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Introduction

Plastics are synthetic polymers of hydrocarbon molecules 
mainly derived from natural gas or mineral oil (Crawford 
and Quinn, 2017). More than 300  million tons of plastic 
are produced annually, playing intricate and important roles 
in human society (Rujnić-Sokele and Pilipović 2017). The 
high demand for plastic is due to its high versatility, low 
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Abstract
Little is known about microplastics (MPs) in adult frogs. We investigated MPs in adult Common River Frogs (Amietia 
delalandii) from Potchefstroom, South Africa. Five kinds of samples were analysed: natural water, water used to rinse the 
skin, skin, intestine, and the remainder of the body (corpus). Tissues were digested. Microplastics occurred in all frogs and 
sample types (1128 MPs counted). Fibres were the most prevalent MP. Fibre lengths were between 28 and 4300 μm, either 
polyester or polyvinyl alcohol. MPs in skin were likely derived from the ambient, and MPs in the corpus from transloca-
tion via the skin. Fibres in tissues were significantly shorter in larger frogs, a phenomenon we provisionally assign to in 
situ biodegradation. Microplastics in frogs can potentially be transferred through the food web to higher trophic levels. 
This study provides the first evidence of MPs in adult frog tissues and avenues for further investigations.
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production cost, the ability to produce an immense array of 
characteristics, and longevity (in most cases) (Silva et al. 
2018). Increased production and plastics’ persistent prop-
erties, however, make plastic highly abundant and on the 
increase in the environment (Horton et al. 2017).

Microplastics (MPs) are recognized as any plastic particle 
smaller than 5 mm in its longest dimension (D’Avignon et 
al. 2021; Hu et al. 2018; Jiang 2018; Song et al. 2019), and 
distinguished according to origin. Primary MPs are factory-
produced. Secondary MPs are the result of larger plastics 
degrading into smaller particles (Bonfanti et al. 2021; Song 
et al. 2019). Plastic degradation can occur through photo-
degradation, mechanical and biological stress, oxidation, 
or combinations thereof (Eerkes-Medrano and Thompson 
2018; D’Avignon et al. 2021). Microplastics can be further 
classified as either fibres, fragments, or beads, and some-
times films and foams. Fibres are the most abundant among 
these and are commonly released from fabrics (Athey & 
Erdle, 2021; McIlwraith et al. 2019; Napper and Thompson 
2016). Primary and secondary MPs, inter alia, can enter riv-
ers and streams through overflow from sewers, farmlands 
irrigated by wastewater, and runoff from landfills (Yu et 
al. 2019). Moreover, MPs are easily distributed over wide 
areas by wind and water due to its small size and low den-
sity (Athey & Erdle, 2021; Padervand et al. 2020).

Although MPs have been extensively studied in marine 
environments, less research is available on freshwater 
(Kolenda et al. 2020; Verster et al. 2017) and terrestrial 
environments, although studies here are steadily increas-
ing (Imhof et al. 2012; Horton et al. 2017; Hu et al. 2018; 
Jiang 2018). These studies suggest that MPs in freshwaters 
are present in similar or higher quantities compared with 
marine environments (Imhof et al. 2012; Horton et al. 2017; 
Hu et al. 2018; Jiang 2018). Due to the ever-decreasing size 
of MPs, these particles can be ingested by and affect smaller 
organisms (Silva et al. 2018) inter alia via drinking, feeding, 

swimming, respiration, adherence to the integument or 
combinations thereof (D’Avignon et al. 2021). Moreover, 
incorporated or absorbed chemicals on or in MPs in the 
body may leach from the MPs into the organism where it 
may accumulate, and the MPs themselves could from there 
be transferred to higher trophic levels (Bonfanti et al. 2021; 
Boyero et al. 2020; Hu et al. 2016).

Amphibians comprise the most threatened vertebrate 
group globally with 41% of all known species threatened 
or recently extinct (IUCN 2021). The threats include the 
loss of natural habitats, emerging infectious diseases, cli-
mate change, and pollution (Araújo et al. 2020). Although 
anurans are vulnerable to these stressors, there is still not 
much known about MPs on or in adult frogs and how expo-
sure and uptake may affect them. Research concerning frogs 
and MPs are mainly on tadpoles (e.g., Araújo et al. 2020; 
Boyero et al. 2020; De Felice et al. 2018; Karaoğlu and Gül 
2020; Kolenda et al. 2020). We found only two refereed 
articles on adult frogs and MPs indicating uptake and pos-
sibly accumulation (Pastorino et al. 2022; Tatlı et al. 2022).

The Common River Frog, Amietia delalandii (Duméril 
and Bibron, 1841) (Fig. 1), occurs throughout South Africa, 
Lesotho, Mozambique, and Zimbabwe in rivers and wet-
lands (Channing et al. 2016). A. delalandii is listed as Least 
Concern, as it has a wide distribution with a large and stable 
population (IUCN, 2017). We investigated the occurrence, 
concentrations, and characteristics of MPs associated with 
adults of this species, and for the first time to the best of our 
knowledge, also the occurrence and characteristics of MPs 
in any frog tissue.

Materials and Methods

Sampling

This project was approved under ethical clearance (NWU-
0061-19-A5). To reduce MP contamination during sam-
pling and sample preparation, 100% cotton clothing were 
worn. Ten A. delalandii were collected from a slow-flowing 
stream (26°39’26.3"S 27°04’46.2"E) on the outskirts of 
Potchefstroom (26°39’26.3"S; 27°04’46.2"E; South Africa; 
Fig. 2) by hand, at night, during February 2022. Frogs were 
euthanised immediately, wrapped in tin foil, placed on ice, 
and kept frozen until processing and analysis. Twenty-five 
litres of water, from the stream where frogs were collected, 
was filtered through a 32 μm sieve and rinsed into a Schott 
bottle with nanofiltered distilled water, on site. All relevant 
equipment (tinfoil, Schott bottles, wash-bottles, and sieves) 
were rinsed, three times, with pre-filtered double-distilled 
water.

Fig. 1  The common river frog Amietia delalandii (Photo: Louis du 
Preez)
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Processing of Samples and Isolation of Microplastics

Frogs were dissected in a laminar flow cabinet to minimise 
contamination. Furthermore, precaution was taken to rinse 
all dissecting tools with prefiltered, double-distilled water 
before and in between different samples. Ambient MP back-
ground, per individual sample preparation, were collected in 
Petri dishes similar in size to relevant frogs during dissec-
tion. All dissections, sample treatments, and MP measure-
ments were done by the first author.

There were five sample types:

1.	 Water: The 25 L of water, which was collected during 
sampling, treated as a single reference sample repre-
senting the ambient condition.

2.	 Rinsed skin water: Prior to dissection with the frog still 
whole, all debris and MPs adhering to the external of 
the frog was rinsed with 10 ml, double-distilled, pre-fil-
tered water. It is considered part of the frog in terms of 
trophic transfer considerations, but not part of the skin 
tissue—therefore representing non-tissue incorporated 
MPs.

3.	 Skin: After rinsing, the whole skin was removed and 
digested to count and characterise MPs in the skin tis-
sue—therefore representing tissue-incorporated MPs.

4.	 Intestine: The complete intestine was dissected and 
digested. The intestine was not cleaned beforehand, so 

the concentrations and characterizations represent intes-
tine content and MPs in the intestinal tissue. Since we 
could not distinguish between tissue-incorporated and 
non-tissue incorporated MPs (most likely a mixture), we 
considered this sample type as non-tissue incorporated.

5.	 Corpus: The remainder of the carcass, sans skin and 
intestine, was treated as a complete sample to count and 
characterise the MPs in the rest of the body tissues—
therefore representing tissue-incorporated MPs.

Tissue samples were weighed individually, frozen in cov-
ered glass Petri dishes, and thawed prior to digestion. Water 
and tissue samples were digested in a 2 M NaOH (at 10 ml/g 
sample) and 0.5% sodium dodecyl sulfate (SDS), (at 5 ml/g 
sample) solution (adapted from Ferreira et al. 2022) to elim-
inate non-plastic organic material. Samples that weighed 
less than one gram were digested in 20 ml NaOH and 10 ml 
SDS. Samples were digested at 50 °C for 24 h while being 
magnetically stirred in a fume hood. The digestates were 
filtered through custom-made 25 μm stainless steel sieves 
with vacuum to isolate MPs. Filters with MPs were dried 
individually overnight in covered glass Petri dishes. A 
method recovery test was conducted, whereby 20 polyester 
fibres were put through the same digestion method to deter-
mine recovery efficiency.

Fig. 2  Location of sampling site. 
Potchefstroom, the collection site, is 
shown by the red diamond
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MPs found in skin tissue as either incorporated in the tis-
sue or recalcitrant to rinsing. However, we consider these 
MPs as tissue-incorporated as their mean fibre lengths were 
significantly shorter compared with rinsed skin fibre lengths 
(390 μm in skin vs. Figure 3c).

Frogs and Microplastics

The ten frogs had a mean mass of 7.1 g with a minimum of 
4.0 g, and a maximum of 14 g. A total of 1128 MPs were 
isolated and counted (Fig. 4). Microplastics occurred in all 
frogs and all sample type samples (Fig. 3; Table 1). Of the 
1128 MPs, ten were beads and 17 were fragments (Table 1). 
Beads and fragments were not included in subsequent 
analyses.

Concentrations

Since we only characterised an unknown proportion of the 
MPs filtered from the ambient water sample, we could not 
calculate a confident MP concentration (Table 1). The cor-
pus samples had the lowest mean concentration at 1.0 n/g. 
Skin, the only other complete tissue type, had a mean of 17 
n/g, while intestines (with contents) contained a mean of 
65 n/g. These two tissue types had the highest %CV. The 
Anova showed that all concentration medians differed sig-
nificantly from each other, except between skin water and 
skin (Fig.  3a). All concentrations in tissues also declined 
significantly with frog mass (Fig. 3b). Comparisons of the 
slopes revealed no differences (p = 0.5729)—concentrations 
of MPs in all tissues therefore decreased with frog mass at 
the same rate.

Fibre Lengths

Fibres in the ambient water were the longest at a mean of 
600 μm, while the fibres in the corpus were the shortest at 
290 μm (Table 2). The longest fibre was 4300 μm in skin 
water, with the longest fibre in the corpus at 900 μm. The 
median fibre lengths differed significantly between all sam-
ple types, except, again, between ambient water and skin 
water (Fig. 3c). Per sample type, the concentrations of fibres 
decreased significantly with increased frog mass (linear 
regressions; Fig. 3b). Per frog, the fibre lengths (all fibres in 
skin, intestine, and corpus combined) became significantly 
shorter (p < 0.0001) with increased frog mass, although the 
R2 was low, at 0.04 (Fig. 3d).

Fibre Characteristics

Of all the fibres combined, white fibres made up 79.1%, red 
made up 11%, blue was at 7.0%, and other colours combined 

Characterisation of Microplastics

Microplastics were counted, measured, and characterised 
using a Nikon AZ100M microscope (Nikon, Tokyo, Japan) 
with a 1 × objective. Images were taken with a Nikon Digi-
tal Sight DS-Fi2 (Nikon, Tokyo, Japan) digital camera. 
Microplastics morphology was categorised as either fibres, 
fragments, or beads (regular spherical shape). All MPs were 
counted, measured to maximum length, and the colour 
noted by eye.

Confirmation of MP polymers was with attenuated total 
reflection (ATR) infrared analysis with two MPs. The others 
were too small to fit. Spectra obtained was compared to a 
reference FTIR spectrum (S.T. Japan-Europe GmbH MP). 
Data was collected at a resolution of 8 cm− 1 with 32 scans 
per sample. Ambient background MPs were subtracted per 
MP category and colour. For instance, if the background had 
three white fibres, then three white fibres were subtracted. 
Concentrations per sample (skin, skin water, intestine, and 
corpus) were calculated and expressed as n/g (numbers per 
gram wet tissue). In most cases, values were rounded to two 
significant numbers and reported as number per gram (n/g). 
Skin water concentration was calculated on the number of 
MPs in the 10 ml of water used for rinsing divided by the 
mass of each skin sample and expressed as number per gram 
skin (n/g skin).

Data Analysis

Statistical analysis was performed using GraphPad Prism 
version 10.0.0. Data were log-transformed. One-way 
ANOVA was followed by Tuckey’s post-hoc tests for MP 
concentrations and fibre lengths between sample types. To 
test for differences in proportional fibre colour compositions 
between sample types, a chi-square test was performed on 
counts with colours classified as white, red, blue, and other. 
Linear regressions were performed to test whether there was 
a significant association between concentration of fibres and 
sample mass, and between fibre length (all fibre lengths in 
skin, intestine, and corpus combined) and frog mass.

Results

Extraction

Eighteen of the 20 white fibres used for the recovery test 
were found indicating a good extraction and recovery pro-
cedure. Beads were not found imbedded in the skin, nor 
were there any in the corpus. Fragments were also not pres-
ent in the corpus. Microplastics were found in all sample 
types, 98% of which were fibres. We could only characterise 
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Fig. 3  Scatterplots of ANOVAs between sample types (a and c), linear 
regressions (b and d), and chi-square analyses of colour compositions 
(e). Dotted lines on Fig.  3d are 95% confidence intervals. Analysis 
with FTIR, spectra of two microplastic samples (f and g). Analysed 

fibre samples are shown in red with the reference spectra in blue. 
Green arrows indicate water vapour absorption. (f) Polyester fibre with 
a 92% match. (g) Polyvinyl (alcohol) with a 92% match
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were 2.6%. The chi-square analysis of colour proportions 
between sample types showed a probability of less than 
0.0001 that the differences in proportions can be ascribed to 
chance (Fig. 3e). The colour proportions are therefore sig-
nificantly different between sample types.

Microplastic analysis using an ATR-FTIR had limited 
success (Fig. 3f and g). Small MP fibres yielded insufficient 
spectrum intensities under high resolution (8  cm− 1) and 
number of scans (32 scans per sample). Furthermore, water 
vapour absorption from the atmosphere further reduced the 
quality of already weak spectra, making it hard to determine 
polymer types (Hammerli et al., 2021). Only 18 fibres were 
large enough to be removed by forceps for ATR-FTIR anal-
ysis. Thirteen of 18 particles analysed were unidentifiable 
due to an insufficient spectrum intensity. We found polyester 
and polyvinyl fibres (Fig. 3f and g) but could not determine 
proportional polymer compositions.

Discussion

Concentrations

Eighteen of the 20 white fibres used for the recovery test 
were found indicating a good extraction and recovery proce-
dure. Beads were not found imbedded in the skin, nor were 
there any in the corpus. Fragments were also not present in 

Table 1  Concentrations (n/g wet mass) of microplastics in sample 
types

Water* Skin water Skin Intestine Corpus
N frogs 10 10 10 10
Minimum 14 7.5 15 0.30
Maximum 126 30 172 2
Mean 69 17 65 1.0
Median 71 18 47 0.90
Geometric mean 57 15 52 0.84
SD 39 7.4 49 0.61
%CV 56 44 75 80
Beads (n) 0 1 0 9 0
Fragments (n) 1 9 2 5 0
*Concentration in ambient water could not be calculated

Table 2  Mean fibre lengths (µm) per sample type
Water Skin water Skin Intestine Corpus

n 95 443 133 450 75
Minimum 88 30 41 43 49
Maximum 2500 4300 2600 3000 900
Range 2400 4300 2600 2900 820
Mean 600 550 390 430 290
Median 470 440 290 340 270
Geometric mean 480 410 300 350 250
SD 460 480 380 320 140
%CV 76 87 96 74 50

Fig. 4  Examples of coloured fibres and their corresponding lengths. (A) Blue fibre. (B) White fibre. (C) Red fibre
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in the intestine. Although Jâms et al. (2020) concluded that 
larger animals ingest larger MPs, this was a large-scale 
assessment. They found considerable variation but amphib-
ians were not included.

Complicating these seemingly obvious explanations 
are the regressions in Fig.  3b and c. Concentrations and 
fibre lengths in frogs decrease and become shorter with an 
increase in frog mass for any sample type (all linear regres-
sions p < 0.02). Dilution by growth could be a partial expla-
nation if the majority of the tissue-incorporated MPs were 
taken up in pre-metamorphosis. The plasticity of plastic 
fibres is such that any differential pressure that might cause 
breakage inside tissues is unlikely, and if it did occur, would 
have resulted in increased fibre concentrations, not a sig-
nificant decrease as we found. Also, the fibre lengths in skin 
water and intestine could be assumed to reflect the ambient 
and not age-related factors, but even here, larger frogs had 
shorter fibres. Larger frogs likely eat larger prey, possibly 
with more and longer fibres (Jâms et al. 2020) but this is 
countered by the regressions. Frogs seldom masticate their 
prey which may cause shortening of fibres. On the other 
hand, Antarctic krill (Euphausia superba) for instance, 
produce smaller plastics in the digestive gland (Dawson 
et al. 2018). It could also be that larger frogs differentially 
eliminate longer fibres with age which may explain the 
differences in colour compositions between sample types 
(Fig. 3e), lower concentrations, and shorter fibres.

However, there may be another approach to this conun-
drum, namely in-organ biodegradation of MPs. To the best 
of knowledge, no one has studied the biodegradation of 
microplastics as a pollutant within tissues. There is a body 
of work though, on biomedical implants that considers the 
‘fatigue’ and biodegradation of materials such as metals, 
ceramics, and polymers implanted for medical and research 
reasons. Polymeric implants suffer degradation in vivo and 
in vitro via hydrolysis and oxidation, depending on polymer 
composition, reactivity, elasticity, and morphology, among 
a host of other factors (Acemoglu 2004). The degradation 
takes the form of surface cracking and pitting, with release 
of corrosion products, additives, and contaminants (Acemo-
glu 2004; del Prever et al. 1996; Williams 2008). It therefore 
can be deduced that a range of fibres of different polymeric 
compositions will biodegrade at different rates with more 
susceptible polymers becoming shorter quicker. Indeed, 
fibres may become too short to be detected by the detec-
tion method used, possibly explaining the lower concentra-
tions we found with age. If in situ biodegradation were the 
case, one would expect the fibres to become thinner as well; 
something that we did not measure but should be considered 
in the future.

Taken all together, we have no integrated explana-
tion encompassing all our findings regarding allometric 

the corpus, suggesting that neither beads nor fragments were 
translocated to internal tissues. Microplastics were found in 
all sample types, 98% of which were fibres. We could only 
characterise MPs in skin tissue as either incorporated in the 
tissue or recalcitrant to rinsing. However, we consider these 
MPs as tissue-incorporated as their mean fibre lengths were 
significantly shorter compared with rinsed skin fibre lengths 
(390 μm in skin vs. Figure 3c). This becomes important in 
later discussion.

Rinsed skin water had five times more MPs than the MPs 
incorporated in the skin tissue itself (69 and 17 n/g, respec-
tively), and the difference was significant (Table 1; Fig. 3a). 
MPs adhere therefore to frog skin despite the frog being 
caught and handled by hand. Since there was no difference 
in mean fibre lengths between ambient water and rinsed 
skin water (600 μm and 550 μm, respectively; Table 2), it 
can be assumed that the fibres in the skin were incorporated 
directly from the ambient environment and not via ingestion 
and subsequent translocation. The fibres in the intestine and 
corpus were also shorter than skin fibres (Table 2; Fig. 3c), 
an argument against translocation of MPs to the skin via 
ingestion.

Frog skin has specialised adaptations which perform a 
variety of physiological functions (water uptake, respira-
tion, etc.), while still being able to maintain a selective bar-
rier to the surrounding environment (Liewelyn et al. 2019; 
Varga et al. 2019). It should be noted that experimental stud-
ies found that the primary uptake of water by adult frogs 
(Rana pipiens (now, Lithobates pipiens Schreber, 1782), 
Bufo marinus (now, Rhinella marina Linnaeus,1758), and 
Xenopus laevis Daudin, 1802) is via the skin (80–90%) and 
the rest by secondary oral uptake, but not active drinking 
(Bentley and Yorio 1979). In L. pipiens (the closest relative 
to A. delalandii studied by Bentley and Yorio (1979), the 
oral uptake of water was between 1.4 and 5.4% depending 
on the hydration treatment. We deduce that MP uptake for A. 
delalandii in the present study was mainly via skin.

Individual MPs in skin tissue may be transient due to 
depletion by sloughing, replaced by chronic contact to MPs 
with the immediate environment. It would be instructive to 
subsample functional parts of the skin. The softer belly skin 
might experience higher contact with MPs in sediments and 
soils, while the head and snout skin may have lower con-
centrations but shorter fibres due to friction or abrasion with 
objects in the environment during movement.

MP concentrations in skin water and intestine were 
almost the same suggesting that the majority comes from 
ambient water (Table 1; Fig. 3e). However, ambient water 
had significantly longer fibres than any other sample type 
except skin water, suggesting selective uptake via ingestion. 
It is possible that the small prey of the frogs also contains 
relatively shorter fibres, explaining the shorter fibre lengths 
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Cowie 2016), and turtles (Santos et al. 2020). This causes 
reduced feeding intake, leading to weight loss and nutrient 
deficiencies, which negatively influences the fitness of ani-
mals and their populations (Santos et al. 2020). Addition-
ally, MP size affects the length of time an item remains in 
the organism; gut retention time of MPs increases with MP 
decreasing size (Yu et al. 2021; Fernández and Albentosa 
2019). The increased false satiety in organisms may lead 
to a decrease in fitness. This is critical in frogs as they are 
already threatened globally, with MP pollution adding more 
stress to their populations. It should also be kept in mind 
though, that research on wild animals is done on survivors 
of all the combination of stressors, and that badly affected 
individuals would not likely be captured or have already 
died.

Synthesis and Recommendations

Frogs are important links in the energy flow in trophic fresh-
water systems (Oliveira et al. 2021) as both predator and 
prey. Moreover, there is a transfer of MPs between fresh-
water systems and frogs as the amphibious and larval nature 
of frogs suggest that MPs from the water environment may 
return to terrestrial environments, from whence the MPs 
originally came. Uptake of MPs can occur directly from 
the environment or indirectly through the consumption of 
aquatic and terrestrial prey that make up adult frogs’ diet 
(Tatlı et al. 2022), but not via drinking (Bentley and Yorio 
1979). Microplastic fibres for instance can enter the body 
of fish through respiration (Li et al. 2021). This is prob-
ably true for anurans as well, especially during the tadpole 
stages. Furthermore, anuran tadpoles are known to actively 
feed on MPs (Balestrieri et al. 2022).

We found MPs in all sample types in adult Amietia dela-
landii from a stream in South Africa. Fibres in frog tissue 
seem to be taken up and incorporated in different ways 
in skin and corpus tissues. Future studies on MPs need 
to bridge the gaps in research regarding exposure, uptake 
and the mechanisms facilitating potential harmful effects 
on adult frogs, biodegradation in tissues, the possibility 
of trophic transfer, and the consequences for ecosystem 
functioning. Further studies need to be conducted on MPs 
affecting the feeding efficiency in adult frogs. Moreover, 
research needs to address the occurrence of MPs in differ-
ent species of frogs associated with aquatic and terrestrial 
habitats, to understand the potential threats to their popula-
tions. Our study provides novel insights into the occurrence 
and characteristics of MPs in adult anurans. We present 
the first data of MPs in adult frog tissues and uncovered 
poorly understood allometric phenomena such as lesser 
fibre concentrations associated with shorter fibres in larger 
frogs that may be ascribed to biodegradation in situ. We 

relationships, except that a number of factors may interact 
differently with age and somatic development.

Comparisons with Published Data

Comparison with MPs in adult frogs was difficult. Pastorino 
et al. (2022) captured five Rana temporaria in northern Italy 
and analysed their intestines through enzymatic digestion. 
Concentrations were not reported. They reported only one 
fibre per frog intestine, the fibres were between 0.5 and 2 cm 
long. In contrast with our findings, larger frogs had longer 
fibre lengths. Differences in analytical processes and local 
background MP concentrations might explain the differ-
ences between our studies.

Tatlı et al. (2022) did not report concentrations in the 
intestine of Pelophylax ridibundus captured in various 
places in Turkey, finding 1 215 MPs in 147 of the176 frogs 
they captured, at a mean of 8.3 MPs per positive frog. We 
found 450 fibres in ten frog intestines at a mean concentra-
tion of 45 per frog (or 65 n/g; Tables 1 and 2), with a mean 
length of 430 μm (Table 2). Tatlı et al. (2022) did not mea-
sure lengths and found no association between numbers in 
the intestine and frog length or mass.

Fibres dominated as the main MP type we found as did 
others reporting on frogs (Pastorino et al. 2022; Tatlı et al. 
2022). White fibres were the most prevalent in the pres-
ent contrast to other studies on anurans, which found blue/
navy/black to be the most prevalent colour (Kolenda et al. 
2020; Pastorino et al. 2022; Tatlı et al. 2022). Polymer types 
detected in this study were either polyester or polyvinyl 
(alcohol) (PVA). This agrees with Hu et al. (2018), where 
polyester fibres were the most prevalent polymer type found 
in tadpoles.

The variations and differences of the little data available 
probably reflect a combination of different analytical meth-
ods, frog behaviour and biology, and environmental back-
ground. This does mean though that the assessment of risks 
posed by MPs to anurans remains poorly understood.

Effects

Microplastics have been shown to alter the feeding effi-
ciency of tadpoles, either by inducing early satiety, (Bal-
estrieri et al. 2022) or by causing direct damage, affecting 
the tadpoles’ growth and survival (Araújo et al. 2020). MPs 
have the potential to bioaccumulate as the tadpoles mature. 
Bioaccumulation of MPs in the intestinal wall can induce 
mechanical stress (Bonfanti et al. 2021) or immunosuppres-
sion causing an increased vulnerability to pathogens (Kata-
oka and Kashiwada 2021). False satiety caused by MPs in 
the gut has similarly been seen in various animals includ-
ing earthworms (Zhang et al. 2022), lobsters (Welden and 

1 3

29  Page 8 of 10



Bulletin of Environmental Contamination and Toxicology (2024) 112:29

condition and function. Chemosphere 244:125500. https://doi.
org/10.1016/j.chemosphere.2019.125500

Channing A, Dehling JM, Lotters S, Ernst R (2016) Species boundar-
ies and taxonomy of the African river frogs (Amphibia: Pyxice-
phalidae: Amietia). Magnolia Press, Auckland

Crawford CB, Quinn B (2017) Microplastic pollutants. Elsevier, Cop, 
Amsterdam

D’Avignon G, Gregory-Eaves I, Ricciardi A (2021) Microplastics in 
lakes and rivers: an issue of emerging significance to limnol-
ogy. Environ Reviews 30:228–244. https://doi.org/10.1139/
er-2021-0048

Dawson AL, Kawaguchi S, King K, Townsend KA, King R, Huston 
WM, Bengston Nash SM (2018) Turning microplastics into nano-
plastics through digestive fragmentation by Antarctic krill. Nat 
Commun 9:1001

De Felice B, Bacchetta R, Santo N, Tremolada P, Parolini M (2018) 
Polystyrene microplastics did not affect body growth and swim-
ming activity in Xenopus laevis tadpoles. Environ Sci Pollut Res 
25:34644–34651. https://doi.org/10.1007/s11356-018-3408-x

del Prever EB, Crova M, Costa L, Dallera A, Camino G, Gallinaro 
P (1996) Unacceptable biodegradation of polyethylene in vivo. 
Biomaterials 17:873–878

Eerkes-Medrano D, Thompson R (2018) Occurrence, fate, and effect 
of microplastics in freshwater systems. Microplastic contamina-
tion in aquatic environments 95–132. https://doi.org/10.1016/
b978-0-12-813747-5.00004-7

Fernández B, Albentosa M (2019) Insights into the uptake, elimina-
tion and accumulation of microplastics in mussel. Environ Pollut 
249:321–329. https://doi.org/10.1016/j.envpol.2019.03.037

Ferreira GVB, Justino AKS, Eduardo LN, Lenoble V, Fauvelle V, 
Schmidt N, Junior TV, Frédou T, Lucena-Frédou F (2022) Plastic 
in the inferno: microplastic contamination in deep-sea cephalo-
pods (Vampyroteuthis infernalis and Abralia veranyi) from the 
southwestern Atlantic. Mar Pollut Bull 174:113309. https://doi.
org/10.1016/j.marpolbul.2021.113309

Hammerli J, Hermann J, Tollan P, Naab F (2021) Measuring in situ 
CO2 and H2O in apatite via ATR-FTIR. Contrib Miner Petrol 176. 
https://doi.org/10.1007/s00410-021-01858-6

Horton AA, Walton A, Spurgeon DJ, Lahive E, Svendsen C (2017) 
Microplastics in freshwater and terrestrial environments: evaluat-
ing the current understanding to identify the knowledge gaps and 
future research priorities. Sci Total Environ 586:127–141. https://
doi.org/10.1016/j.scitotenv.2017.01.190

Hu L, Su L, Xue Y, Mu J, Zhu J, Xu J, Shi H (2016) Uptake, accumu-
lation and elimination of polystyrene microspheres in tadpoles 
of Xenopus tropicalis. Chemosphere 164:611–617. https://doi.
org/10.1016/j.chemosphere.2016.09.002

Hu L, Chernick M, Hinton DE, Shi H (2018) Microplastics in small 
waterbodies and tadpoles from Yangtze River Delta, China. 
Environ Sci Technol 52:8885–8893. https://doi.org/10.1021/acs.
est.8b02279

Imhof HK, Schmid J, Niessner R, Ivleva NP, Laforsch C (2012) A 
novel, highly efficient method for the separation and quanti-
fication of plastic particles in sediments of aquatic environ-
ments. Limnol Oceanography: Methods 10:524–537. https://doi.
org/10.4319/lom.2012.10.524

IUCN, SSC Amphibian Specialist Group (2017). 2017. Amietia dela-
landii. The IUCN Red List of Threatened Species. https://doi.
org/10.2305/IUCN.UK.2017-2.RLTS.T113263541A113263686.
en

IUCN (2021) In: IUCN Red List of Threatened Species. https://www.
iucnredlist.org/. Accessed 2 Mar 2022

Jâms IB, Windsor FM, Poudevigne-Durance T, Stephen JO, Durance I 
(2020) Estimating the size distribution of plastics ingested by ani-
mals. Nat Commun Nat Portfolio 11(1). https://doi.org/10.1038/
s41467-020-15406-6

also compared colour distributions between frog-associated 
matrixes for the first time and found significant composi-
tional differences we could not explain. Our findings are rel-
evant regarding the increasing concern about MPs in fresh 
waters combined with the decline of amphibians globally. 
Our observations will inform amphibian risk assessments 
and provide relevant targets for further research.

Acknowledgements  We thank the Daly family for their support over 
the years in allowing us to conduct research on their farm near Potchef-
stroom. We thank Francois Bothma and Ryan Uren for technical sup-
port, and Chloe Ackermann for her contribution with the graphical 
abstract.

Funding  Open access funding provided by North-West University.

Declarations

Conflict of Interest  The authors declare no conflicts of interest.

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://creativecommons.
org/licenses/by/4.0/.

References

Acemoglu M (2004) Chemistry of Polymer biodegradation and impli-
cations on parenteral drug delivery. Int J Pharm 277:133–139

Araújo APdaC, Gomes AR, Malafaia G (2020) Hepatotoxicity of 
pristine polyethylene microplastics in neotropical Physalaemus 
cuvieri tadpoles (Fitzinger, 1826). J Hazard Mater 386:121992. 
https://doi.org/10.1016/j.jhazmat.2019.121992

Athey SN, Erdle LM (2021) Are we underestimating anthropogenic 
microfiber pollution? A critical review of occurrence, methods, 
and reporting. Environ Toxicol Chem 41:822–837. https://doi.
org/10.1002/etc.5173

Balestrieri A, Winkler A, Scribano G, Gazzola A, Lastrico G, Grioni 
A, Pellitteri-Rosa D, Tremolada P (2022) Differential effects of 
microplastic exposure on anuran tadpoles: a still underrated threat 
to amphibian conservation? Environ Pollut 303:119137. https://
doi.org/10.1016/j.envpol.2022.119137

Bentley PJ, Yorio T (1979) Do frogs drink? J Exp Biol 79:41–46
Bonfanti P, Colombo A, Saibene M, Motta G, Saliu F, Catelani 

T, Mehn D, la Spina R, Ponti J, Cella C, Floris P, Mantecca P 
(2021) Microplastics from miscellaneous plastic wastes: Physico-
chemical characterization and impact on fish and amphibian 
development. Ecotoxicol Environ Saf 225:112775. https://doi.
org/10.1016/j.ecoenv.2021.112775

Boyero L, López-Rojo N, Bosch J, Alonso A, Correa-Araneda F, 
Pérez J (2020) Microplastics impair amphibian survival, body 

1 3

Page 9 of 10  29

https://doi.org/10.1016/j.chemosphere.2019.125500
https://doi.org/10.1016/j.chemosphere.2019.125500
https://doi.org/10.1139/er-2021-0048
https://doi.org/10.1139/er-2021-0048
https://doi.org/10.1007/s11356-018-3408-x
https://doi.org/10.1016/b978-0-12-813747-5.00004-7
https://doi.org/10.1016/b978-0-12-813747-5.00004-7
https://doi.org/10.1016/j.envpol.2019.03.037
https://doi.org/10.1016/j.marpolbul.2021.113309
https://doi.org/10.1016/j.marpolbul.2021.113309
https://doi.org/10.1007/s00410-021-01858-6
https://doi.org/10.1016/j.scitotenv.2017.01.190
https://doi.org/10.1016/j.scitotenv.2017.01.190
https://doi.org/10.1016/j.chemosphere.2016.09.002
https://doi.org/10.1016/j.chemosphere.2016.09.002
https://doi.org/10.1021/acs.est.8b02279
https://doi.org/10.1021/acs.est.8b02279
https://doi.org/10.4319/lom.2012.10.524
https://doi.org/10.4319/lom.2012.10.524
https://doi.org/10.2305/IUCN.UK.2017-2.RLTS.T113263541A113263686.en
https://doi.org/10.2305/IUCN.UK.2017-2.RLTS.T113263541A113263686.en
https://doi.org/10.2305/IUCN.UK.2017-2.RLTS.T113263541A113263686.en
https://www.iucnredlist.org/
https://www.iucnredlist.org/
https://doi.org/10.1038/s41467-020-15406-6
https://doi.org/10.1038/s41467-020-15406-6
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
https://doi.org/10.1016/j.jhazmat.2019.121992
https://doi.org/10.1002/etc.5173
https://doi.org/10.1002/etc.5173
https://doi.org/10.1016/j.envpol.2022.119137
https://doi.org/10.1016/j.envpol.2022.119137
https://doi.org/10.1016/j.ecoenv.2021.112775
https://doi.org/10.1016/j.ecoenv.2021.112775


Bulletin of Environmental Contamination and Toxicology (2024) 112:29

Santos RG, Andrades R, Demetrio GR, Kuwai GM, Sobral MF, Vieira 
J, de Machovsky-Capuska S GE (2020) Exploring plastic-induced 
satiety in foraging green turtles. Environ Pollut 265:114918. 
https://doi.org/10.1016/j.envpol.2020.114918

Silva AB, Bastos AS, Justino CIL, da Costa JP, Duarte AC, Rocha-
Santos TAP (2018) Microplastics in the environment: challenges 
in analytical chemistry - A review. Anal Chim Acta 1017:1–19. 
https://doi.org/10.1016/j.aca.2018.02.043

Song Y, Cao C, Qiu R, Hu J, Liu M, Shi H, Raley-Susman KM, He D 
(2019) Uptake and adverse effects of polyethylene terephthalate 
microplastics fibers on terrestrial snails (Achatina fulica) after soil 
exposure. Environ Pollut 250:447–455. https://doi.org/10.1016/j.
envpol.2019.04.066

Tatlı HH, Altunışık A, Gedik K (2022) Microplastic prevalence in 
anatolian water frogs (Pelophylax spp). J Environ Manage 
321:116029. https://doi.org/10.1016/j.jenvman.2022.116029

Varga JFA, Bui-Marinos MP, Katzenback BA (2019) Frog skin innate 
immune defences: sensing and surviving pathogens. Front Immu-
nol 9. https://doi.org/10.3389/fimmu.2018.03128

Verster C, Minnaar K, Bouwman H (2017) Marine and freshwater 
microplastic research in South Africa. Integr Environ Assess 
Manag 13:533–535. https://doi.org/10.1002/ieam.1900

Welden NAC, Cowie PR (2016) Environment and gut morphology 
influence microplastic retention in langoustine, Nephrops nor-
vegicus. Environ Pollut 214:859–865. https://doi.org/10.1016/j.
envpol.2016.03.067

Williams FW (2008) On the mechanisms of biocompatibility. Bioma-
terials 29:2941–1953

Yu M, van der Ploeg M, Lwanga EH, Yang X, Zhang S, Ma X, Ritsema 
CJ, Geissen V (2019) Leaching of microplastics by preferential 
flow in earthworm (Lumbricus terrestris) burrows. Environ Chem 
16:31. https://doi.org/10.1071/en18161

Yu S-P, Nakaoka M, Chan BKK (2021) The gut retention time of 
microplastics in barnacle naupliar larvae from different climatic 
zones and marine habitats. Environ Pollut 268:115865. https://
doi.org/10.1016/j.envpol.2020.115865

Zhang Y, Zhang X, Li X, He D (2022) Interaction of microplastics and 
soil animals in agricultural ecosystems. Curr Opin Environ Sci 
Health 26:100327. https://doi.org/10.1016/j.coesh.2022.100327

Publisher’s Note  Springer Nature remains neutral with regard to juris-
dictional claims in published maps and institutional affiliations.

Jiang J-Q (2018) Occurrence of microplastics and its pollution in the 
environment: a review. Sustainable Prod Consum 13:16–23. 
https://doi.org/10.1016/j.spc.2017.11.003

Karaoğlu K, Gül S (2020) Characterization of microplastic pollution 
in tadpoles living in small water-bodies from Rize, the northeast 
of Turkey. Chemosphere 255:126915. https://doi.org/10.1016/j.
chemosphere.2020.126915

Kataoka C, Kashiwada S (2021) Ecological risks due to immunotoxi-
cological effects on aquatic organisms. Int J Mol Sci 22:8305. 
https://doi.org/10.3390/ijms22158305

Kolenda K, Kuśmierek N, Pstrowska K (2020) Microplastic inges-
tion by tadpoles of pond-breeding amphibians—first results from 
Central Europe (SW Poland). Environ Sci Pollut Res 27:33380–
33384. https://doi.org/10.1007/s11356-020-09648-6

Li B, Liang W, Liu Q-X, Fu S, Ma C, Chen Q, Su L, Craig NJ, Shi 
H (2021) Fish ingest microplastics unintentionally. Environ 
Sci Technol 55:10471–10479. https://doi.org/10.1021/acs.
est.1c01753

Liewelyn VK, Berger L, Glass BD (2019) Permeability of frog skin 
to chemicals: effect of penetration enhancers. Heliyon 5:e02127. 
https://doi.org/10.1016/j.heliyon.2019.e02127

McIlwraith HK, Lin J, Erdle LM et al (2019) Capturing microfibers – 
marketed technologies reduce microfiber emissions from washing 
machines. Mar Pollut Bull 139:40–45. https://doi.org/10.1016/j.
marpolbul.2018.12.012

Napper IE, Thompson RC (2016) Release of synthetic microplastic 
plastic fibres from domestic washing machines: effects of fabric 
type and washing conditions. Mar Pollut Bull 112:39–45. https://
doi.org/10.1016/j.marpolbul.2016.09.025

Oliveira M, Moser CF, Rebelato Mm, Camargo PB, Tozetti AM (2021) 
Trophic ecology of two amphibian species in patches and core 
forest of Atlantic Forest: a dietary and isotopic approach. Austral 
Ecol 47:278–290. https://doi.org/10.1111/aec.13107

Padervand M, Lichtfouse E, Robert D, Wang C (2020) Removal of 
microplastics from the environment. A review. Environ Chem 
Lett 18:807–828. https://doi.org/10.1007/s10311-020-00983-1

Pastorino P, Prearo M, Di Blasio A, Barcelò D, Anselmi S, Colussi 
S, Alberti S, Tedde G, Dondo A, Otinno M, Pizzul E, Renzi M 
(2022) Microplastics occurrence in the European Common Frog 
(Rana temporaria) from Cottian Alps (Northwest Italy). Diver-
sity 14:66. https://doi.org/10.3390/d14020066

Rujnić-Sokele M, Pilipović A (2017) Challenges and opportunities of 
biodegradable plastics: a mini review. Waste Manag Res 35:132–
140. https://doi.org/10.1177/0734242x16683272

1 3

29  Page 10 of 10

https://doi.org/10.1016/j.envpol.2020.114918
https://doi.org/10.1016/j.aca.2018.02.043
https://doi.org/10.1016/j.envpol.2019.04.066
https://doi.org/10.1016/j.envpol.2019.04.066
https://doi.org/10.1016/j.jenvman.2022.116029
https://doi.org/10.3389/fimmu.2018.03128
https://doi.org/10.1002/ieam.1900
https://doi.org/10.1016/j.envpol.2016.03.067
https://doi.org/10.1016/j.envpol.2016.03.067
https://doi.org/10.1071/en18161
https://doi.org/10.1016/j.envpol.2020.115865
https://doi.org/10.1016/j.envpol.2020.115865
https://doi.org/10.1016/j.coesh.2022.100327
https://doi.org/10.1016/j.spc.2017.11.003
https://doi.org/10.1016/j.chemosphere.2020.126915
https://doi.org/10.1016/j.chemosphere.2020.126915
https://doi.org/10.3390/ijms22158305
https://doi.org/10.1007/s11356-020-09648-6
https://doi.org/10.1021/acs.est.1c01753
https://doi.org/10.1021/acs.est.1c01753
https://doi.org/10.1016/j.heliyon.2019.e02127
https://doi.org/10.1016/j.marpolbul.2018.12.012
https://doi.org/10.1016/j.marpolbul.2018.12.012
https://doi.org/10.1016/j.marpolbul.2016.09.025
https://doi.org/10.1016/j.marpolbul.2016.09.025
https://doi.org/10.1111/aec.13107
https://doi.org/10.1007/s10311-020-00983-1
https://doi.org/10.3390/d14020066
https://doi.org/10.1177/0734242x16683272

	﻿Larger Common River Frogs (﻿Amietia delalandii﻿) have Fewer and Shorter Tissue Microplastic Fibres than Smaller Frogs
	﻿Abstract
	﻿Introduction
	﻿Materials and Methods
	﻿Sampling
	﻿Processing of Samples and Isolation of Microplastics
	﻿Characterisation of Microplastics
	﻿Data Analysis

	﻿Results
	﻿Extraction
	﻿Frogs and Microplastics
	﻿Concentrations
	﻿Fibre Lengths
	﻿Fibre Characteristics

	﻿Discussion
	﻿Comparisons with Published Data
	﻿Effects
	﻿Synthesis and Recommendations

	﻿References


