permits use, sharing, adaptation, distribution and reproduction in any medium or 

format, as long as you give appropriate credit to the original author(s) and the source, provide a link to the 
Creative Commons licence, and indicate if changes were made. The images or other third party material in this 
article are included in the article’s Creative Commons licence, unless indicated otherwise in a credit line to the 
material. If material is not included in the article’s Creative Commons licence and your intended use is not 
permitted by statutory regulation or exceeds the permitted use, you will need to obtain permission directly from 
the copyright holder. To view a copy of this licence, visit http://​creat​iveco​mmons.​org/​licen​ses/​by/4.​0/.

© The Author(s) 2022

https://doi.org/10.1038/s41598-022-12854-6
https://doi.org/10.1038/s41598-022-12854-6
www.nature.com/reprints
http://creativecommons.org/licenses/by/4.0/

	Continuous phenotypic modulation explains male horn allometry in three dung beetle species
	Results
	Discussion
	Methods
	Horn length and body size. 
	Regression models. 
	Changepoint analysis. 

	References
	Acknowledgements


