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Abstract. We investigated the reproductive ecology of Sichuan digging frog (Microhylidae: Kaloula rugifera) in Mian-
yang, China during the wet season (from May to Septemper) of 2013. Male K. rugifera first appeared at temporary 
ponds following the first heavy rain of the wet season and initiated calling. Male frogs formed choruses throughout 
the wet season during the evenings and nights after rainstorms. Females arrived at ponds shortly after males start 
calling and leaved the pond once they lay egg masses. Amplexus lasted up to three hours. Females were larger than 
males in terms of body size, but we found no evidence of size-assortative mating. Clutch size varied from 920 to 2200 
eggs, with egg diameter ranging from 1.33 to 1.93 mm. Larger females laid more eggs, and there was no correlation 
between egg number and egg size. Embryos hatched from eggs within 18-20 hours of oviposition, and grew for 25-40 
days before complete metamorphosis occurred. Growth was fastest immediately after hatching, and declined asymp-
totically with increasing tadpole body size. Overall, K. rugifera have a breeding biology characterized by strong male-
male competition with prolonged breeding coinciding with the annual wet season.
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Microhylidae Günther, 1858 (Fei et al., 2009; Frost, 
2013) is a geographically widespread family of frogs, that 
includes 426 species (Fei et al., 2009), five (Mo et al., 
2013) of which occur in China (Kaloula borealis; K. nong-
gangensis; K. pulchra; K. rugifera; and K. verrucosa). The 
reproductive ecology of Chinese Microhylidae is largely 
unknown and only the reproductive ecology of K. verru-
cosa has been reported (Fei et al., 2009). In the present 
study, some aspects of the breeding ecology of Sichuan 
digging frogs (Microhylidae: K. rugifera) are described, 
providing basic information about the breeding season, 
reproductive behavior, duration of the larval period, and 
tradeoffs between egg number/size and female size.

Kaloula rugifera is distributed in the northeastern 
Sichuan and southernmost Gansu provinces in south-

western China (Fei et al., 2009; Fei and Xie, 2004). This 
small species (adults snout to vent length range from 
35-55 mm; Fei et al., 2009) is often found in hilly areas 
near villages, and has been recorded sheltering in tree-
holes. This species breeds in rain-filled, temporary pools 
and small ponds (Fei and Ye, 1983; Fei and Xie, 2004). 

Fieldwork was conducted at a temporary pond 
(104°46˝E and 31°29˝N; 459 m a.s.l. elevation) in Mian-
yang, Sichuan, China from May to September 2013. This 
area is characterized by annual average temperature of 
16.3°C, and total annual precipitation averages of 865.5 
mm (Fig. 1). During the field season, the max-min range 
of temperature was 21.4-25.7°C. The temporary pond was 
located in dense woodland situated on Mianyang Normal 
University campus. The pond had an area of 7 m2, a max-
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imum seasonal depth of 10 cm and some wilted leaves in 
the water. The study site was visited after sudden rain-
storm during all the breeding season.

During the breeding season (May-September), we 
hand-collected 36 frogs (14 pairs found in amplexus, and 
four males and four females not in amplexus). We meas-
ured the snout-vent length (SVL, to the nearest 0.1 cm) 
of all the collected frogs (Fig. 1) and we transported each 
pairs to our laboratory (50 m away) using buckets contain-
ing pond water. After laying eggs, we determined the num-
ber of eggs per clutch, and photographed the eggs of eight 
clutches using a canon camera with macro lens (EOS 550) 
with a scale ruler in order to measure egg size (Chen et al., 
2013a). We quantified egg size by measuring 10-30 eggs 
per clutch from digital photos, and averaged the minimum 
and maximum diameter of each egg (to the nearest 0.01 
mm) to obtain a measure of egg size (Chen et al. 2013b). 

We haphazardly selected two egg clutches from 
females with different size to study time to reach hatch-
ing and tadpole growth rates, and released all other egg 
clutches and frogs back into the study pond after data 
collection. The first was collected in late May, while the 
second in late June. Tadpoles were reared in groups of 

20-30 individuals in plastic buckets (10 liter/capacity) 
containing a 2 cm substrate of mud and 10 cm of water, 
both collected from our study pond. The buckets were 
maintained at room temperature in our laboratory. We 
fed tadpoles with 2-2.5 g of crushed goldfish feed dai-
ly (Shangdong Dongpinghu feed Co., Ltd, China: 32% 
crude protein, 5% crude fat, 3% crude fibre, 10% mois-
ture, and 12% crude ash). A single investigator measured 
the tadpoles’ body size (SVL) at 9:00-10:00 am of every 
day, until metamorphosis occurred. Body size measures 
were used to estimate the tadpole growth rates using 
Von Bertalanffy’s (1957) equation. The equation takes 
the form St = Smax (1 – e–kt+b), where St is body size at 
age t (time, in days), Smax is the estimated asymptotic 
maximum body size that tadpoles can reach before meta-
morphosis occurred, k is a growth coefficient, and b is a 
constant. Then, growth rate can be calculated as R = dS/
dt = k (Smax – St).

Due to the small sample size, we used non paramet-
ric Spearman’s correlation to explore the relationship 
between female body size and reproductive output (egg 
number and size), as well as between clutch size and egg 
size. We used SPSS software (Version 16.0. Chicago, SPSS 
Inc) for statistical analysis, all statistics are two-tailed and 
summary statistics are presented as means  ±  standard 
deviation (SD).

K. rugifera initiated breeding just after the first sud-
den rainstorm at the outset of the annual rainy season 
(25 May 2013; the rainy season lasted from late May-early 
September; Fig.  1), when the rain filled the study pond. 
Breeding continued throughout most of the rainy sea-
son due to sudden rainstorm, but became less frequent 
in September (we found 13 pairs in May-August, but 
just one pair in September), when temperatures became 
cooler and rainfall less frequent (Fig. 1). These changes in 
weather are associated with gradual drying of temporary 
ponds (5-8 cm in depth) and, thus, with the end of the 
reproductive season of K. rugifera. 

In the evening following the first major rainstorm of 
the season, male frogs arrived at the temporary pool and 
began to chorus strongly. We observed females arriving 
at the pool two to three hours after males began adver-
tising, then females engaged in amplexus within the first 
minutes of arriving at ponds (5.6 ± 2.3 min, n = 8; range: 
3-9  min, Fig.  2b). Females generally laid eggs within 
three hours of initiating amplexus (116 ± 42 mins, n = 6, 
range: 60-180 mins). After fertilization occurred, the 
pairs separated and females left the breeding pond after 
mating. Males remained at the pond and called unless 
there were no females at the breeding site.

Adult males were significantly smaller than adult 
females in terms of body size (Z = -5.004, p < 0.001;  
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Fig. 1. Monthly mean air temperatures and mean rainfall during 
the reproductive season of Sichuan digging frogs (Kaloula rugifera) 
at a seasonal pool at Mianyang Normal University campus (Mian-
yang, Sichuan, China).
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males SVL = 3.77  ±  0.23 cm; range: 3.3-4.3 cm, n = 19; 
females SVL= 4.57 ± 0.30 cm; range: 4.1-5.0 cm, n = 18; 
Fig.  2a). Despite the wide range of body sizes of both 
males and females, the body lengths of males and females 
found in amplexus were not significantly correlated 
(rs = 0.157, p = 0.592, n = 14; Fig. 3). Thus, no evidence 
of size-assortative mating (a significant positive relation-
ship between male and female body lengths of pairs in 
amplexus) was detected, as both large and small males 
successfully amplexed and mated with both large and 
small females.

The number of eggs per egg clutch ranged from 920-
2200 eggs (1430  ±  456 eggs, n = 18 clutches), and egg 
diameter ranged from 1.33-1.93 mm (1.62  ±  0.12 mm, 
n = 355 eggs from eight clutches). We found significant 
positive correlations between female body size (SVL) and 
clutch size (rs = 0.772, p < 0.001, n = 18; Fig. 4a), how-
ever, we did not find a significant correlation between 

female body size and egg size (rs = 0.429, p = 0.289, 
n = 8; Fig. 4b) as well as between the number of eggs per 
clutch and egg size (rs = 0.5, p = 0.207, n = 8; Fig 4c). 

Eggs developed and hatched within 18-20 hours, tad-
poles grew for 25-40 days before complete metamorpho-
sis occurred. The initial body length of tadpoles ranged 
from 2-3 mm (Fig. 5a). The individual growth rate of tad-
poles was fastest immediately after hatching, and declined 
asymptotically with increasing body size (Figs. 5a, b).The 
tadpoles hatching from eggs laid during late June had a 
larger initial body size and grew faster than tadpoles 
hatching on late May (KMay = 0.035; KJune = 0.046, Fig. 5). 

K. rugifera breed along the entire rainy season, which 
lasts approximately four months, making this species 
a prolonged breeder (Wells, 1977). Breeding was initi-
ated in late May, after the first heavy rainfall of the sea-
son, suggesting that the species’ reproductive phenology 
is driven by precipitation and ambient temperature (Fei 
and Ye, 1983), similar to con-generic species K. verru-
cosa (Verrucous Digging Frog He et al., 2006). Breeding 
aggregations at a single pond are relatively small in both 
species (18-20 males; He et al. 2006) Similarly to K. ver-
rucosa, also K. rugifera lay free-floating eggs, probably as 
a reproductive strategy to speed embryo development by 
exposing the entire egg surface to the high water temper-
atures (Warkentin et al., 2005).

Larger and older female amphibians with larger 
abdominal cavities are often able to allocate more energy 
to reproduction (Wells, 2007) by laying more eggs than 
smaller and younger conspecifics (Dziminski and Alford, 
2005; Chen et al., 2011). Many amphibian females invest 
a lot of energy into body growth, enabling the incubation 
of a larger number of eggs and thus increasing fecundity 
(Czarnoleski and Kozlowski, 1998). In our study, larger 

	  Fig. 2. Sichuan digging frogs (Kaloula rugifera): a male (a) and a couple in amplexus (b) being approached by another male (top). Photo-
graphs by Wei Chen.
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Fig. 3. Body size relationship of amplexing males and females (SVL 
measurements) of Sichuan digging frog (Kaloula rugifera; n = 14).
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female K. rugiferalaid eggs with identical size in com-
parison with the little ones. Two possible explanations 
for this pattern are that: 1) larger females can invest more 
energy into egg production, which results into larger 
clutch size (Duellman and Trueb, 1986; Roff, 1992); and/
or 2) the females in this population are below maximum 
physical constraint and egg size is mainly constrained by 
proximate factors prior to breeding, such as energy avail-
ability during vitellogenesis (Kaplan and Salthe, 1979).

Many amphibians have tradeoff between clutch size 
and egg size (Wells. 2007), but K. rugifera shows no cor-

relations between egg number and size. This can be 
explained by the fact that limited physical clutch holding 
capacity cannot increase simultaneously the clutch size 
and egg size (Jorgensen, 1981), which leading to the fact 
that females do not trade off clutch size with egg size.

In our study, tadpoles finished metamorphosis within 
25-40 days, much slower than tadpoles from Chengdu, 
which matured with 20-23 days (Fei and Ye, 1983). These 
differences on developmental time may be due to the 
dependence of tadpole growth on temperature or densi-
ty (Chen et al. 2013c). Von Bertalanffy’s (1957) equation 
provided a realistic simulation of tadpole growth dur-
ing development and showed that tadpoles raised during 
late June show faster growth rates than those individu-
als raised during late May. In late June, the faster growth 
strategy of tadpoles may be adaptive to the fast dry-offs 
of the ponds. This still need further study to understand 
the cause of differentiated development rates. 
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Fig. 5. Growth curve (a) and growth rate (b) of Sichuan Digging 
Frog (Kaloula rugifera) tadpoles hatching in late May (LM, solid 
lines) and late June (LJ, dotted lines).
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Fig. 4. Relationship between (a) female body size and clutch size (n 
= 18,); (b) female body size and egg size (n = 8), and (c) reproduc-
tive parameters such as clutch size (egg number) and egg size (n = 
8) in Sichuan digging frogs (Kaloula rugifera).

	  

	  

	  

Bo
dy
	  le
ng
th
	  (m

m
)	  

Gr
ow
th
	  ra
te
	  

Days	  

a	  

b	  

LJ	  

LM	  

LM	  

LJ	  



21Reproductive ecology of Sichuan digging frogs

(No. QD2012A13) and the Foundation of Sichuan Provin-
cial Department of Education (No. 11ZB138; 15ZA0298). 
All field and laboratory work was performed under licens-
es from the Wildlife Protection Law of China and capture 
permits was granted by Sichuan Forestry Bureau.

REFERENCES

Berven, K.A. (1988): Factors affecting variation in repro-
ductive traits within a population of wood frogs 
(Rana sylvatica). Copeia 1988: 605-615.

Chen, W., Tang, Z.H., Fan, X.G., Wang, Y., Pike, D.A. 
(2013a): Maternal investment increases with altitude 
in a frog on the Tibetan Plateau. J. Evol. Biol. 12: 
2710-2715.

Chen, W., Zhao, L., Wang, Y., Li, H., He, D.J., Ren, L.N., 
Tang, Z.H., Lu, X. (2013b): Reproductive output of 
the brown frog Rana kukunoris at high altitude of the 
Tibetan plateau. Acta Herpetol. 8: 153-157.

Chen, W., You, Z.Q., Liu, H., Tang, Z.H., Guan, T.P., Du, 
S.Z. (2013c): Summary of researches on life history of 
Amphibians. J. Mianyang Norm. Univ. 32: 44-52.

Chen, W., Yu, T.L., Lu, X. (2011): Age and body size of 
Rana kukunoris, a high-elevation frog native to the 
Tibetan plateau. Herpetol. J. 21: 149-151.

Czarnoleski, M., Kozlowski, J. (1998): Do Bertalanffy’s 
growth curves result from optimal resource alloca-
tion? Ecol. Lett. 1: 5-7.

Duellman, W.E., Trueb, L. (1986): Biology of Amphibians. 
McGraw-Hill Inc, New York.

Dziminski, M.A., Alford, R.A. (2005): Patterns and fit-
ness consequences of intraclutch variation in egg 
provisioning in tropical Australian frogs. Oecologia 
146: 98-109. 

Fei, L., Hu, S.Q., Ye, C.Y., Huang, Y.Z. (2009): Fauna sini-
ca. Amphibia. Volume 2. Anura. Science Press, Beijing.

Fei, L., Xie, F. (2004): Kaloula rugifera. In: IUCN 2013. 
IUCN red list of threatened species.

Fei, L., Ye, C. (1983): Taxonomic study on Hynobiidae 
including a new genus Pseudohynobius (Amphibia: 
Caudata). Acta Herpetol. Sinica 2: 31-37.

Frost, D.R. (2013): Amphibian species of the world: an 
online reference. Version 5.6 (9 January 2013). Ameri-
can museum of natural history, New York.

Jørgensen, C.B. (1981): Ovarian cycle in a temperate zone 
frog, Rana temporaria, with special reference to fac-
tors determining number and size of eggs. J. Zool. 
195: 449-458.

Kaplan, R.H., Salthe, S.N. (1979): The allometry of repro-
duction: an empirical view in salamanders. Am. Nat. 
113: 671-689.

Mo, Y.M., Zhang, W., Zhou, S.C., Chen, T.B., Tang, 
H.X., Meng, Y.J., Chen, W.C. (2013): A new species 
of Kaloula (Amphibia: Anura: Microhylidae) from 
southern Guangxi, China. Zootaxa 3710: 165-178.

Roff, D.A. (1992): The evolution of life histories. Chap-
man and Hall, New York.

Von Bertalanffy, L. (1957): Quantification laws in metab-
olism and growth. Q. Rev. Biol. 32: 217-231.

Warkentin, K.M., Gomes-Mestre, I., McDaniel, J.G. 
(2005): Development, surface exposure, and embryo 
behavior affect oxygen levels in eggs of the red-eyed 
tree frog, Agalychnis callidryas. Physiol. Biochem. 
Zool. 78: 956-966.

Wells, K.D. (1977): The social behaviour of anuran 
amphibians. Anim. Behav. 25: 666-693.

Wells, K.D. (2007): The ecology and behavior of Amphib-
ians. The University of Chicago Press, Chicago and 
London.


	Acta Herpetologica
	Vol. 10, n. 1 - June 2015
	Firenze University Press
	Obituary: Valery K. Eremchenko (1949-2014)
	Leo J. Borkin1, Tatjana Dujsebayeva2, Roberto Sindaco3, Matthias Stöck4
	Haplotype variation in founders of the Mauremys annamensis population kept in European Zoos 
	Barbora Somerová1, Ivan Rehák2,*, Petr Velenský2, Klára Palupčíková1, Tomáš Protiva1, Daniel Frynta1
	Reproductive ecology of Sichuan digging frogs (Microhylidae: Kaloula rugifera)
	Wei Chen1,*, Lina Ren2, Dujuan He2, Ying Wang2, David Pike3
	Toxic effects of carbaryl on the histology of testes of Bufotes variabilis (Anura: Bufonidae)
	Özlem Çakici
	Basal frequency of micronuclei and hematological parameters in the Side-necked Turtle, Phrynops hilarii (Duméril & Bibron, 1835)
	María A. Latorre 1,2,*,#; Evelyn C. López González1,2, #; Pablo A. Siroski1,2,3; Gisela L. Poletta1,2,4
	Into a box interiors: clutch size variation and resource allocation in the European pond turtle
	Marco. A.L. Zuffi1,*, Simonetta Citi2, Elena Foschi1, Francesca Marsiglia1, Eva Martelli1
	Where to “Rock”? Choice of retreat sites by a gecko in a semi-arid habitat
	Andreia Penado1,2, Ricardo Rocha3,4,*, Marta Sampaio3, Vanessa Gil3, Bruno M. Carreira3, Rui Rebelo3
	Age structure, growth and longevity in the common toad, Rhinella arenarum, from Argentina 
	Clarisa de L. Bionda1,2,*, Silvia Kost 4, Nancy E. Salas1, Rafael C. Lajmanovich3, Ulrich Sinsch4, Adolfo L. Martino1
	On a putative type specimen of Pleurodema bibroni Tschudi, 1838 from Chile (Anura: Leptodactylidae)
	Daiana Paola Ferraro
	Re-description of the external morphology of Phyllomedusa iheringii Boulenger, 1885 larvae (Anura: Hylidae), with comments on the external morphology of tadpoles of the P. burmeisteri group
	Samanta Iop¹, Victor Mendes Lipinski¹, Bruno Madalozzo¹, Franciele Pereira Maragno¹, Sonia Zanini Cechin¹, Tiago Gomes Dos Santos²
	Book Review: 
	Harold Heatwole, John W. Wilkinson (Eds). Amphibians Biology. Volume 11 - Status of conservation and decline of Amphibians. Eastern Hemisphere. Part 4 . Southern Europe and Turkey
	Sebastiano Salvidio
	Book Review: 
	Antonio Romano. Atlante degli anfibi del Parco Nazionale del Cilento Vallo di Diano e Alburni - Distribuzione, biologia, ecologia e conservazione
	Sebastiano Salvidio
	ACTA HERPETOLOGICA
	Journal of the Societas Herpetologica Italica

