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The toxicity of perfluoroalkyl acids in zebrafish (Danio rerio) 
Abstract 

Perfluoroalkyl acids (PFAAs) are globally distributed synthetic chemicals. Their 
unique properties make them widely used, in industry and elsewhere. These are a group 
of compounds with varying carbon chain lengths and functional groups. The toxicity 
evaluation of PFAAs is important to better assess their organismal and environmental 
impact. 

The developmental toxicity of a group of PFAAs was evaluated in zebrafish (Danio 
rerio), using the embryotoxicity and locomotor behavior endpoints. Structure related 
relationships were examined using endpoints based on lethal and sublethal effect. The 
EC50 based toxicity ranking of the PFAAs indicated that the toxicity pattern was 
governed by carbon chain length and attached functional group. The behavior analyses 
showed that the PFAAs have distinct patterns in terms of locomotor activity of larvae. 

Radiolabeled 14C-PFOA was used to investigate the uptake, kinetics and distribution 
of the chemical in zebrafish. An uptake and elimination approach to experimentation 
was employed for kinetic assessment. A parallel equilibrium model bioconcentration 
strategy for 100-fold exposure range determined the internal body burden. Whole-body 
autoradiography and liquid scintillation techniques revealed the tissue distribution of 
PFOA. Remarkable levels of radioactivity were observed in target organs. The labeling 
of oocytes confirmed the maternal transfer of PFOA in zebrafish. 

In another study the effects of PFOA on reproduction and sexual development in 
zebrafish were evaluated. Reproductive traits like spawning, fecundity and fertilization 
were not altered in a short term experiment. The period of sexual differentiation in 
zebrafish was examined to determine the effects of PFOA on development, growth and 
gonad maturation. The development and growth of the zebrafish were not affected, but 
a trend in decreased survival in maternally exposed embryos was observed. The 
expression of Vtg mRNA level in the liver of PFOA-exposed male fish was not 
induced. Similarly, an inhibitory trend of PPARα mRNA expression in the liver of the 
highest PFOA exposed zebrafish was observed. 

The developmental toxicity ranking of PFAAs and kinetic assessment of PFOA with 
bioconcentration in zebrafish will provide an insight into risk assessment and 
replacement strategies of the compounds. 
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And not equal are the good deed and the bad. Repel (evil) by that (deed) 

which is better; and thereupon the one whom between you and him is enmity 
(will become) as though he was a devoted friend. (Al-Quran 41:34). 
 

                                                                 To memories of my late mother  
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Abbreviations 

  
ANOVA Analysis of variance  
AR Accumulation ratio 
AUC Area under curve 
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BCF Bioconcentration factor 
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dpf Days post fertilization 
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RT-PCR Real time reverse transcription polymerase chain reaction 
T 1/2 Half life 
Vtg Vitellogenin  
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1 Introduction  

1.1 General background 

Environmental pollution is a problem that is linked to the development, and   
expansion of industrial society, and to rising population density during the 20th 
century. Environmental contamination is intensified by the huge production of 
anthropogenic chemicals with properties favorable for specific purposes. In the 
past 80 years the production of chemicals has increased from 1 to >400 million 
tons annually (Vogelgesang, 2002). Moreover, many chemicals are often 
present in consumer products, which we regularly come across in daily life. An 
aspect of the widespread problem is the presence of endocrine active 
chemicals. Many such chemicals are released and enter aquatic ecosystems. 

It is intuitively obvious that aquatic organisms like fish are   continuously 
exposed to a number of waterborne toxicants from different sources. The 
presence of unknown toxic chemicals can be detected by measuring the effects 
on the physiological mechanisms in aquatic organisms (Scott & Sloman, 
2004). Therefore, traditionally these have been regarded as an important 
component of toxicity testing strategies. A variety of potential sources and 
routes of toxicant exposure exist in aquatic systems, some distinctly different 
from those of terrestrial animals.  Aquatic organisms play an important role as 
early warning and monitoring systems for pollutant burdens in the 
environment. Fish display a vast diversity represented by more than 20,000 
species and spanning more than 400 million years of evolution (Marshall, 
1966). Unlike terrestrial animals, fish live in an atmosphere virtually devoid of 
oxygen. Consequently, fish extract volumes of water weighing thousands of 
times of their body weight daily to satisfy their oxygen demands. The 
integument and gills of aquatic organisms, which differ in permeability 
according to species, are important sites of contaminant uptake. In fishes, the 
efficient circulatory system allows the rapid distribution of contaminants 
crossing the barriers. 
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Aquatic organisms may accumulate chemicals directly from the water. 
Bioaccumulation assessment is particularly important for understanding the 
potential risk of contaminants, their fate and dynamics in aquatic species. The 
toxicity of a chemical is dependent on the extent of its bioaccumulation in an 
organism and particularly the quantity reaching the target organ or tissue to 
stimulate a response. Hence, the magnitude of bioaccumulation is often 
considered as internal exposure in dose response modeling.   

Early stages of development are considered to be very sensitive to chemical 
exposure, especially for oviparous organisms like fish and birds (Nagel, 2002; 
Russell et al., 1999; von Westernhagen, 1988). “Developmental toxicity” is a 
somewhat broader term than “teratology” covering embryotoxicity, 
compromised growth, functional deficiency in the offspring (larval stage) and 
morphological abnormalities. Toxicants exert their effects particularly during 
the critical periods of development. Intense research has been conducted on 
endocrine disruption, mainly focused on disruption of sex hormones, sexual 
differentiation and reproductive system (Andersen et al., 2006; Meucci & 
Arukwe, 2005; Orn et al., 2003; Vinggaard et al., 2000).   

The nervous system is one of the most complex organs in the body, 
comprising several cell types, anatomies, structural characteristics and 
functions. These features make it a unique target for toxicants that may act on 
multiple sites in different ways (Moser, 2008). In the past, the screening of 
chemicals for potential neurotoxicity was heavily dependent on finding 
aversive effects on the structure of the nervous system (neuropathology). 
Chemical induced changes in behavior like functional endpoints are 
increasingly being used now in risk assessment studies. Recently, 
neurobehavioral and pathological evaluations of the nervous system have been 
complementary components of the toxicity testing of the environmental 
contaminants. Behavioral endpoints characterization is particularly important 
for neurotoxicity risk assessments where the contaminants do not result in 
neuropathology. 

The National Academy of Sciences (of the USA) defined behavior in the 
broadest sense to be the net result of integrated sensory, motor and cognitive 
function occurring in the nervous system (National academy of sciences, 
1975). The chemical induced changes in behavior are generally considered a 
sensitive indicator of a nervous system dysfunction (Kulig et al., 1996; Tilson, 
1990; Tilson & Mitchell, 1984; Norton, 1978). The complexity of the 
interactions of the nervous system with other organs provides a logical basis 
for the supposition that early toxic response of behavior at lower 
concentrations cause morphological or other changes. Functional measures, 
especially behavioral endpoints, are now routinely used to identify and 
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characterize the potential neurotoxic effects of environmental contaminants 
(Hagenaars et al., 2011; Huang et al., 2010; Tilson, 1987; Weiss, 1975). 

The continuous exposure of contaminants to the aquatic system requires 
efficient methods to assess the potential risk to aquatic species.  A possible 
decline in the population of aquatic life due to these toxic exposures is reported 
continually, and this makes it important to design aquatic organism test 
strategies for policy makers in regulatory bodies for assessment and 
environmental monitoring. There is a huge demand to develop reliable, robust 
and relevant testing strategies for aquatic toxicants by such bodies. Several 
testing guidelines have been developed by OECD, US-EPA, EU-REACH and 
other regulatory bodies. Continuous efforts are being made to refine and 
increase the sensitivity and specificity of these test methods, by adding 
additional sublethal endpoints to address the effects on development, nervous 
system, physiology, behavior and reproduction, all of which might be equally 
important in ecological relevance in the long run, but occur at earlier times and 
lower exposure levels (Gunnar & Quevedo, 2007; Holbech et al., 2006; Hori et 
al., 2006; Fort et al., 2004a; Fort et al., 2004b; Orn et al., 2003; Peitsaro et al., 
2003; Darland & Dowling, 2001). 

1.2 Perfluoroalkyl acids  

The extensive use of chemicals in industry and house hold utilities because of 
increased human activities and the modern life style is influencing aquatic 
environments. The discharge of these chemicals ends up in the aquatic systems. 
Perfluoroalkyl acids (PFAAs) are a group of such emerging contaminants 
which have been detected in human, wildlife and the environment (Giesy et al., 
2010; Kannan et al., 2005a; Kannan et al., 2005b; Giesy & Kannan, 2001). 

Perfluoroalkyl acids (PFAAs) are a subdivision of the family of 
perfluoroalkyl substances (PFAS) which consists of perfluoroalkane 
carboxylic, sulfonic, sulfinic, phosphonic and phosphinic acids. Perfluoroalkyls 
are those chemical substances where all hydrogen atoms in the carbon chain 
are replaced with fluorine with the exception of the functional head group that 
may still contain hydrogen atoms. Perfluorooctanoic acid (PFOA) and 
Perfluorooctane sulfonic acid (PFOS) are two intensively studied 
perfluoroalkyl carboxylic acid (PFCA) and perfluoroalkyl sulfonic acid 
(PFSA) groups, respectively. 

Perfluoroalkyl acids (PFAAs) are typically four to fifteen carbons long, 
fully fluorinated organic chemicals, with a functional group attached at their 
tail. The carbon-fluorine (C-F) bond, which is the strongest chemical bond 
uniquely, makes them extremely resistant towards thermal, chemical and 
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biological degradation (SEPA, 2006; Kissa, 2001). Additionally, the 
hydrophobic fluorinated alkyl chain and the lipophobic functional group 
(Kissa, 2001) make them useful in many industrial and ordinary applications. 
Both PFCAs and PFSAs are the stable end-product chemicals in the 
environment that are not degraded under any environmental circumstances 
(SEPA, 2006). 

PFAAs have synthetically been produced over several decades as their 
surface active properties, in addition to others, offer great advantages for use in 
industrial and consumer products, such as firefighting foams, coatings to textile 
and paper products for food packaging, surfactants, adhesives, cosmetics, 
agrochemicals and medicines (KemI, 2006; Kissa, 2001; Renner, 2001; 3M 
Company, 1999). The release of these chemicals to the environment is possible 
during their production, use and disposition as waste. Formation of PFCAs is 
considered to occur also by the atmospheric degradation of the volatile 
precursor molecules, e.g. fluorotelomer alcohols (Dinglasan et al., 2004; Ellis 
et al., 2004; Tomy et al., 2004). In the environment, PFAAs are mostly 
associated with aquatic ecosystems. The solubility of these chemicals in water 
and their ability to bioconcentrate in fish are likely the reasons of this 
association (Rayne & Forest, 2009). PFAAs bind to proteins (such as albumin) 
in liver, plasma and eggs. Intracellular binding of these chemicals to fatty acid 
binding proteins (FABPs) due to their analogy (Lau et al., 2007) to endogenous 
fatty acids (Kannan et al., 2005a; Kerstner-Wood, 2003; Luebker et al., 2002) 
is also reported. 

The toxicity and accumulation of these chemicals is commonly determined 
by the carbon chain length and the functional group attached (Buhrke et al., 
2013; Dai et al., 2013; Reistad et al., 2013; Zhao et al., 2013; Inoue et al., 
2012; Zheng et al., 2012; Hagenaars et al., 2011; Liu et al., 2011; Jeon et al., 
2010; Yeung et al., 2009a; Wolf et al., 2008; Kleszczynski et al., 2007; 
Matsubara et al., 2006; Martin et al., 2003a; Martin et al., 2003b). Long-
chained PFAAs and / or sulfonated PFAAs are more toxic than those of shorter 
chains. The production of typical PFAAs (PFOA and PFOS) has decreased 
over the years. Meanwhile, short-chained PFAAs have been produced and used 
as alternate compounds (KemI, 2006; KemI, 2009). Studies have reported that 
PFBA and PFBS are becoming the predominant PFAAs in different matrices 
(Cai et al., 2012; Glynn et al., 2012; Eschauzier et al., 2010; Lange et al., 
2007; Skutlarek et al., 2006). 

The  binding of PFAAs with blood proteins, and their non-biodegradable 
nature in living organisms, make them persistent and bio-accumulative in 
humans and wildlife, including animals in remote locations such as polar bears 
(Persson et al., 2013; Yamashita et al., 2008; Calafat et al., 2006; Giesy & 
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Kannan, 2001). The release of these chemicals ends up in sewage waters, and 
discharge from municipal sewage water treatment plants is a significant source 
of contamination for aquatic environments. Several studies indicate the 
presence of these chemicals in wastewater and their final release into sludge 
and natural waters (Olofsson et al., 2013; Pan et al., 2011; Yeung et al., 
2009b). In fish embryo toxicity studies, developmental malformations, 
physiological disturbances and impaired larval behavior have been observed 
after the exposure to different PFAAs (Zheng et al., 2012; Hagenaars et al., 
2011).   

Perfluorooctanoic acid (PFOA) is one of the most widely detected PFAAs 
in humans and environmental samples (Domingo et al., 2012; Miege et al., 
2012; Rudel et al., 2011; Kannan et al., 2005a). It has been produced in large 
quantities and can also be formed as a metabolite from other perfluorinated 
chemicals. The exposure pathways of PFOA and related PFAAs to humans are 
being elucidated. Drinking water (Murray et al., 2010), indoor dust, the 
consumption of the fish (Falandysz et al., 2006) and farm animals’ meat 
(Guruge, 2005) are considered to be major contributors of PFAAs to human 
exposure. Although, the production of PFOA has been decreased in recent 
years, the chemical will remain a health and risk concern due to its presence in 
household and commercial products manufactured before the start of 
stewardship program (Betts, 2007; Dupont, 2006). 

Toxicological studies of PFAAs have been conducted in laboratory animals, 
including zebrafish (Zheng et al., 2012; Hagenaars et al., 2011; Andersen et 
al., 2008; Lau et al., 2007). Different studies have already demonstrated their 
toxicity, and their interference with lipid metabolism, the immune system, 
development and reproduction (DeWitt et al., 2012; Lau et al., 2006; Kennedy 
et al., 2004; Lau et al., 2004; Hu et al., 2002; Luebker et al., 2002). The mode 
of action of PFAAs has not been elucidated. They are considered to be fatty 
acids in the body, due to their structural similarity to endogenous fatty acids 
(Lau et al., 2007), such as transporting protein albumin in blood (Bischel et al., 
2010) and FABPs binding in the cell (Luebker et al., 2002). Like endogenous 
fatty acids PFAAs are the ligands of the peroxisome proliferator activated 
receptor alpha (PPARα) (Wolf et al., 2008) a nuclear receptor and regulator of 
lipid metabolism (Berger & Moller, 2002). 

1.3 The zebrafish 

The zebrafish (Danio rerio) is a tropical freshwater cyprinid fish originating 
from South Asia, especially Bangladesh, India, Nepal and Pakistan, among 
others. This fish has become a model organism in ecotoxicology and 
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environmental sciences, with a range of prospective applications in integrative 
risk assessment of chemicals (Schirmer et al., 2008). This is because, it possess 
sterling qualities such as small size, cheapness, easy husbandry and superb 
fertility. In captivity, it breeds all year round, at frequent intervals of 1-6 days, 
and eggs are not sticky and can be collected easily in large quantities. The 
zebrafish genome is fully sequenced, so it can be used for molecular and 
genetic analyses. Its life cycle is rapid under ideal rearing conditions. These 
traits have led to the wide-spread use of this species in standardized testing 
protocols for evaluation of drugs and chemicals (OECD, 2013; Langheinrich, 
2003). Zebrafish are further suitable for non-invasive treatments particularly 
for water soluble drugs and chemicals. In addition, ex utero exposure further 
avoids maternal influence. 

Zebrafish physiology and neuroanatomy are parallel to those of humans 
(Panula et al., 2010; Panula et al., 2006). In zebrafish larvae (>3dpf) the 
majority of the organs and locomotor responses are developed, suggesting that 
the functions of behavior are in place (Kimmel et al., 1995). The zebrafish 
nervous system becomes functional within days and all major components of 
the brain are present at 5 dpf (Nusslein-Volhard, 2002). The rudimentary forms 
of locomotor activity begin to develop in early life stages in zebrafish. Thus, 
zebrafish have emerged as a powerful model to study the development and 
functions of the nervous system (Strähle & Korhz, 2004) and the behavioral, 
genetic and biochemical aspects of locomotion (Fetcho & McLean, 2010; 
Fetcho et al., 2008; Fetcho, 2007; Guo, 2004; Drapeau et al., 2002). The 
zebrafish behavioral repertoire is robust, conserved and similar to that of 
mammals and has high throughput validity due to the powerful video-tracking 
tools developed recently (Stewart et al., 2012; Padilla et al., 2011; Champagne 
et al., 2010; Mathur & Guo, 2010; Spence et al., 2008). 

The zebrafish is a well characterized model for testing the toxicological 
effects on reproductive capability (Spitsbergen & Kent, 2003; Laan et al., 
2002). Since, the zebrafish genome is sequenced, a variety of biomarkers are 
available to measure. The molecular mechanisms of the zebrafish endocrine 
and hormonal signaling pathways are highly similar to those of other 
vertebrates, allowing for extrapolation of data from this model to other species 
(Segner, 2009; McGonnell & Fowkes, 2006; Laan et al., 2002). Endocrine 
disrupting biomarkers are equally sensitive in zebrafish as in other species 
(Holbech et al., 2006; Hutchinson et al., 2006; Holbech et al., 2001). 

However, one must be careful when generalizing the responses in a model 
species such as zebrafish, because, inbred laboratory-reared animal populations 
are generally genetically less diverse than non-model or wild organisms. 
Consequently the response outcome might be affected (Brown et al., 2012; Coe 
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et al., 2009). In ecotoxicology, the zebrafish as a test organism is being used 
for acute, chronic and early life stage toxicity testing. It is a recommended 
species in the European scientific community, United States Environmental 
Protection Agency and the Organization for Economic Co-operation and 
Development (OECD) guidelines (Braunbeck & Lammer, 2005; Braunbeck et 
al., 2005; Nagel, 2002; OECD, 1992). To summarize, the zebrafish is well-
established both in applied molecular biological research and in 
ecotoxicological testing. 

1.4 Developmental toxicity 

Fish traditionally have been considered a key component in chemical toxicity 
strategies (Braunbeck et al., 2005). Fish are exposed to the toxicants 
throughout their life cycle, and so, fish acute toxicity testing (OECD, 1992) has 
been of importance. However, increased animal welfare considerations have 
motivated the search for alternative assays to the use of adult fish. The 
embryos have therefore been on tests that show sublethal effects on more 
sensitive endpoints in the early development, as compared to adult fish (Dahl et 
al., 2006). The early life stages of the fish have long been recognized as very 
sensitive in response (Marchetti, 1965). In most cases, embryo-larval and early 
juvenile stage sensitivities are also comparable to those of full life cycle tests 
within a factor of two (Mckim, 1977). Long term toxicity can be predicted by 
testing the developmental stages of fish and other freshwater organism 
(Munley et al., 2013; Mckim, 1977).The guidelines for testing the embryos and 
larvae of fish have been standardized (OECD, 2013; ISO, 1999), so that the 
traditional adult fish acute toxicity test has been replaced (OECD, 2013; 
Braunbeck & Lammer, 2005; Braunbeck et al., 2005; ISO, 1999; OECD, 1992) 
with a Danio rerio embryo test (DarT) set-up by Nagel, (2002).   

1.4.1 Zebrafish embryo toxicity test 

In the zebrafish embryo test the eggs are exposed in a static or semi-static 
system from fertilization to the completion of embryogenesis, in a microtiter 
plate in a small volume of the exposure media. Various responses of the 
individual organisms are recorded at certain time points during the exposure 
(Schulte & Nagel, 1994). To monitor the effects, lethal and sublethal 
developmental endpoints are selected (Nagel, 2002). Coagulation of the egg, 
non-detachment of the tail from the yolk, and lack of somite and heart beat 
represent the lethal endpoints. Developmental sublethal endpoints that might 
indicate the mode of action of the toxic response can include  completion of 
gastrulation, eye development, spontaneous movement, heart rate / blood 
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circulation, pigmentation and edema (Nagel, 2002). Teratogenic effects are 
investigated following any malformation in aforementioned sublethal 
endpoints. Implementation of sublethal effects makes the testing more 
compatible with ethical and animal welfare legislation (Lammer et al., 2009). 

Monitoring certain morphological changes or physiological responses might 
indicate some modes of action to identify and classify some unknown chemical 
compounds of the exposure media. The test can be expanded to cover other 
related effects by extending the time of exposure as well as other endpoints like 
deformations of the spine (Hollert et al., 2003) and locomotor activity. This 
test has been standardized in Germany for routine effluent monitoring as well 
as validated in ISO and OECD for sewage water and chemical testing 
(Strecker, 2013; Braunbeck et al., 2005). PFAAs have already been tested by 
this assay (Hagenaars et al., 2011; Huang et al., 2010). 

1.4.2 Zebrafish larval locomotor behavior test 

The developmental toxic potential of environmental chemicals and 
pharmaceuticals has recently been evaluated. The known model drugs acting 
on the central nervous system in mammals have been assessed by locomotor 
activity in zebrafish larvae (Irons et al., 2010). Behavior is gaining more 
recognition due to its 10-1,000 times higher sensitivity than the conventional 
methods to determine LC50 (Hellou, 2011; Robinson, 2009; Hellou et al., 
2008). Zebrafish behavior is a response indicator of sublethal toxicity and may 
provide information on the mode of action of the tested chemical. 

Behavior is the cumulative expression of genetic, biochemical, 
physiological and environmental cues. Zebrafish swimming behavior is 
measured by monitoring the locomotor activity of the organisms. Any un-
coordination in swimming behavior can help to predict deformities in 
embryogenesis during the development. Locomotor activity of zebrafish has 
been used widely to develop specific behavioral response profiles for 
characterization of drugs and chemicals (Ali et al., 2011; Kokel et al., 2010; 
Rihel et al., 2010). The visual response test is the measure of locomotor 
activity of zebrafish larvae in light and dark, to detect any physical or chemical 
stress affecting swimming activity patterns. Lighting conditions affect the 
locomotor activity of zebrafish larvae; less activity is recorded during light as 
compared to that in darkness (Irons et al., 2010; MacPhail et al., 2009; Emran 
et al., 2008). 
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1.5 Uptake, distribution and kinetics 

Chemical kinetics seeks to understand the chemical behavior in a biological 
system, where the processes of chemical absorption, distribution and 
elimination are mathematically characterized. Through this mathematical 
modeling, the amounts and concentrations of the chemical in the body are 
quantitatively predicted as a function of time and exposure level. 
Thermodynamic differences in the chemical activities in the storage (animal) 
and the source (water) compartments are assumed to be the prime driving force 
behind the toxicokinetics. 

Methods to estimate the steady states in the waterborne exposure kinetic 
models for aquatic organisms have been developed (Neely, 1979). These 
steady state models predict the maximum potential of toxicant accumulation in 
an organism. The major uptake route for waterborne chemicals in fish is 
directly through the gills (Streit, 1992) and direct uptake of water soluble 
compounds from water is probably much more important than accumulation 
from food (Bruggeman et al., 1981). 

Different types of kinetic models have been employed to describe the 
accumulation and distribution of the contaminants in aquatic organisms 
(Landrum et al., 1992). Two major approaches for toxicokinetic data analysis 
are compartmental and non-compartmental. They estimate important kinetic 
parameters like total body clearance, but the approaches differ in their 
assumptions to estimate the distribution of chemicals within the body 
(DiStefano, 1982). Non-compartmental analysis assumes the chemical is 
absorbed into and excreted from a central compartment without requiring any 
peripheral compartment (DiStefano, 1982). Both methods are commonly used 
for analyzing clinical data.  However, non-compartmental analysis is rarely 
applied in ecotoxicology, even though this approach has the advantage of 
fewer assumptions and less complicated calculations. 

To study the tissue distribution of a chemical in an intact animal a 
technology of whole-body autoradiography (WBA) is used in which a 
radiolabeled chemical is employed. This technology has the advantage of 
providing high resolution images of the qualitative distribution of the chemical 
at the tissue level. This technique has previously been used to understand the 
kinetics and tissue distribution of PFAAs in different species (Bogdanska et al., 
2011; Borg et al., 2010; Vanden Heuvel et al., 1991). The characteristic 
distribution of PFOA in the tissues is considered to be partly due to its affinity 
to proteins as PFOA has been shown to bind to liver fatty acid binding proteins 
(FABP) (Luebker et al., 2002). 

Bioaccumulation is a fundamental process in environmental toxicology and 
risk assessment because it determines the internal exposure of a chemical 
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(Mackay & Fraser, 2000). Bioaccumulation of organic chemicals in fish is the 
net result of the competing processes of uptake from the ambient environment 
and elimination from the body. Bioconcentration is the process of 
accumulation of chemicals by fish and other aquatic organisms through non-
dietary routes. The rate of uptake and bioconcentration of organic chemicals 
(concentration in an aquatic organism over the time) from water by fish and 
other organisms can often be described mathematically. The bioconcentration 
factor (BCF) is a proportionality constant relating  the dissolved concentration 
of a chemical in the exposure water to its level in aquatic animal at steady state 
equilibrium (Veith et al., 1979). BCFs are assessed typically in fish, as they are 
a human food source and many standardized testing protocols for toxicity 
evaluation are available. Fish bioconcentration and compound specific 
distribution potential are used to measure and predict the environmental effects 
of newly introduced chemicals, and their persistency. 

1.6 PFOA exposure and toxicity 

The chemical toxicity to fish is partly determined by its uptake, distribution 
and elimination. Understanding these processes in fish is important because 
they demonstrate the phenomenon direct from the environment (water) in 
which it occurs. 

1.6.1 Fish reproduction 

Reproductive success is considered one of the most ecologically relevant 
endpoints in fish exposure studies (Arcand-Hoy & Benson, 1998). The 
deleterious effects of chemicals induced during early development may 
subsequently express their altered effects in adulthood or even in offspring 
generations (Kavlock et al., 1996). To assess the toxic potency of a chemical 
on population relevant endpoints, a study of chronic exposure is used. 

In zebrafish and other vertebrate fish, reproduction is regulated by 
coordinated interactions along hypothalamus-pituitary-gonadal (HPG) axis, 
and involves a complex cascade of steroid hormones and biochemical 
pathways that also control growth and metabolism (Ma et al., 2012; Blazquez 
et al., 1998). The steroidogenesis of gonad tissue is equally important in the 
process. The chemicals can affect the aforementioned mechanism and perturb 
the endocrine system, with possible effects on reproduction of fish (Ji et al., 
2013; Liu et al., 2010). Moreover, reproduction in zebrafish is strongly 
regulated by environmental factors such as temperature and photoperiod (De 
Vlaming, 1972). Sex steroids regulate different reproductive processes like 
gametogenesis, sexual phenotype and sexual behavior.  Change in sex steroid 
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hormone levels interferes with the regulatory mechanism of the HPG axis, and 
subsequently causes reproductive dysfunction (Xi et al., 2011). 

1.6.2 Gonad development 

Patterns of gonad development vary among fish species. Zebrafish is an 
undifferentiated gonochoristic species, in which all individuals develop gonads 
first with ovarian tissue. Zebrafish is a juvenile transitory-hermaphrodite, in 
which bisexual differentiation takes place later during development (Hsiao & 
Tsai, 2003; Takahashi, 1977). The hermaphroditism may be simultaneous or 
sequential. In sequential hermaphroditism, zebrafish is a protogynous 
developing first as female and later becomes male. Gonad development 
encompasses the sexual differentiation and maturation periods. Endogenous 
sex steroid hormones are among the regulators of gonadal sex differentiation 
(Sandra & Norma, 2010; Devlin & Nagahama, 2002). The fish is most 
sensitive also to exogenous sex steroids during these periods. 

For ovarian development, somatic and germ cells proliferate and 
differentiate into follicles. A specific ovarian type, cytochrome P450 aromatase 
enzyme, which aromatizes testosterone into estrogen, does exist in zebrafish 
and is known to be involved in the regulation of ovarian differentiation 
(Chiang et al., 2001; Kishida & Callard, 2001). In juvenile zebrafish it shows a 
dimorphic expression pattern (Traut & Winking, 2001), and modulation of its 
activity induces the feminization or masculinization, to develop the bisexual 
stage. 

Growth and differentiation of oocytes involves both cytoplasmic and 
nuclear (meiotic) maturation. The endocrine system is a modulator and 
regulator of maturation. In zebrafish, the development of the oocyte has 
different stages from primary oocyte to maturation through vitellogenesis 
(Tyler & Sumpter, 1996). During vitellogenesis, a precursor lipoglycophospho-
protein, vitellogenin (Vtg), produced in the liver, is accumulated as a major 
yolk protein in developing oocytes (Tyler et al., 1991). Vitellogenin production 
is induced by ovarian sex steroids. Sex steroid hormones are produced in 
response to gonadotropin hormone (GtH) (Yousefian & Mousavi, 2011; 
Mylonas et al., 2010). The Vtg is carried through blood to the ovary, where the 
oocytes take it up by receptor-mediated endocytosis (Wallace & Selman, 1990; 
Wallace, 1985; Ng & Idler, 1983). The processes of Vtg uptake in oocytes and 
their maturation and ovulation are suggested to be stimulated by GtH-I and II, 
respectively (Clelland & Peng, 2009; Swanson et al., 1991; Tyler et al., 1991; 
Scott & Sumpter, 1983). 
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2 Aims of the thesis  

The overall aim of this thesis was to investigate whether waterborne exposure 
to perfluorinated chemicals affects embryonic development, reproduction and 
sexual development in zebrafish. 

More specifically, the project objectives were: 
 To evaluate and compare a set of structurally diverse PFAAs for 

their toxicity during the embryonic development of zebrafish. 
 To develop a model to extend the comparison and toxicological 

evaluation of the PFAAs through a more sensitive locomotor 
behavior assay of zebrafish larvae. 

 To investigate the disposition of 14C-PFOA in adult zebrafish 
following waterborne exposure of the chemical for risk assessment 
particularly for extrapolation from high experimental exposure to 
low human/environmental relevance as well as to identify potential 
new target organs to clarify the mode of action for general systemic 
toxicity. 

 To study the reproductive fitness, early life stage and sexual 
development after waterborne exposure of PFOA, and to study 
whether PFOA affects certain gene expressions. 
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3 Materials and methods  

The work done in this thesis is based on five experiments approved by the local 
animal ethics committee. The sections below provide a summary of the 
materials and method, with a focus on experimental designs and core 
endpoints. Detailed descriptions of the techniques, materials and methods used 
are presented individually in the associated publications and manuscripts (I-
IV). 

3.1 Chemicals  

Perfluoroalkyl acids of different carbon chain length and attached functional 
group have previously been used for persistency, bioaccumulation and 
toxicological evaluation. In the studies of embryonic development (Paper I, II), 
the chemicals were selected to cover different chain lengths and functional 
groups attached. The list of the perfluorinated chemicals (and their necessary 
information) used in the experimental work is presented in Table 1. All of 
these chemicals were purchased from Sigma-Aldrich, Germany except PFBA 
that was purchased from Alfa Aesar® GmbH and Co KG, Germany. For Paper 
III, radiolabeled Perflurooctanoic Acid (14C-PFOA) with a specific activity 59 
mCi /mmol was synthesized at Stockholm University. Hydrogen peroxide 
(30% in water) and Ethyl 3-aminobenzoate methanesulfonic acid (MS-222), an 
anesthetic agent, was purchased from Sigma-Aldrich (Germany). The 
solubilization reagent Soluene® -350 and Hionic-FlourTM Scintillation cocktail 
were purchased from PerkinElmer (PerkinElmer Life and Analytical Sciences, 
Boston, USA). All other chemicals used were of pro-analysis quality and 
obtained from regular commercial sources. A stock solution of each chemical 
was prepared in reconstituted standardized water at a concentration well below 
its reported solubility in water at 25 °C. Exposure solutions were freshly 
prepared prior to testing on zebrafish embryos. 
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Table 1. Perfluoroalkyl acids (PFAAs) tested in zebrafish, their groups, acronyms, structures, 
CAS numbers and nominal exposure concentration ranges. 

Paper Test compound Acronym Formula CASa  
Registry 
number 
(Purity%)b 

Carbon 
chain 
length  

Nominal 
exposure 
concentration 
range (mg/L) 

   
   

   
   

   
   

   
   

   
   

   
   

   
   

   
   

   
  I

&
 I

I 
Perfluoroalkyl 
carboxylic acids 

Trifluoroacetic 
acid 

PFCAs  

 

TFAA 

CnF2n+1COOH 

 

CF3COOH 

 

 

76 -05-1 

(>98) 

 

 

2 

 

 

10-3000 

Perfluorobutyric 
acid  

PFBA C3F7COOH 375-22-4 

(99) 

4 10-3000 

Perflurooctanoic 
acid  

PFOA C7F15COOH 335-67-1 

(96) 

8 3-1000 

Perflurononanoic 
acid 

PFNA C8F17COOH 375-95-1 

(97) 

9 0.03-10 

Perflurodecanoic 
acid 

PFDA C9F19COOH 335-76-2 

(98) 

10 0.1-30 

Perfluoroalkane 
sulfonic acids 

Perflurobutane 
sulfonic acid  

PFSAs 

 

PFBS 

CnF2n+1SO3H 

 

C4F9SO3H 

 

 

375-73-5 

(>98) 

 

 

4 

 

 

10-3000 

Perflurooctane 
sulfonic acid 

PFOS C8F17SO3H 1763-23-1 

(98) 

8 0.03-10 

   
  I

II
   

 

Perfluorooctanoic 
acid 

14C-PFOA C7F15COOH 335-67-1 

(96) 

8 0.3-30 x10-3 

   
IV

   
   Perfluorooctanoic 

acid 
PFOA C7F15COOH 335-67-1 

(96) 

8 0.2-20 

 
aChemical Abstracts Service 
bPurity (%) as described by the manufacturer 

 

3.2 Animals  

Adult zebrafish (Danio rerio) of AB strain were used for breeding to get the 
fertilized eggs (Paper I, II and IV). For Paper III & IV, adult zebrafish were 
acquired from a local supplier in Uppsala, Sweden. Adult fish were maintained 
in a flow through system (Paper IV) of carbon filtered tap-water (pH 7.2 – 7.6; 
hardness 6.7; temperature 26 ± 1 °C ; conductivity 468 µS /cm; light cycle of 
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14 hours). Stock fish were fed daily with commercial flakes (SERA Vipan) as 
a staple food with added freeze-dried chrionomids (Naturafin), frozen 
chironomids and frozen Artemia nauplii (Akvariteknik). According to ISO 
(1996), reconstituted standardized water was prepared from deionized water 
with the addition of CaCl2 x2H2O (117.6 mg /L), MgSO4 x7H2O (49.3 mg/L), 
NaHCO3 (25.9 mg/L) and KCl (2.3 mg/L), and used throughout the zebrafish 
embryo / larvae experiments. 

3.2.1 Breeding and selection of fertilized eggs 

Breeding groups of male female (3:2) adult zebrafish were placed in 10-L glass 
aquaria equipped with spawning nets the evening before the collection of eggs. 
The following morning, half an hour after onset of lights, eggs were collected 
from the breeding group tanks and rinsed for removal of debris. Normally 
developed fertilized eggs were selected under a stereomicroscope for the 
experimental studies. 

3.3 Zebrafish embryo toxicity test (Paper I) 

This test is based on an OECD guideline (OECD, 2013) and described in detail 
in paper I. Each PFAA was tested individually in six concentrations (spaced by 
a constant factor of 3.3) prepared from its stock solution. Fertilized eggs were 
randomly distributed into flat bottom, 48-well polystyrene plates (Costar®), 
one egg in each well, with 750 µl of test substance or water. For each PFAA, 
four 48-well plates were used, with 6 embryos /concentration / plate. The 
plates were covered with parafilm, and the embryos were exposed to the 
PFAAs until 144 hours post fertilization (hpf). The eggs were examined for 
malformations under the stereomicroscope at 24, 48 and 144 hpf. The hatching 
time of each embryo was recorded with an over-head mounted camera by 
photographing at 1 h intervals until 144 hpf (Paper I and II). The endpoints 
studied at different time points are presented in Table 2. 
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Table 2. Endpoints studied in zebrafish at different time points in the studies included in this 
thesis. 

Paper  Endpoint Time line   
(day) 

   
   

   
   

   
   

   
   

   
   

   
   

   
   

   
   

   
   

   
   

   
   

   
   

I 

  

Lethal categorical 1-6 

  Coagulation  

  Lack of heart beats  

Sublethal categorical 1-6 

  Tail deformation  

  Edema  

  Side-lying  

  Unhatched  

  Uninflated swim bladder  

Sublethal continuous 1-6                        

  Movements  

  Heart rate  

  Time to hatching  

   
   

   
   

   
   

   
   

   
   

   
   

  I
I 

  

Locomotor behavior 6                           

  Activity counts (n)  

  Swimming time (s)                             

  Swimming distance (mm)                             

  Relative swimming time (%)                             

  Average swimming speed(mm/s)                             

 Active swimming speed (mm/s)                             

   
   

   
   

   
   

II
I Kinetics 40 

 Uptake and distribution  

 Body clearance and half-life  

Bioconcentration 40 

   
   

   
   

   
   

   
   

   
   

   
   

   
   

   
   

 I
V

 

  

FSA 21 

  Spawning  

  Fecundity  

  Fertilization  

FSDT 100 

  Body Growth  

  Sex ratio  

  Gonad maturation  

  Gene analysis   
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3.4 Larval locomotor behavior test (Paper II) 

The larval locomotor activity test was performed using the Viewpoint 
Zebrabox® behavioral recording system (ViewPoint Life Sciences, Lyon, 
France), after evaluating the embryos for lethal and sublethal toxicity at 144 
hpf (Paper I). This system monitors movements using automated video 
recording, with a multi-well plate holder Zebrabox equipped with internal LED 
lights (light recordings), infrared illumination (darkness recordings) and a 
mounted camera. The locomotor activity of larvae was recorded by placing 
each 48-well plate individually into the Zebrabox. After an acclimation phase 
in light, the locomotor activity was recorded during four consecutive 10-min 
phases of alternate dark and light. 

Locomotor activity was estimated by a subtraction method used for 
detection of objects darker than background with a minimum object size. To 
remove system noise, a threshold of 0.135 mm (minimum distance moved) was 
used for filtering all of the data. Locomotor endpoints were designed to express 
the changes in the general swimming activity in response to any physical or 
chemical stress of exposure. The typical behavioral endpoints quantified 
through movement analysis were as described by Murphy et al. (2008) and 
Alvarez & Fuiman (2005), and are presented in Table 2. 

3.5 Uptake, distribution and kinetics (Paper III) 

3.5.1 Exposure and experimental design 

In Experiment 1, the nominal concentration of non-labeled PFOA was 10 µg 
PFOA /L of water and 1.4 µCi 14C-PFOA / L was added as a tracer. Both male 
and female zebrafish were exposed for 40 days, which was followed by a 
washout period of 80 days. The activity of 14C-PFOA in the exposure tanks 
was regularly measured and maintained at ≥ 90% throughout the period of 
exposure. Fish were sampled for LSC after 5, 10, 15, 20, 30 and 40 days of 
exposure. At termination of exposure, the remaining fish were transferred to 
separate tanks with cleaned PFOA free water for a washout period. The fish 
were similarly sampled for LSC at 1, 3, 8, 16, 30, 55 and 80 days post-
exposure. At each sampling point, 5 fish of each gender were sampled for LSC. 
Furthermore, fish were also sampled for WBA at 1, 5, 10, 30 and 8, 16, 30 
days of exposure and post-exposure, respectively. 

In Experiment 2, the nominal exposure concentrations were 0.3, 1, 3, 10 
and 30 µg/L with levels of 0.046, 0.152, 0.460, 1.52 and 4.60 µCi 14C-PFOA 
/L tracer for the respective exposure concentrations. The zebrafish were 
exposed similarly for 40 days, and sampled at the termination of exposure for 
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LSC. In addition, fish were sampled and dissected for determination of PFOA 
in different organs.   

On day 40 of exposure, a relationship was established by plotting the 
exposure concentrations at steady state versus total body concentration of 
PFOA in fish. The bioconcentration factor (BCF) or accumulation ratio (AR) 
for each fish was calculated. The BCF is defined as the volume of exposure 
water that is depleted of PFOA by the fish within the exposure period (ml /g 
body weight). 

3.5.2 Liquid scintillation counting 

Water samples were regularly analyzed for radioactivity by liquid scintillation 
counting. Water samples were mixed with 10 ml Hionic-FlourTM scintillation 
counting cocktail and analyzed by a Tri-carb 1900 CA Liquid Scintillation 
Analyzer (Packard). 

At each sampling point, the sampled zebrafish were rinsed in clean water, 
euthanized in 100 mg /L MS-222 aqueous solution and weighed. Each fish was 
chopped down to subsamples of maximum 40 mg, transferred into a 20 ml 
glass scintillation vial (VWR, Sweden), and solubilized in Soluene®- 350 at 60 
°C for 24 h by agitating intermittently to ensure complete solubilization. The 
solubilized samples were then allowed to cool down to room temperature. 
Some of them were bleached with 30 % hydrogen peroxide. Ten (10) ml 
scintillation cocktail Hionic-FlourTM was added to each scintillation vial. 
Before LSC, the samples were placed in ambient light and temperature 
overnight to minimize background counts. The tissue contents 14C-PFOA were 
determined by LSC, and based on these results the total concentration of PFOA 
was calculated from the specific activity of 14C-PFOA added to the water. The 
activities of the individual subsamples were summed and adjusted for the 
weight of the fish to determine the concentration of PFOA. 

3.5.3 Whole body autoradiography 

For whole-body autoradiography (WBA), zebrafish were sampled, euthanized 
and weighed as already described for LSC. The fish were mounted in aqueous 
carboxymethyl cellulose (CMC) gel and frozen in a bath of hexane cooled with 
dry ice. The frozen blocks were processed further for WBA as described by 
Larsson & Ullberg (1981). A series of 20 µm thick whole-body sagittal 
sections were taken at different levels and collected on tape and freeze-dried. 
The distribution of non-extractable radioactivity was studied by successively 
extracting every other freeze-dried section with trichloroacetic acid (5%), 
ethanol (50%), 99.5% ethanol and heptane for 1 min, and then rinsed with tap 
water for 5 min. The extracted sections were dried and exposed to x-ray film 
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together with the adjacent non-extracted sections. The sections were stored at -
20 °C for exposure. The exposed films were developed thereafter 2 to 9 
months.   

To illustrate the uptake and elimination, the radioluminographic technique 
was also employed. This technique is more sensitive than traditional exposure 
to x-ray film, and thus makes it possible to detect a wide range of radioactivity 
levels. Thus, sections from the exposure and wash out periods were exposed to 
one phosphor imaging plate (Storage Phosphorous Screen). After 5 days of 
exposure, radioluminographic images were then obtained by developing the 
plate using the Packard Cyclone® Plus Storage Phosphor System, 
(PerkinElmer, Inc., IL, USA). 

3.5.4 Kinetic assessment 

In brief, the total body exposure was assessed by means of concentration-time 
and amount-time data collected over the period of 120 days. A non-
compartmental approach was used to assess the major determinants of 
exposure, namely body clearance (removal) and uptake-rate (input) based upon 
the assumptions that PFOA was chemically and metabolically stable during the 
observational period (Sundstrom et al., 2012b; Vanden Heuvel et al., 1991; 
Ylinen et al., 1989; Ophaug & Singer, 1980). Since blood or plasma was not 
available for the estimation of plasma clearance we applied the concepts of 
total body clearance based on the total body tissue concentration. Body 
clearance Clb was estimated from the amount of PFOA at steady-state Ass and 
the post-exposure (washout period) area from t* (end of tank exposure period 
to PFOA) to infinity AUCt*

-∞ derived by the trapezoidal method. The 
relationship between the amount of PFOA at steady-state, total body clearance 
and the post-exposure area under the exposure curve was calculated 
mathematically, as expressed in Paper III in detail. The kinetic parameters were 
determined and presented in Table 1 (Paper III). 

Ass is estimated from the total body concentration (whole fish) of 14C-PFOA 
at steady-state multiplied by their body weight(s).The total body clearance 
(based on total body concentration rather than plasma PFOA concentration) 
can be related to plasma clearance provided that the plasma concentration is 
obtained from the specific animal model (e.g., zebrafish).The mean residence 
time (MRT) of 14C-PFOA in zebrafish, which denotes the time an average 
molecule of PFOA remains in the organism, can be calculated from the areas 
of the first- and zero-moment curves and then corrected for the 40-day 
exposure period (Texposure) (Benet, 2010; Gabrielsson & Weiner, 2010). 

The effective half-life is a weighted half-life related to the turnover of the 
amount of PFOA in the body, rather than the terminal half-life of the test 
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compound commonly obtained from the terminal phase of the plasma 
concentration-time curve. 3-4 times the effective half-life gives an indication of 
the time to 90% of steady-state in the body during a constant exposure to the 
test compound. 

The terminal half-life of PFOA in male and female zebrafish was estimated 
directly by means of log-linear regression of the terminal portion of the 
washout kinetics. 

3.6 Fish reproduction and sexual development (Paper IV) 

The evaluation of PFOA was performed using two different tests with similar 
experimental setups. Both tests were based on standardized OECD guidelines. 
The first test (FSTRA; Fish Short Term Reproduction Assay, TG 229) is a 
screening test where sexually mature male and female fish were exposed to the 
test substance for a short period (21-days) and evaluated concerning effects on 
reproduction. In the second test (FSDT; Fish Sexual Development Test, TG 
234) fish are exposed from fertilization to maturity, and evaluated concerning 
impact on sexual development and gonad maturation.   

In both of the tests zebrafish were exposed to PFOA at concentrations of 
0.2, 2 and 20 mg/L. Each exposure group comprised of four replicates, and six 
for the water control. The stock solutions were distributed into the 
experimental tanks using a multichannel peristaltic pump (Ismatec®, Zurich, 
Switzerland) via glass capillaries connected by silicon tubing. In the FSTRA 
experiment, charcoal filtered tap water maintained at 26°C was also pumped 
into each of the 8-L experimental tanks with another peristaltic pump 
(Ismatec®) at a flow ratio 1000 times higher than that of the PFOA stock 
solution. In the FSDT experiment, the water flow was through gravity fall, and 
the flow rate was maintained such that the ratio of water and stock solution 
reaching in tanks was 100:1. With the given flow rates the total water volume 
was exchanged three times daily. Flow rates were checked daily, and adjusted 
if necessary. The flow through system was started three days before start of the 
exposure studies to allow chemical equilibrium. In the FSDT experiment, the 
chemical exposure was started at 8 dpf. During the exposures fish health was 
monitored daily, and any dead fish were removed. 

3.6.1 Fish short term reproduction assay 

After acclimatization, 5 male and 3 female sexually mature fish were held 
together in spawning cages in 10-L glass aquaria. The reproduction parameters, 
viz number of successful spawning, clutch size and fertilization ratio for each 
replicate, were monitored daily throughout the exposure period. From each 
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successful spawning the average number of laid eggs per female was 
determined. Fertilized eggs were then sorted under a stereo microscope, to 
determine the fertilization ratio. In the third week of exposure, a random 
sample of 24 fertilized eggs from a single clutch of each replicate was 
transferred to a 96 well plate in clean charcoal filtered water and followed for 
malformation and mortality for 6 days as described in Paper I. At the end of the 
experiment all fish were euthanized in a solution of 100 mg/L MS-222. The 
livers were dissected from each fish, placed in eppendorf tubes, frozen in liquid 
nitrogen, and stored at -80 °C until analysis of enzyme activities. The 
remaining body part of each fish was preserved in formalin for histological 
evaluation of gonads. 

3.6.2 Liver enzyme activity 

Zebrafish liver samples were sonicated in homogenization buffer. Glutathione 
reductase activity was measured as described by Cribb et al. (1989).  Catalase 
activity was measured spectrophotometrically by the decay of hydrogen 
peroxide as described previously (Aebi, 1984; Orner et al., 1995). Enzyme 
activity was measured at 240 nm (20 °C) and expressed as micromoles per 
minute per milligram of protein (specific activity). Protein content was 
quantified by the method described by Lowry et al. (1951). 

3.6.3 Fish sexual development test 

The test procedures are described in detail in Paper IV. In general, juvenile 
zebrafish were exposed to PFOA from 8 dpf to 100 dpf, at the termination of 
experiment. The fish were euthanized as mentioned above and their body 
weight and length were measured. The liver was dissected, weighed, preserved 
in eppendorf tubes and stored at -80 °C after freezing in liquid nitrogen until 
analysis. The body part of each fish was preserved in formalin for histological 
evaluation of gonads. The condition factor (K) for each fish and the liver 
somatic index (LSI) were calculated according to the formulae “(K) = [body 
weight (mg)/ (body length (mm)) 3] x 100” and “LSI= [liver weight (mg)/body 
weight (mg)] x100”, respectively. 

3.6.4 Histology and gonad maturation 

In both the FSTRA and FSDT tests the fish trunks were fixed in 10% neutral 
buffered formalin, dehydrated, and embedded in paraffin blocks. Then, 5 µm 
thick longitudinal sections along the entire dorso-ventral axis were taken 
through the gonadal region of the fish by a microtome with 20 µm increment, 
and collected on glass slides. The haematoxyline-eosin (HE) stained slide-
mounted sections were evaluated by light microscope. 
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In the FSTRA test, sections were used for phenotypic sex determination of 
each fish. In the FSDT test, sections were analyzed on coded slides to 
determine and evaluate the gonadal tissue and phenotypic sex. Testis or ovary 
was recognized by the presence of spermatogenetic cells or oocytes, 
respectively. The presence of oocytes in testicular tissue was categorized as 
intersex (ovotestis). The specimens where either of the sex tissues could not be 
observed in any field of microscope were declared as non-determined. The 
testes were further classified as immature, maturing or mature depending on 
the histological appearance and amount of spermatozoa in sperm duct 
(Kinnberg et al., 2007). The ovaries were categorized as immature by the 
presence of only perinucleolar oocytes, declared maturing if the oocytes were 
at cortical alveolar stage, and mature by the presence of one or more 
vitellogenic oocytes  according to the stages described by Selman et al. (1993). 

3.6.5 Gene expression 

Hepatic expression of PPARα and Vtg-1 were studied to investigate whether 
PFOA can activate gene transcription in zebrafish. In brief, total RNA from 
liver samples of individual fish were isolated, and the quantitative expression 
of mRNA of above mentioned genes was measured by real-time RT-PCR as 
described in Paper IV. 

3.7 Statistical analysis  

The differences between the groups at the end of exposure were tested by 
statistical analyses. For continuous data, mean values were used and 
proportional data were arcsin square root transformed (Paper IV).The 
normality of the data was tested using the Anderson-Darling test, and the 
homogeneity of variance of the data was tested using Levene’s test prior to the 
analyses. Data failing these criteria were transformed accordingly to meet the 
ANOVA requirements. General Linear Models (GLM) followed by Dunnet`s 
post hoc test or Tukey`s pairwise comparisons were used to determine any 
significant differences among the groups. The data failing to follow the 
assumptions of parametric analysis were subjected to non-parametric Kruskall-
Wallis tests of ranks. The significance differences were analyzed by post hoc 
Dunn`s test of multiple comparison with control. 

In paper I on the embryo toxicity test, the analyses were based on individual 
embryos as experimental units. Continuous data were analysed using one way 
ANOVA with two sided Dunnet`s post hoc test. Lowest observed effect 
concentration and no observed effect concentration parameters were 
determined on the basis of Dunnet`s test. The 50% effective concentration 
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(EC50) values with 95% confidence intervals were calculated using probit 
analysis. 

For the locomotor behavior of zebrafish larvae (Paper II), there were 
multiple response parameters, including the ambulatory, observatory and 
inferential behavioral endpoints. Furthermore, there were several groups of 
explanatory variables. The relationships between these two datasets (response 
and explanatory) were analyzed using multivariate data analyses. The effects of 
the different explanatory characteristics on the zebrafish behavior were 
analyzed by redundancy analysis (RDA; ter Braak, 1995). The RDA analysis 
used the CANOCO version 4.54 program (Biometrics, Wageningen, the 
Netherlands). The statistical significance of the explanatory variables was 
tested using multivariate analysis of variance via permutation (Anderson, 
2001). The permutation tests used the DISTLM version 5 programs 
(Department of Statistics, University of Auckland, New Zealand). 

All of the data presented here (Paper I, IV) are means ± SD, unless stated 
otherwise. All of the univariate statistical analyses were employed using the 
Minitab® 16 program. The differences were accepted at 95% significance level 
(p ≤ 0.05). 
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4 Results  

The detailed results are presented in Papers I-IV included in this thesis. 
However, the main findings are presented in this section. 

4.1 Zebrafish embryo toxicity test (Paper I) 

PFAAs were not highly acutely toxic to early life stage zebrafish, based on 
established toxicity endpoints. PFAAs exposure affected some of the endpoints 
only at some observation times. One common sublethal effect was pericardial 
edema, which was often observed after exposure to TFAA, PFBA, PFBS and 
PFOS. Another common malformation was spinal curvature, which was 
frequently observed in embryos exposed to PFNA, PFDA and PFOS.  Heart 
rate at 48 hpf and hatching at 144 hpf were also affected in PFBS and TFAA 
exposed embryos, respectively. The concentration response relationships based 
on combined lethal and sublethal effects at 144 hpf were determined for all 
PFAAs. The order of toxicity for the PFAAs in the present study was: PFOS > 
PFDA > PFNA >PFOA >PFBS>TFAA >PFBA (Paper I). 

4.2 Larval locomotor behavior test (Paper II) 

PFAAs altered the locomotor activity in the behavioral analysis of zebrafish 
larvae. The locomotor activity generally increased in the first dark phase (D1) 
after transition from the acclimation (A) light phase. In the following light 
phase (L1), the increment in activity was reduced. A similar pattern was 
observed in the subsequent alternate phases (D2 and L2). In the highest tested 
concentrations of PFOS, PFNA and PFBS, the general trend of elevated larval 
activity in darkness (as compared to that of light) was not observed. Overall, 
the activity in the highest tested concentrations of TFAA, PFBS, PFOS and 
PFNA was reduced as compared to those of the controls (Paper II). 
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The behavioral characteristics formed three groups of correlated behavior: 
(i) swimming distance, average swimming speed, and activity count were 
highly correlated, as were, (ii) swimming time and relative swimming time, 
with (iii) active swimming speed being separate (Paper II). The multivariate 
RDA showed a relatively weak relationship between the behavioral 
characteristics and the explanatory characteristics, with the two axes shown 
accounting for 97 % of the total sum of squares of the first two axes of the 
equivalent unconstrained ordination (Table 3 in Paper II). In spite of the weak 
relationship, all three of the types of explanatory variables were statistically 
significant at P=0.0001 (Table 5 in Paper II). The behavioral response to 
concentration was relatively small (Fig. 2c in Paper II), as was that of 
light/dark phase. The strongest effect on behavior was associated with the 
differences between the chemicals (Fig. 2b in Paper II), notably their 
differences in carbon chain length and attached functional group (Fig. 2d in 
Paper II). 

4.3 Non-compartmental analysis (Paper III) 

The calculated concentration of the test substance PFOA in water was 
maintained at > 90% of each nominal exposure concentrations throughout the 
exposure period of the experiments. The measured LSC values for PFOA in 
male and female zebrafish are presented in Paper III, Figure 3. For both 
genders, PFOA was absorbed into the organisms from the aqueous medium 
into the organism. The equilibrium concentrations occurred between days 20-
30 of exposure. At day 40 of exposure, any gender related difference in PFOA 
concentrations was not significant. The toxicokinetic parameters were 
comparable between the genders (Paper III, Table 1). 

The non-compartmental estimates of body clearance, effective- and terminal 
half-lives were estimated from uptake/washout data and the accumulation 
factor in male and female zebrafish at steady-state. The uptake and disposition 
kinetics of PFOA demonstrated an average total body clearance 50 mL/day, 
with terminal and effective half-lives of 13-14 and 7-8 days, respectively. 

4.3.1 Tissue disposition and bioconcentration 

Whole-body autoradiograms show the distribution of 14C-PFOA. The fish 
accumulated substantial amount of 14C-PFOA even after 24 h exposure (Fig. 6 
Paper III). Whole-body autoradiograms of the fish sampled at days 1, 5 and 10 
of exposure showed a similar and progressive pattern of radioactivity 
distribution. The fish sampled on days 10 and 30 of exposure were thought to 
be in the peak period of distribution phase, as the effective half-life was 
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determined as approximately 8 days (Paper III, Table 1). Moreover, the 
equilibrium was also attained around the same period. 

The bile and the intestinal contents concentrated the highest amounts of 
radioactivity. The blood-perfused structures were highly labeled, mainly the 
heart, gills and the blood vessel along the spinal cord. The labeling in the liver 
was relatively low but was uniform. A diffuse and weak labeling could also be 
seen in other tissues. Development of labeling in the oocytes over the time of 
exposure was observed. The spleen showed a heterogeneous and relatively 
weak labeling. The skeletal muscles and brain showed a faint or lack of 
labeling. However, the lines in the muscles were rather strongly labeled, as 
were some structures in the brain probably corresponding to blood vessels. 

The whole-body autoradiograms from 4 days after the end of exposure 
showed the same distribution picture and proportion of radioactivity as shown 
on days 5, 10 and 30 of exposure. However, labeling of the tissues decreased as 
elimination proceeded. In the fish sacrificed on days 8, 16 and 30 post-
exposure, the radioactivity declined relatively in almost all tissues. In the 
olfactory rosette and the oocytes, there was a slower decrease of the radioactive 
intensity. The slowest decrease of radioactivity was seen in the gall bladder, at 
30 days after exposure the bile still contained the considerable labeling. On day 
30 post-exposure, only the bile was still showing a very high intensity of the 
radioactive labeling, whereas the other tissues showed only weak labeling. 

The bioconcentration of PFOA was analyzed in the whole body and in 
dissected liver, intestines and brain of exposed zebrafish for 40 days (Fig. 4 
and 5). The BCFs calculated at steady-state were in a range of 20-30 with a 
variation of ±12. 

The steady-state (actual) tank concentration was plotted against the tissue 
concentration of 14C-PFOA after 40 days of constant exposure. A linear 
relationship was obtained between external (tank) exposure concentration and 
whole body tissue homogenate (internal) concentration to 14C-PFOA within a 
100-fold (0.3 – 30 µg/L) exposure range. Apparent gender differences in 
bioconcentration were observed neither in whole body homogenate nor in the 
individual tissues (Paper III, Figure 4 and 5). 

4.4 Reproduction and sexual development (paper IV) 

During the FSTRA experiment no mortality was recorded. Sex of each fish was 
determined histologically at the end of the experiment, to confirm the number 
of females per replicate. The reproductive behavior like spawning and number 
of eggs laid later were determined on the basis of the actual number of females 
per replicate. 
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4.4.1 Reproductive parameters  

Generally, the number of successful spawning was slightly higher in the 
controls than in all of the exposed groups during the first week of exposure. 
However, successful spawning events decreased over time in all of the groups, 
except the highest exposed concentration. On the contrary, the average number 
of eggs laid per female increased over time. In fish exposed to 20 mg/L of 
PFOA, both spawning success and the average number of eggs spawned 
increased. The average number of eggs laid per female at each successful 
spawning was 65-84 in the controls and 18-120 in the highest exposed 
concentration. Approximately 60-80% of spawned eggs were fertilized in all of 
the treatment groups. An increase of fertilization with the time of exposure was 
noted. However, none of these observations were confirmed as statistically 
significant. Neither the malformation nor the mortality of maternally exposed 
offspring was significantly different at 6 dpf. 

4.4.2 Fish sexual development  

In the FSDT test, the growth parameters, such as body weights, body lengths, 
condition factors or LSIs, were not different between exposed and control fish, 
regardless of the sex classification. Neither significant shift in sex ratio nor any 
intersex fish were observed. The estrogenic activity in terms of vitellogenin 
(Vtg) mRNA expression in the liver of male fish was not induced by PFOA. 
Fatty acid β-oxidation regulator PPARα gene expression in zebrafish liver was 
only slightly inhibited in the highest PFOA exposed group. 
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5 Discussion  

Perfluoroalkyl acids (PFAAs) are well known environmental chemicals found 
globally, and are identified and suspected to act in endocrine disruption (White 
et al., 2011). The mechanism(s) of action for these chemicals are the subject of 
on-going research, but they are presumed to have influence on several 
hormonal axes of vertebrates (White et al., 2011). PFAAs and their precursors 
have been produced for decades, and are still being used in broad range of 
applications. Among the halogenated chemicals, they still remain the least 
studied chemicals from an ecotoxicological standpoint. 

5.1 Developmental toxicity (Paper I & II) 

5.1.1 Zebrafish embryo toxicity (Paper I) 

In determining the effects of environmental exposures, the accumulation of the 
chemicals and the time of exposure are equally significant. Periods in early life 
are more sensitive to environmental exposures in developing organisms 
(Fenton, 2006). The developmental exposures or nutritional conditions have 
adverse effects on neonates. Embryonic zebrafish is a good model for detecting 
environmental contaminants. 

It has already been demonstrated that the developmental effects of PFAAs 
in zebrafish increased in delayed exposure (Hagenaars et al., 2011; Shi et al., 
2008). Therefore, prolonged tests up to 144 hpf were conducted in this thesis 
and more endpoints, like locomotor behavior of larvae, were included. The 
toxicity of the different PFAAs recorded in the study was generally low 
concerning lethal and sublethal effects on morphology endpoints (Paper I). 
PFAAs were not highly acutely toxic to early life stage zebrafish in the 
experimental setup. They induced malformations, including pericardial edema, 
which was highly prevalent after exposure to TFAA, PFBA, PFBS and PFOS, 
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and spinal curvature was frequently observed in embryos exposed to PFNA, 
PFDA and PFOS. 

The malformation of spine and the edema are common to PFAAs, as 
already detected in exposed zebrafish larvae (Hagenaars et al., 2011; Huang et 
al., 2010; Shi et al., 2008). A possible mechanism for the deformation of the 
spine may be apoptosis and alteration in muscle fibers, as attributed previously 
in PFOS exposed zebrafish larvae (Huang et al., 2010; Shi et al., 2008). 

Heart rate and hatching were also affected in PFBS and TFAA exposed 
embryos, respectively. In PFBS exposed larvae, at 72 hpf, lower heart rate is 
already observed (Hagenaars et al., 2011). Pericardial edema is also a sign of 
compromised cardiac output, which was observed in TFAA, PFBA, PFBS and 
PFOS exposed embryos. Therefore, the malformations caused by the PFAAs 
could be the result of several mechanisms reinforcing each other. 

Similar sublethal effects in zebrafish embryos have already been observed 
(Zheng et al., 2012; Hagenaars et al., 2011; Huang et al., 2010; Shi et al., 
2008), although the parameters are slightly dissimilar. A significant delay in 
hatching of 1000 and 3000 mg/L TFAA exposed embryos was observed. 
Hatching is a critical phenomenon that depends on digestions of chorion by 
hatching gland enzymes, and the movement of the embryo to open it. A 
deleterious effect on any of the processes can delay or inhibit the hatching (von 
Westernhagen, 1988). Previously, a hatching delay in PFOA exposed zebrafish 
embryos was reported (Hagenaars et al., 2011). However, in our experimental 
setup, the hatching was not affected in PFOA exposed embryos. 

Evaluation of the PFAAs in our study followed the endpoints established 
for developmental toxicity in fish. The statistical evaluations were based on the 
sum of the total effects, since the statistical power was too low for evaluating 
correlations between individual endpoints and chemical concentrations. The 
results are generally in agreement with those reported in the literature. In 
Zheng et al. (2012) the 72 hpf 50% lethal concentration (LC50) and / or EC50 
values generated for zebrafish embryos were approximately 200, 80 and 40 
mg/L for PFOA, PFNA and PFOS, respectively. In another study by Hagenaars 
et al. (2011), the 120 hpf EC50 values for PFBA, PFOA, PFBS and PFOS were 
approximately >3000, 100, 1500 and 1 mg/L, respectively. In comparison to 
the aforementioned studies, at 144 hpf the EC50 values of the corresponding 
PFAAs in our study (Table 1, Paper I) and (Figure 1) were within the same 
range. 

The concentrations of PFAAs in surface waters have usually been detected 
at ng/L levels as summarized by Clara et al. (2009). The levels of PFOA and 
PFOS are usually 1-100 ng/L, with maximum levels of 7500 and 1090 ng/L, 
respectively, near hotspots. When the reported toxic effect levels are compared 
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with the measured levels of PFAAs in natural water systems, these chemicals 
do not indicate a risk of acute toxicity to aquatic organisms. The acute toxic 
levels for fish are approximately a factor of 1000 higher than the measured 
environmental levels. However, some of these compounds are highly 
bioaccumulative in aquatic organisms. Therefore, a focus on chronic toxicity 
testing is suggested. 

5.1.2 Altered locomotor behavior (Paper II) 

In order to enhance the knowledge of PFAAs` toxicity on fish development, 
the chemicals were comparatively evaluated further for potential behavioral 
effects. To better understand this, we measured several properties of locomotor 
activity in zebrafish larvae (Table 2 in Paper II). The strategy adopted to 
standardize the chemicals in relation to their EC50 values is presented in Paper 
II. Differences in toxicities were thus not evaluated between the chemicals but 
rather correlations between chemical structure and type of activity response. 

Locomotor behavioral analysis often serves as a sensitive tool for detection 
and evaluation of sublethal effects of chemicals (Kane, 2005). Moreover, 
behavior endpoints can be used to provide important information about the 
ecological consequences of environmental pollutants. Zebrafish locomotor 
activity has previously been used for specific high throughput behavioral 
profiling, leading to the discovery and characterization of psychotropic drugs 
(Kokel et al., 2010; Rihel et al., 2010). In Paper II, the behavioral analysis 
showed that exposure of zebrafish larvae to PFAAs caused disturbances in 
locomotor activity, as observed in the embryo toxicity test. In light to dark 
transitions, the normal elevated larval activity pattern was not observed in the 
highest tested concentrations of some PFAAs whereas; during the same 
scenario a further reduced locomotor activity was observed. Similar patterns of 
behavior in zebrafish larvae exposed to known neuroactive chemicals have 
already been reported (Irons et al., 2010). PFAAs have affected the possible 
mechanism that may be responsible for the elevation of activity in response to 
darkness. 

5.1.3 Toxicity ranking (Paper I & II) 

Seven PFAAs were selected for their toxicity impact due to having similar 
structure. A structure-activity relationship of their effects has been documented 
previously. The toxicity and accumulation of the PFAAs are correlated to the 
number of fluorinated carbons in the carbon chain length and the functional 
group attached (Buhrke et al., 2013; Dai et al., 2013; Liu et al., 2013; Reistad 
et al., 2013; Zhao et al., 2013; Inoue et al., 2012; Zheng et al., 2012; 
Hagenaars et al., 2011; Liu et al., 2011; Jeon et al., 2010; Yeung et al., 2009a; 
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Wolf et al., 2008a; Kleszczynski et al., 2007; Matsubara et al., 2006; Martin et 
al., 2003a; Martin et al., 2003b). The long-chained PFAAs are highly 
persistent and bioaccumulative, as shown by their world-wide distribution in 
various organisms and environments. 

PFOS and PFOA are the most frequently detected pollutants in different 
metrics. Their highest concentrations have also been measured (Rudel et al., 
2011; Kannan et al., 2005a). The toxicity level of PFOS as compared to that of 
PFOA to several fresh water organisms, including zebrafish embryos has 
previously been demonstrated approximately as ≥10 times higher (Hagenaars 
et al., 2011; Ji et al., 2008). In this thesis, the EC50 values demonstrated an 
even higher-factor toxicity of PFOS compared to that of PFOA. The 
concentration levels of these PFAAs started to decline in the environment 
because of some regulatory measures agreed upon by both manufacturers and 
environmental protection regulators (Rudel et al., 2011). At the same time 
other new replacement homologues, such as PFBA and PFBS, are becoming 
predominant PFAA pollutants in the environment (Giesy et al., 2010; Renner, 
2001), which calls for their urgent toxicological evaluation in aquatic 
organisms. 

Among all PFAAs, PFOS has been the one most evaluated for its toxicity. 
As summarized by Giesy et al. (2010), the concentration of PFOS having acute 
and /or chronic toxicity to aquatic organisms generally ranges between 1 and 
100 mg/L. Our findings overlap this range. Furthermore, our results indicate 
that the developmental toxicity of PFDA was similar to that of PFOS, 
suggesting that this compound should be further evaluated using chronic tests 
and other test species, particularly keeping its persistent and bioaccumulative 
properties in mind. Some aquatic toxicological information on the PFOS 
replacement analogue PFBS also exists. PFBS exposure demonstrated 5-40 
fold lower tissue levels in mice as compared to that of PFOS (Sundström, 
2012a). Generally, the PFBS clearly seems to be less toxic than PFOS. In our 
study, a 300-fold difference in developmental toxicity was calculated, which is 
also in agreement with the values summarized in Giesy et al. (2010). 
Comparing the toxic effect levels calculated in the literature as well as in our 
study, with measured levels in natural waters, it does not indicate any risk for 
acute toxicity to aquatic organisms. 

The order of toxicity for the PFAAs based on fish embryo toxicity test was 
calculated as: PFOS > PFDA > PFNA > PFOA > PFBS > TFAA > PFBA. 
Identical rankings of PFAA toxicity have been observed in corresponding 
published studies. In Zheng et al. (2012) the PFAAs caused toxicity of 
zebrafish embryos in a concentration-dependent manner with ranking of the 
PFAAs in the order PFOS > PFNA > PFOA. In Hagenaars et al. (2011) the 



45 

rank of the toxicities of the PFAAs were PFOS > PFOA > PFBS > PFBA. The 
results from both of our studies suggest that PFAAs affect embryo 
development as well as behavior, although at concentrations higher than 
commonly measured in natural surface waters. 
 

 
 
Figure 1. Concentration-response relationships of combined data of lethal and sublethal effects at 
144 hpf in zebrafish embryos exposed to seven different PFAAs. Curve for PFNA is extrapolated 
due to lack of effects higher than 50%. 

In our studies, the length of the fluorinated carbon chain and the functional 
group seem to be related to the developmental toxicity of PFAAs in zebrafish 
embryos (Figure 1). Generally, PFAAs with longer carbon chain lengths had 
higher toxic potential than did PFAAs with shorter chain lengths. Further, 
PFAAs with a sulfonic group were more toxic than were PFAAs with a 
carboxylic group of the same carbon chain length. 

The increased toxicity might be explained by the increased hydrophobicity 
resulting in higher bioaccumulation potential for chemicals with longer carbon 
chains and with sulfonic groups. Similar findings have been observed in two 
other studies evaluating toxic effects of PFAAs on zebrafish embryos 
(Hagenaars et al., 2011; Zheng et al., 2012). In both studies the toxicities were 
related to the length and functional groups of the four PFAAs evaluated. 
Similar correlations between toxicity and the carbon chain length, as well as 
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the functional groups, have been shown when summarizing toxicity tests for 
other fish species and for Daphnia magna (reviewed in Giesy et al., 2010). 

As for the toxicity, also the bioconcentration potential of PFAAs in fish has 
been correlated with the length of the fluorinated carbon chain and the 
functional group (Inoue et al., 2012; Jeon et al., 2010; Martin et al., 2003a). If 
PFOS and other long chain PFAAs can be replaced with shorter carbon chain 
length PFAAs, then this could be beneficial for aquatic health based on the 
correlations between bio concentration and also toxicity with fluorinated 
carbon chain length. 

5.2 Non-compartmental analysis and disposition 

The tissue distribution and kinetic behavior of PFOA is quite varied in 
laboratory animals. Variation in kinetic parameters is reported among species 
and also within genders of the same species. In the present thesis, a study was 
conducted to examine the kinetics, distribution and bioconcentration of 
radiolabeled PFOA in adult zebrafish (Paper III).  

The fish absorbed the PFOA from water and the steady state was reached in 
20-30 days (Paper III, Figure 3). After 40-days of exposure at the nominal 
concentration of PFOA in water, the accumulation ratio was 20-30 times in the 
whole fish homogenate (Paper III, Table 1). The BCFs calculated at steady 
state in Experiment 2, were in the same range. 

There was no difference in accumulation of PFOA between the genders. 
Contrary to this, Hagenaars et al. (2013) have reported a gender related 
difference in accumulation as well the bioconcentration rate of PFOA in 
zebrafish. They found that males have accumulated more chemical at higher 
rates than their counter females. They also demonstrated that males accumulate 
PFOA at a lower rate than females in longer exposure periods (28 days) as 
compared to shorter periods of exposure (4 days). However, in their higher 
tested exposure concentration a gender difference in PFOA accumulation was 
documented. This gender difference has been explained by the difference in 
elimination rate of PFOA in rats and fathead minnows (Pimephales promelas). 
Females eliminate the chemical rapidly, as compared to that in males, where its 
elimination is inhibited by the testosterone level (Lee & Schultz, 2010; Vanden 
Heuvel et al., 1991). In PFOA exposed fathead minnows, decreased levels of 
testosterone have already been reported (Oakes et al., 2004). Hagenaars et al. 
(2013) have also suggested that the reduced gender difference might be caused 
by an altered steroid metabolism. They found gender related alterations in gene 
transcripts involved in the biosynthesis of cholesterol and progesterone which 
can influence the levels of testosterone and thereby elimination of PFOA. In 



47 

the last, the inhibitory effect of testosterone on elimination of PFOA in males 
is masked by a decrease level of the steroid hormone in male fish. Monitoring 
data showing a similar trend are reviewed by Lau et al. (2007). 

The non-compartmental kinetic analysis of the data of Fig.3 (Paper III) 
showed that at 10 µg/L exposure level the PFOA was first taken up rapidly 
(effective half-life 7-8 days) and eliminated more slowly (terminal half-life 13-
14 days) in zebrafish (Table 1, Paper III). The effective half-life of 7 days 
indicates that the PFOA exposure was a chronic period of exposure (>5 half-
lives). 

The concentration versus-time profile of PFOA displayed a bi-exponential 
decline during the wash-out period. The terminal half-life of PFOA in 
zebrafish (13-14 days) was greater than those reported in rainbow trout and 
Nile tilapia (Han et al., 2011; Lee & Schultz, 2010). This variation might be 
due to species differences. A relatively long half-life combined with the 
detection of high PFOA concentrations in the bile and intestines may indicate 
enterohepatic re-circulation of PFOA in zebrafish. For PFOA, this 
phenomenon has already been demonstrated in fish (Martin et al., 2003b) and 
rodents (Kudo and Kawashima, 2003; Johnson, 1984). Large species 
differences have been reported for the biological half-life of PFOA in 
laboratory animals. The differences in elimination between aquatic and 
terrestrial animals may be explained by their difference in elimination 
processes. Fish have a relatively rapid elimination rate from gills to water 
compared to that from lungs to air in terrestrial animals. 

Moreover, large gender related differences within the same species have 
also been reported, both in fish and mammals (Han et al., 2011; Lee & Schultz, 
2010; Hundley et al., 2006). Females eliminate PFOA more rapidly, and have a 
shorter half-life as compared to that of males. PFOA is excreted into urine by 
active tubular secretion, and certain organic anion transporters are responsible 
for the secretion (Kudo & Kawashima, 2003). These gender differences in 
elimination may also be explained by these solute carrier molecules in renal 
handling of PFOA, which are under the influence of steroid hormones release 
(Lee and Schultz, 2010; Vanden Heuvel et al., 2006). However, the zebrafish 
in the present study did not show an overall gender difference in uptake and 
disposition of PFOA. 

To describe the fate of the chemical, WBA was employed for quantification 
in tissues and organs. Determination of PFOA accumulation in target tissues 
can assist understanding of the physiological response, or any change in 
realistic environmental exposures. Detection and labeling of PFOA in the brain 
and olfactory apparatus of the brain indicated the access of the chemical to the 
central nervous system. The uptake of metals via the olfactory pathway has 
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already been observed in rats and fish (Persson et al., 2003; Tjälve et al., 1996; 
Tjälve et al., 1995). The axonal transport of PFOA or other PFAAs has not to 
our knowledge been reported. 

The uptake and transport of such environmental chemicals to the CNS via 
the olfactory system may be related to neurological dysfunctions. Access to 
brain region is also possible because PFAAs can cross the blood brain barrier 
to certain extent (Harada et al., 2007; Maestri et al., 2006). PFAAs have 
already been detected in brain regions of wild fish and freshwater farmed fish 
(Shi et al., 2012; Kannan et al., 2005). The nervous system is a sensitive target, 
and PFAA levels are linked to certain neurological disorders (Hoffman et al., 
2010). An association between blood levels of PFAAs and impulsivity and 
ADHD prevalence in children has been reported in cross-sectional studies 
(Gump et al., 2011; Hoffman et al., 2010). PFAAs are considered 
developmental neurotoxicants and their effects on spontaneous behavior, 
habituation and learning later at adulthood have been observed in prenatally or 
neonatal exposed mice (Onishchenko et al., 2011; Johanson et al., 2008). 

The increasing levels of PFOA in oocytes over the time of exposure 
indicated that the chemical may be transported through yolk proteins such as 
vitellogenin.  PFAAs have been detected in eggs, and this suggests the 
maternal transfer of the chemical to the F1 generation in oviparous species (Shi 
et al., 2012; Kannan et al., 2005). Furthermore, the observation of labeling in 
oocytes even on day 8 of washout indicated the slow release of the chemical 
from the tissue. 

The bioconcentration of PFOA at steady state demonstrated substantial 
variation across the tissues. A 100-fold constant external exposure revealed the 
bioconcentration profile, which is similar to information on PFOA in prior 
studies conducted in zebrafish, Daphnia magna green mussel, earthworm, 
common carp and rainbow trout in their respective experimental setups of 
experiments (Dai et al., 2013; Hagenaars et al., 2013; Ng and Hungerbuhler, 
2013; Liu et al., 2011; Martin et al., 2003). The intrinsic accumulation of 
PFOA in individual tissues was 20-100 fold i.e. Ctissue –to- Ctank. The 
relationship between external exposure and internal body burden may ideally 
be used for exposure risk assessment. For compounds that highly bind to body 
proteins, their internal exposure levels are a reliable index of exposure that can 
be related to health and risk assessment. The equilibrium model employed in 
the present study not only explained the better estimation of tissue 
accumulation but a more stringent risk assessment. 
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5.3 Reproduction and sexual development (Paper IV) 

Developmental and reproductive effects of PFOA exposure were evaluated in 
zebrafish. The impact of PFOA exposure on the population level reproductive 
endpoint was not significantly toxic to zebrafish. However, a decrease in 
successful spawning over time was observed for all groups except the highest 
exposed concentration group, where the opposite trend was observed. Adult 
zebrafish spawn several times in a month. Most teleost species with 
asynchronous ovaries have protracted spawning seasons, with multiple 
spawning (Selman et al., 1993). Contrary to the decrease in successful 
spawning events, the average number of eggs laid per female increased over 
the time of exposure. The progeny was more pronounced in fish exposed to 20 
mg/L of PFOA. The average number of eggs laid per female at each successful 
spawning was 65-84 in the controls and 18-120 in the highest exposed 
concentration. Similarly, in PFOA exposed fathead minnows (Pimephales 
promelas) no significant differences in spawning events or average number of 
eggs per female have previously been reported (Oakes et al., 2004).  The 
fertilization ratio was approximately 60-80% for all treatment groups. An 
increased trend of fertilization with the time of exposure was noted.  However, 
none of these observations were confirmed significant statistically. 

Overall, the present study suggests that the tested concentrations of PFOA 
well above the routinely observed levels in environment do not substantially 
interfere with reproduction in zebrafish. In a similar experimental exposure 
period, no significant effects of PFOA exposure on reproductive capability, 
like fecundity and fertility of exposed zebrafish were found (Hagenaars et al., 
2013). However, the authors found the evidence of effects on reproduction 
only at the transcriptional level during the 28-day exposure. 

The results from offspring survival indicate maternal transfer of PFOA; and 
the reduction in survival might have been more pronounced if even higher 
PFOA concentrations had been tested. Maternal transfer of PFAAs have been 
observed both in wild fish as well as in zebrafish exposed experimentally to 
radiolabelled PFOA by us (Paper III) and others (Kannan et al., 2005a; Shi et 
al., 2008). Moreover, the adult exposure could have a significant effect on the 
F1 generation`s survival. 

In the FSDT test, PFOA does not appear to affect the health and somatic 
fitness of zebrafish. As, no significant differences were recorded in the 
measured physiological parameters, such as body weights, body lengths, 
condition factors or LSIs between exposed and control fish, regardless of the 
sex classification. Condition factor is a general index of relative fish health. It 
reflects the changes in body development (Goede & Barton, 1990). Previous 
studies have shown that zebrafish sex ratio is a sensitive endpoint for 
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evaluation of endocrine disrupters. Phenotypic sex determination is a dynamic 
process, in zebrafish, that might be regulated by both genes and environmental 
factors (Baroiller et al., 1999; Delvin & Nagahama, 2002). Complete sex 
reversals have been observed when testing both estrogens and androgens (Örn 
et al., 2003, Örn et al., 2006). However, in the present study neither intersex 
nor any significant shift in sex ratios was observed. It demonstrated that PFOA 
does not act as an endocrine disrupter at the tested concentrations. 
Furthermore, PFOA exposure did not result in any significant change in the 
gonad maturations. Thus, PFOA does not seem to interfere with individual 
reproductive behavior in zebrafish. 

The accumulation and effects of PFOA on liver are reported previously ( 
Liu et al., 2008; Wei et al., 2008; Kannan et al., 2005a; Martin et al., 2003a; 
Martin et al., 2003b). In rats the mechanism of PFOA hepatotoxicity is 
reported as activation of the gene expression of peroxisome proliferative 
activated receptor which is a main regulator of fatty acid β-oxidation (Guruge 
et al., 2006). We did not observe any significant difference in expression of 
mRNA level of PPARα in livers of PFOA exposed zebrafish (Paper IV). 
However, a decreasing trend in mRNA level of PPARα expression in exposed 
concentrations was observed. Previous studies have reported inconsistencies in 
expressions of PPAR with both up-and down regulation after exposure to 
PFOA or other PFAAs (Ren et al., 2009). In perfluorododecanoic acid 
(PFDoDA) exposed zebrafish, the mRNA level of PPARα in liver was 
decreased in a dose response manner (Liu et al., 2008).   After PFOA exposure, 
a significant activation of PPARα is reported in several studies (Takacs & 
Abbott, 2007; Vanden Heuvel et al., 2006).  In response to low PFOS 
exposure, the transcription of PPARα in isolated hepatocytes of Atlantic 
salmon is inhibited (Krovel et al., 2008). This indicates the species specific 
expression of PPARα in exposure to different PFAAs.   

Induction of vitellogenin (Vtg) in male fish is a sensitive biomarker to 
determine the estrogenic properties of the environmental chemicals (Jobling et 
al., 2004). In our set up of experiment, no significant differences were detected 
for Vtg1 mRNA expression in liver of exposed fish from that of the control. 
Inconsistent with our finding, estrogenic effects have been revealed by 
inducing the hepatic Vtg gene expression in PFOA exposed rare minnows 
(Gobiocypris rarus) (Wei et al., 2007). 

The tested concentrations of PFOA did not interfere significantly the 
reproduction and sexual development of zebrafish.  The effects of PFAA 
exposure to aquatic organisms are contradictory. 
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6 Conclusions and future perspectives  

        The chemicals tested at concentrations well above the routinely 
observed in the environment were found toxic to the zebrafish at early 
stages.  

        Zebrafish larvae displayed more sensitivity to PFAAs in behavior 
analysis than the morphology endpoints. All of the exposure 
concentrations altered the larval locomotor behavior. 

      A relationship between higher toxicity with longer carbon chain 
length and attached functional group was noted for both early 
development and behavior. 

      In an equilibrium model the radiolabeled PFOA accumulated in the 
body 20-30 times higher than the exposure concentrations in water and 
distributed to liver, intestine, gall bladder, as well as brain, kidney and 
oocytes. 

      PFOA was not a traditional endocrine disruptor at the tested 
concentrations and did not affect the reproduction and sexual 
development in zebrafish. 

 Regardless of the mechanism behind behavior alterations, changed 
locomotor behavior will likely have ecological implications. Future 
studies are required to find the factors that are involved in the structure 
activity relationship and mode of action of different PFAAs. 

 Future work is required to elucidate the possible links between PFAAs 
exposure and mental disorders like ADHD and Alzheimer`s disease. 

 The long term toxicity of PFOA is possibly mediated through 
bioaccumulation. The future studies should be designed to investigate 
mechanism(s) and impact of maternal transfer on offspring. 

 A prime focus was given on endocrine disruption and reproduction, 
the effects on other endpoints cannot be ruled out. For future studies, 
metabolic disorders and neurotoxic monitoring of PFAAs in life cycle 
studies in zebrafish would be an interest. 





53 

7 References  

 
3M Company (1999). US EPA Administrative Records. AR 226-0550. 
Aebi, H. (1984). Catalase In vitro. Methods in Enzymology 105, 121-126. 
Ali, S., Champagne, D.L., Alia, A. & Richardson, M.K. (2011). Large-scale 

analysis of acute ethanol exposure in zebrafish development: a critical 
time window and resilience. PloS one 6(5), e20037. 

Alvarez, M.D. & Fuiman, L.A. (2005). Environmental levels of atrazine and its 
degradation products impair survival skills and growth of red drum larvae. 
Aquatic toxicology 74(3), 229-241. 

Andersen, H.R., Bonefeld-Jorgensen, E.C., Nielsen, F., Jarfeldt, K., Jayatissa, 
M.N. & Vinggaard, A.M. (2006). Estrogenic effects in vitro and in vivo of 
the fungicide fenarimol. Toxicology Letters 163(2), 142-52. 

Andersen, M.E., Butenhoff, J.L., Chang, S.C., Farrar, D.G., Kennedy, G.L., Lau, 
C., Olsen, G.W., Seed, J. & Wallacekj, K.B. (2008). Perfluoroalkyl acids 
and related chemistries - Toxicokinetics and modes of action. 
Toxicological Sciences 102(1), 3-14. 

Anderson, M.J. (2001). Permutation tests for univariate or multivariate analysis of 
variance and regression. Canadian Journal of Fisheries and Aquatic 
Sciences 58(3), 626-639. 

Ankley, G.T., Kuehl, D.W., Kahl, M.D., Jensen, K.M., Linnum, A., Leino, R.L. & 
Villeneuvet, D.A. (2005). Reproductive and developmental toxicity and 
bioconcentration of perfluorooctanesulfonate in a partial life-cycle test 
with the fathead minnow (Pimephales promelas). Environmental 
toxicology and chemistry / SETAC 24(9), 2316-24. 

Arcand-Hoy, L.D. & Benson, W.H. (1998). Fish reproduction: An ecologically 
relevant indicator of endocrine disruption. Environmental Toxicology and 
Chemistry 17(1), 49-57.. 

Baroiller, J.F., Guiguen, Y. & Fostier, A. (1999). Endocrine and environmental 
aspects of sex differentiation in fish. Cellular and Molecular Life Sciences 
55(6-7), 910-931. 

Benet, L.Z. (2010). Clearance (nee Rowland) concepts: a downdate and an update. 
Journal of Pharmacokinetics and Pharmacodynamics 37(6), 529-539. 

Berger, J. & Moller, D.E. (2002). The mechanisms of action of PPARs. Annu Rev 
Med 53, 409-35. 



54 

Betts, K.S. (2007). Perfluoroalkyl acids: What is the evidence telling us? (vol 115, 
pg A250, 2007). Environmental health perspectives 115(7), A344-A344. 

Bischel, H.N., MacManus-Spencer, L.A. & Luthy, R.G. (2010). Noncovalent 
Interactions of Long-Chain Perfluoroalkyl Acids with Serum Albumin. 
Environmental science & technology 44(13), 5263-5269. 

Blazquez, M., Bosma, P.T., Fraser, E.J., Van Look, K.J.W. & Trudeau, V.L. 
(1998). Fish as models for the neuroendocrine regulation of reproduction 
and growth. Comparative Biochemistry and Physiology C-Pharmacology 
Toxicology & Endocrinology 119(3), 345-364. 

Bogdanska, J., Borg, D., Sundstrom, M., Bergstrom, U., Halldin, K., Abedi-
Valugerdi, M., Bergman, A., Nelson, B., Depierre, J. & Nobel, S. (2011). 
Tissue distribution of (35)S-labelled perfluorooctane sulfonate in adult 
mice after oral exposure to a low environmentally relevant dose or a high 
experimental dose. Toxicology 284(1-3), 54-62. 

Borg, D., Bogdanska, J., Sundstrom, M., Nobel, S., Hakansson, H., Bergman, A., 
DePierre, J.W., Halldin, K. & Bergstrom, U. (2010). Tissue distribution of 
(35)S-labelled perfluorooctane sulfonate (PFOS) in C57Bl/6 mice 
following late gestational exposure. Reproductive toxicology 30(4), 558-
65. 

Braunbeck, T., Boettcher, M., Hollert, H., Kosmehl, T., Lammer, E., Leist, E., 
Rudolf, M. & Seitz, N. (2005). Towards an alternative for the acute fish 
LC(50) test in chemical assessment: the fish embryo toxicity test goes 
multi-species- an update. ALTEX 22(2), 87-102. 

Braunbeck, T., Lammer, E. (2005). Draft detailed review paper on fish embryo 
toxicity assays. University of Heidelberg, Germany: German Federal 
Environmental Agency. 

Brown, A.R., Bickley, L.K., Ryan, T.A., Paull, G.C., Hamilton, P.B., Owen, S.F., 
Sharpe, A.D. & Tyler, C.R. (2012). Differences in sexual development in 
inbred and outbred zebrafish (Danio rerio) and implications for chemical 
testing. Aquatic toxicology 112-113, 27-38. 

Bruggeman, W.A., Martron, L.B.J.M., Kooiman, D. & Hutzinger, O. (1981). 
Accumulation and elimination kinetics of dichlorobiphenyls, 
trichlorobiphenyls and tetrachlorobiphenyls by Goldfish after dietary and 
aqueous exposure. Chemosphere 10(8), 811-832. 

Buhrke, T., Kibellus, A. & Lampen, A. (2013). In vitro toxicological 
characterization of perfluorinated carboxylic acids with different carbon 
chain lengths. Toxicology Letters 218(2), 97-104. 

Cai, M., Zhao, Z., Yin, Z., Ahrens, L., Huang, P., Cai, M., Yang, H., He, J., Sturm, 
R., Ebinghaus, R. & Xie, Z. (2012). Occurrence of perfluoroalkyl 
compounds in surface waters from the North Pacific to the Arctic Ocean. 
Environmental science & technology 46(2), 661-8. 

Calafat, A.M., Needham, L.L., Kuklenyik, Z., Reidy, J.A., Tully, J.S., Aguilar-
Villalobos, M. & Naeher, L.P. (2006). Perfluorinated chemicals in 
selected residents of the American continent. Chemosphere 63(3), 490-
496. 

Champagne, D.L., Hoefnagels, C.C.M., de Kloet, R.E. & Richardson, M.K. (2010). 
Translating rodent behavioral repertoire to zebrafish (Danio rerio): 



55 

Relevance for stress research. Behavioural brain research 214(2), 332-
342. 

Chiang, E.F.L., Yan, Y.L., Yann, G.G., Postlethwait, J. & Chung, B.C. (2001). 
Two Cyp19 (P450 aromatase) genes on duplicated zebrafish 
chromosomes are expressed in ovary or brain. Molecular Biology and 
Evolution 18(4), 542-550. 

Clara, M., Gans, O., Weiss, S., Sanz-Escribano, D., Scharf, S. & Scheffknecht, C. 
(2009). Perfluorinated alkylated substances in the aquatic environment: 
An Austrian case study. Water Research 43(18), 4760-4768. 

Clelland, E. & Peng, C. (2009). Endocrine/paracrine control of zebrafish ovarian 
development. Molecular and Cellular Endocrinology 312(1-2), 42-52. 

Coe, T.S., Hamilton, P.B., Griffiths, A.M., Hodgson, D.J., Wahab, M.A. & Tyler, 
C.R. (2009). Genetic variation in strains of zebrafish (Danio rerio) and the 
implications for ecotoxicology studies. Ecotoxicology 18(1), 144-50. 

Cribb, A.E., Leeder, J.S. & Spielberg, S.P. (1989). Use of a Microplate Reader in 
an Assay of Glutathione-Reductase Using 5,5'-Dithiobis(2-Nitrobenzoic 
Acid). Analytical Biochemistry 183(1), 195-196. 

Dahl, U., Gorokhova, E. & Breitholtz, M. (2006). Application of growth-related 
sublethal endpoints in ecotoxicological assessments using a harpacticoid 
copepod. Aquatic toxicology 77(4), 433-8. 

Dai, Z.N., Xia, X.H., Guo, J. & Jiang, X.M. (2013). Bioaccumulation and uptake 
routes of perfluoroalkyl acids in Daphnia magna. Chemosphere 90(5), 
1589-1596. 

Darland, T. & Dowling, J.E. (2001). Behavioral screening for cocaine sensitivity in 
mutagenized zebrafish. Proc Natl Acad Sci U S A 98(20), 11691-6. 

DeWitt, J.C., Peden-Adams, M.M., Keller, J.M. & Germolec, D.R. (2012). 
Immunotoxicity of Perfluorinated Compounds: Recent Developments. 
Toxicologic Pathology 40(2), 300-311. 

De Vlaming, V.L.  (1972). Environmental control of teleost reproductive-cycles: 
brief review. Journal of Fish Biology 4(1), 131-140. 

Devlin, R.H. & Nagahama, Y. (2002). Sex determination and sex differentiation in 
fish: an overview of genetic, physiological, and environmental influences. 
Aquaculture 208(3-4), 191-364. 

Dinglasan, M.J.A., Ye, Y., Edwards, E.A. & Mabury, S.A. (2004). Fluorotelomer 
alcohol biodegradation yields poly- and perfluorinated acids. 
Environmental science & technology 38(10), 2857-2864. 

DiStefano, J.J., 3rd (1982). Noncompartmental vs. compartmental analysis: some 
bases for choice. Am J Physiol 243(1), R1-6. 

Domingo, J.L., Ericson-Jogsten, I., Perello, G., Nadal, M., Van Bavel, B. & 
Karrman, A. (2012). Human exposure to perfluorinated compounds in 
Catalonia, Spain: Contribution of drinking water and fish and shellfish. 
Journal of Agricultural and Food Chemistry 60(17), 4408-4415. 

Drapeau, P., Saint-Amant, L., Buss, R.R., Chong, M., McDearmid, J.R. & 
Brustein, E. (2002). Development of the locomotor network in zebrafish. 
Progress in neurobiology 68(2), 85-111. 



56 

Du, Y., Shi, X., Liu, C., Yu, K. & Zhou, B. (2009). Chronic effects of water-borne 
PFOS exposure on growth, survival and hepatotoxicity in zebrafish: a 
partial life-cycle test. Chemosphere 74(5), 723-9. 

Dupont, (2006). EPA agree to tighter PFOA standard . Chemical & Engineering 
News 84(49), 44. 

Ellis, D.A., Martin, J.W., De Silva, A.O., Mabury, S.A., Hurley, M.D., Andersen, 
M.P.S. & Wallington, T.J. (2004). Degradation of fluorotelomer alcohols: 
A likely atmospheric source of perfluorinated carboxylic acids. 
Environmental science & technology 38(12), 3316-3321. 

Emran, F., Rihel, J. & Dowling, J.E. (2008). A behavioral assay to measure 
responsiveness of zebrafish to changes in light intensities. Journal of 
visualized experiments : JoVE (20). 

Eschauzier, C., Haftka, J., Stuyfzand, P.J. & de Voogt, P. (2010). Perfluorinated 
Compounds in Infiltrated River Rhine Water and Infiltrated Rainwater in 
Coastal Dunes. Environmental science & technology 44(19), 7450-7455. 

Falandysz, J., Taniyasu, S., Gulkowska, A., Yamashita, N. & Schulte-Oehlmann, 
U. (2006). Is fish a major source of fluorinated surfactants and repellents 
in humans living on the Baltic coast? Environmental science & 
technology 40(3), 748-751. 

Fenton, S.E. (2006). Endocrine-disrupting compounds and mammary gland 
development: Early exposure and later life consequences. Endocrinology 
147(6), S18-S24. 

Fetcho, J.R. (2007). The utility of zebrafish for studies of the comparative biology 
of motor systems. Journal of Experimental Zoology Part B-Molecular and 
Developmental Evolution 308B(5), 550-562. 

Fetcho, J.R., Higashijima, S.I. & McLean, D.L. (2008). Zebrafish and motor 
control over the last decade. Brain Research Reviews 57(1), 86-93. 

Fetcho, J.R. & McLean, D.L. (2010). Some principles of organization of spinal 
neurons underlying locomotion in zebrafish and their implications. 
Neurons and Networks in the Spinal Cord 1198, 94-104. 

Fort, D.J., Guiney, P.D., Weeks, J.A., Thomas, J.H., Rogers, R.L., Noll, A.M. & 
Spaulding, C.D. (2004a). Effect of methoxychlor on various life stages of 
Xenopus laevis. Toxicological sciences : an official journal of the Society 
of Toxicology 81(2), 454-466. 

Fort, D.J., Thomas, J.H., Rogers, R.L., Noll, A., Spaulding, C.D., Guiney, P.D. & 
Weeks, J.A. (2004b). Evaluation of the developmental and reproductive 
toxicity of methoxychlor using an anuran (Xenopus tropicalis) chronic 
exposure model. Toxicological sciences : an official journal of the Society 
of Toxicology 81(2), 443-453. 

Gabrielsson, J. &Weiner, D. (2010). Pharmacokinetic and pharmacodynamic data 
analysis: Concepts and applications. 4. ed. Swedish Pharmaceutical Press, 
Sweden. 

Giesy, J.P. & Kannan, K. (2001). Global distribution of perfluorooctane sulfonate 
in wildlife. Environmental science & technology 35(7), 1339-1342. 

Giesy, J.P., Naile, J.E., Khim, J.S., Jones, P.D. & Newsted, J.L. (2010). Aquatic 
toxicology of perfluorinated chemicals. Reviews of Environmental 
Contamination and Toxicology, Vol 202 202, 1-52. 



57 

Glynn, A., Berger, U., Bignert, A., Ullah, S., Aune, M., Lignell, S. & Darnerud, 
P.O. (2012). Perfluorinated alkyl acids in blood serum from primiparous 
women in Sweden: serial sampling during pregnancy and nursing, and 
temporal trends 1996-2010. Environmental science & technology 46(16), 
9071-9079. 

Goede, R.W. & Barton, B.A. (1990). Organismic indices and an autopsy-based  
              assessment as indicators of health and condition of fish. American 

Fisheries Society Symposium 8,  93-108. 
Gump, B.B., Wu, Q., Dumas, A.K. &Kannan, K. (2011). Perfluorochemical (PFC) 

exposure in children: association with impaired response inhibition. 
Environmental Science and technology 45, 8151-8159. 

Gunnar, M. & Quevedo, K. (2007). The neurobiology of stress and development. 
Annual Review of Psychology 58, 145-173. 

Guo, S. (2004). Linking genes to brain, behavior and neurological diseases: what 
can we learn from zebrafish? Genes Brain and Behavior 3(2), 63-74. 

Guruge, K.S., Manage, M.P., Miyazaki, S., Yamanaka, N., Taniyasu, S., Hanari, 
N., Yamashita, N. (2005). Species-specific accumulation of perfluorinated 
compounds in farm animals from Japan. Organohalogen. Compd. 67, 823 
- 826. 

Guruge, K.S., Yeung, L.W.Y., Yamanaka, N., Miyazaki, S., Lam, P.K.S., Giesy, 
J.P., Jones, P.D. & Yamashita, N. (2006). Gene expression profiles in rat 
liver treated with perfluorooctanoic acid (PFOA). Toxicological Sciences 
89(1), 93-107. 

Hagenaars, A., Vergauwen, L., Benoot, D., Laukens, K. & Knapen, D. (2013). 
Mechanistic toxicity study of perfluorooctanoic acid in zebrafish suggests 
mitochondrial dysfunction to play a key role in PFOA toxicity. 
Chemosphere 91(6), 844-856. 

Hagenaars, A., Vergauwen, L., De Coen, W. & Knapen, D. (2011). Structure-
activity relationship assessment of four perfluorinated chemicals using a 
prolonged zebrafish early life stage test. Chemosphere 82(5), 764-772. 

Han, Z.X., Zhang, M. & Lv, C.X. (2011). Toxicokinetic behaviors and modes of 
perfluorooctane sulfonate (PFOS) and perfluorooctane acid (PFOA) on 
tilapia (Oreochromis niloticus). African Journal of Biotechnology 10(60), 
12943-12950. 

Harada, K.H., Hashida, S., Kaneko, T., Takenaka, K., Minata, M. & Inoue, K. 
(2007). Biliary excretion and cerebrospinal fluid partition of 
perfluorooctanoate and perfluoroctane sulfonate in humans. 
Environmental Toxicology and Pharmacology 24, 134-139.  

Harris, C.A., Hamilton, P.B., Runnalls, T.J., Vinciotti, V., Henshaw, A., Hodgson, 
D., Coe, T.S., Jobling, S., Tyler, C.R. & Sumpter, J.P. (2011). The 
Consequences of Feminization in Breeding Groups of Wild Fish. 
Environmental health perspectives 119(3), 306-311. 

Hellou, J. (2011). Behavioural ecotoxicology, an "early warning" signal to assess 
environmental quality. Environ Sci Pollut Res Int 18(1), 1-11. 

Hellou, J., Cheeseman, K., Desnoyers, E., Johnston, D., Jouvenelle, M.L., Leonard, 
J., Robertson, S. & Walker, P. (2008). A non lethal chemically based 



58 

approach to investigate the quality of harbor sediments. Science of the 
Total Environment 389, 178-187. 

Hoffman, K., Webster, T.F., Weisskopf, M.G., Weinberg, J. & Vieira, V.M. 
(2010). Exposure to polyfluoroalkyl chemicals and attention 
defecit/hyperactivity disorder in US children 12-15 years of age. 
Environmental Health Perspectives 118, 1762-1767. 

Holbech, H., Andersen, L., Petersen, G.I., Korsgaard, B., Pedersen, K.L. & 
Bjerregaard, P. (2001). Development of an ELISA for vitellogenin in 
whole body homogenate of zebrafish (Danio rerio). Comparative 
Biochemistry and Physiology C-Toxicology & Pharmacology 130(1), 119-
131. 

Holbech, H., Kinnberg, K., Petersen, G.I., Jackson, P., Hylland, K., Norrgren, L. & 
Bjerregaard, P. (2006). Detection of endocrine disrupters: Evaluation of a 
Fish Sexual Development Test (FSDT). Comparative Biochemistry and 
Physiology C-Toxicology & Pharmacology 144(1), 57-66. 

Hori, H., Nagaoka, Y., Yamamoto, A., Sano, T., Yamashita, N., Taniyasu, S., 
Kutsuna, S., Osaka, I. & Arakawa, R. (2006). Efficient decomposition of 
environmentally persistent perfluorooctanesulfonate and related 
fluorochemicals using zerovalent iron in subcritical water. Environmental 
science & technology 40(3), 1049-1054. 

Hsiao, C.D. & Tsai, H.J. (2003). Transgenic zebrafish with fluorescent germ cell: a 
useful tool to visualize germ cell proliferation and juvenile 
hermaphroditism in vivo. Developmental Biology 262(2), 313-323. 

Hu, W.Y., Jones, P.D., Upham, B.L., Trosko, J.E., Lau, C. & Giesy, J.P. (2002). 
Inhibition of gap junctional intercellular communication by perfluorinated 
compounds in rat liver and dolphin kidney epithelial cell lines in vitro and 
sprague-dawley rats in vivo. Toxicological Sciences 68(2), 429-436. 

Huang, H., Huang, C., Wang, L., Ye, X., Bai, C., Simonich, M.T., Tanguay, R.L. 
& Dong, Q. (2010). Toxicity, uptake kinetics and behavior assessment in 
zebrafish embryos following exposure to perfluorooctanesulphonicacid 
(PFOS). Aquatic toxicology 98(2), 139-147. 

Hundley, S.G., Sarrif, A.M. & Kennedy, G.L. (2006). Absorption, distribution, and 
excretion of ammonium perfluorooctanoate (APFO) after oral 
administration to various species. Drug and Chemical Toxicology 29(2), 
137-145. 

Hutchinson, T.H., Ankley, G.T., Segner, H. & Tyler, C.R. (2006). Screening and 
testing for endocrine disruption in fish - Biomarkers as "signposts," not 
"traffic lights," in risk assessment. Environmental health perspectives 114, 
106-114. 

Inoue, Y., Hashizume, N., Yakata, N., Murakami, H., Suzuki, Y., Kikushima, E. & 
Otsuka, M. (2012). Unique physicochemical properties of perfluorinated 
compounds and their bioconcentration in common carp (Cyprinus carpio 
L). Archives of environmental contamination and toxicology 62(4), 672-
680. 

Irons, T.D., MacPhail, R.C., Hunter, D.L. & Padilla, S. (2010). Acute neuroactive 
drug exposures alter locomotor activity in larval zebrafish. 
Neurotoxicology and teratology 32(1), 84-90. 



59 

ISO (1999). Water quality- Determination of toxicity to embryos and larvae of               
freshwater fish. Semi-static method; ISO 12890. 
ISO (2007). Water quality—Determination of the acute toxicity of waste water to  

zebrafish eggs (Danio rerio). In. ISO. 
Jeon, J., Kannan, K., Lim, H.K., Moon, H.B. & Kim, S.D. (2010). 

Bioconcentration of perfluorinated compounds in blackrock fish (Sebastes 
schlegeli), at different salinity levels. Environmental Toxicology and 
Chemistry 29(11), 2529-2535. 

Ji, K., Hong, S., Kho, Y. & Choi, K. (2013). Effects of bisphenol S exposure on 
endocrine functions and reproduction of zebrafish. Environmental science 
& technology 47(15), 8793-8800. 

Ji, K., Kim, Y., Oh, S., Ahn, B., Jo, H. & Choi, K. (2008). Toxicity of 
perfluorooctane sulfonic acid and perfluorooctanoic acid on freshwater 
macroinvertebrates (Daphnia magna and Moina macrocopa) and fish 
(Oryzias latipes). Environmental toxicology and chemistry / SETAC 
27(10), 2159-2168. 

Jobling, S., Casey, D., Rodgers-Gray, T., Oehlmann, J., Schulte-Oehlmann, U., 
Pawlowski, S., Baunbeck, T., Turner, A.P. & Tyler, C.R. (2004). 
Comparative responses of molluscs and fish to environmental estrogens 
and an estrogenic effluent. Aquatic toxicology 66(2), 205-210. 

Johnson, J.D., Gibson, S.J. & Ober, R.E. (1984). Cholestyramine enhanced fecal 
elimination of carbon-14 in rats after administration of ammonium (14) 
perfluorooctanoate or potassium (14) perfluorooctane sulfonate. 
Fundamentals of Applied Toxicology 4, 972-976. 

Kane, A.S., Salierno, J.D., Brewer, S.K. (2005). Fish models in behavioural 
toxicology: automated techniques, updates and perspectives. In. Methods 
in Aquatic Toxicology Boca Raton, FL Lewis Publishers, UK.  

Kannan, K., Tao, L., Sinclair, E., Pastva, S.D., Jude, D.J. & Giesy, J.P. (2005a). 
Perfluorinated compounds in aquatic organisms at various trophic levels 
in a Great Lakes food chain. Archives of environmental contamination 
and toxicology 48(4), 559-566. 

Kannan, K., Yun, S.H. & Evans, T.J. (2005b). Chlorinated, brominated, and 
perfluorinated contaminants in livers of polar bears from Alaska. 
Environmental science & technology 39(23), 9057-9063. 

Kavlock, R.J., Daston, G.P., DeRosa, C., FennerCrisp, P., Gray, L.E., Kaattari, S., 
Lucier, G., Luster, M., Mac, M.J., Maczka, C., Miller, R., Moore, J., 
Rolland, R., Scott, G., Sheehan, D.M., Sinks, T. & Tilson, H.A. (1996). 
Research needs for the risk assessment of health and environmental 
effects of endocrine disruptors: A report of the US EPA-sponsored 
workshop. Environmental health perspectives 104, 715-740. 

KemI (2006). Perfluorinated substances and their uses in Sweden, A Report from 
the Swedish Chemicals Agency. Swedish Chemicals Agency, Sweden 
ISSN Report Nr 6/06. 

KemI (2009). Highly fluorinated substances in clothing, shoes and chemical 
products, A Report from the Swedish Chemicals Agency. Swedish 
Chemicals Agency, Sweden ISSN Report Nr 4/09. 



60 

Kennedy, G.L., Butenhoff, J.L., Olsen, G.W., O'Connor, J.C., Seacat, A.M., 
Perkins, R.G., Biegel, L.B., Murphy, S.R. & Farrar, D.G. (2004). The 
toxicology of perfluorooctanoate. Critical Reviews in Toxicology 34(4), 
351-384. 

Kerstner-Wood, C., Coward, L., Gorman, G. (2003). Protein binding of 
perfluorobutane sulfonate, perfluorohexane sulfonate, perfluorooctane 
sulfonate and perfluorooctanoate to plasma (Human, Rat and Monkey), 
and various human-derived plasma protein fractions. U.S. EPA Docket 
Administrative Record, AR-226–1354. 

Kimmel, C.B., Ballard, W.W., Kimmel, S.R., Ullmann, B. & Schilling, T.F. 
(1995). Stages of embryonic development of the zebrafish. Developmental 
dynamics : an official publication of the American Association of 
Anatomists 203(3), 253-310. 

Kishida, M. & Callard, G.V. (2001). Distinct cytochrome P450 aromatase isoforms 
in zebrafish (Danio rerio) brain and ovary are differentially programmed 
and estrogen regulated during early development. Endocrinology 142(2), 
740-750. 

Kissa, E. (2001). Fluorinated Surfactants and Repellents. 2nd ed. Marcel Dekker, 
New York, NY, USA. 

Kleszczynski, K., Gardzielewski, P., Mulkiewicz, E., Stepnowski, P. & 
Skladanowski, A.C. (2007). Analysis of structure-cytotoxicity in vitro 
relationship (SAR) for perfluorinated carboxylic acids. Toxicology in 
Vitro 21(6), 1206-1211. 

Kokel, D., Bryan, J., Laggner, C., White, R., Cheung, C.Y., Mateus, R., Healey, 
D., Kim, S., Werdich, A.A., Haggarty, S.J., Macrae, C.A., Shoichet, B. & 
Peterson, R.T. (2010). Rapid behavior-based identification of neuroactive 
small molecules in the zebrafish. Nature chemical biology 6(3), 231-237. 

Krovel, A.V., Softeland, L., Torstensen, B. & Olsvik, P.A. (2008). Transcriptional 
effects of PFOS in isolated hepatocytes from Atlantic salmon Salmo salar 
L. Comparative biochemistry and physiology. Toxicology & 
pharmacology : CBP 148(1), 14-22. 

Kudo, N. &Kawashima, Y. (2003). Induction of triglyceride accumulation in the 
liver of rats by perfluorinated fatty acids with different carbon chain 
lengths: Comparison with induction of peroxisomal beta-oxidatio. 
Biological & Pharmaceutical Bulletin 26, 47-51. 

Kulig, B., Alleva, E., Bignami, G., Cohn, J., CorySlechta, D., Landa, V., 
ODonoghue, J. & Peakall, D. (1996). Animal behavioral methods in 
neurotoxicity assessment: SGOMSEC Joint Report. Environmental health 
perspectives 104, 193-204. 

Laan, M., Richmond, H., He, C.M. & Campbell, R.K. (2002). Zebrafish as a model 
for vertebrate reproduction: Characterization of the first functional 
zebrafish (Danio rerio) gonadotropin receptor. General and Comparative 
Endocrinology 125(3), 349-364. 

Lammer, E., Carr, G.J., Wendler, K., Rawlings, J.M., Belanger, S.E. & Braunbeck, 
T. (2009). Is the fish embryo toxicity test (FET) with the zebrafish (Danio 
rerio) a potential alternative for the fish acute toxicity test? Comparative 



61 

biochemistry and physiology. Toxicology & pharmacology : CBP 149(2), 
196-209. 

Landrum, P.F., Lee, H. & Lydy, M.J. (1992). Toxicokinetics in aquatic systems - 
model comparisons and use in hazard assessment. Environmental 
Toxicology and Chemistry 11(12), 1709-1725. 

Lange, A., Katsu, Y., Ichikawa, R., Paull, G.C., Chidgey, L.L., Coe, T.S., Iguchi, 
T. & Tyler, C.R. (2008). Altered sexual development in roach (Rutilus 
rutilus) exposed to environmental concentrations of the pharmaceutical 17 
alpha-ethinylestradiol and associated expression dynamics of aromatases 
and estrogen receptors. Toxicological Sciences 106(1), 113-123. 

Lange, F.T., Wenz, M., Schmidt, C.K. & Brauch, H.J. (2007). Occurrence of 
perfluoroalkyl sulfonates and carboxylates in German drinking water 
sources compared to other countries. Water Science and Technology 
56(11), 151-158. 

Larsson, B. & Ullberg, S. (1981). Whole-Body Autoradiography. Journal of 
Histochemistry & Cytochemistry 29(1), 216-225. 

Lau, C., Anitole, K., Hodes, C., Lai, D., Pfahles-Hutchens, A. & Seed, J. (2007). 
Perfluoroalkyl acids: A review of monitoring and toxicological findings. 
Toxicological Sciences 99(2), 366-394. 

Lau, C., Butenhoff, J.L. & Rogers, J.M. (2004). The developmental toxicity of 
perfluoroalkyl acids and their derivatives. Toxicology and applied 
pharmacology 198(2), 231-241. 

Lau, C., Thibodeaux, J.R., Hanson, R.G., Narotsky, M.G., Rogers, J.M., 
Lindstrom, A.B. & Strynar, M.J. (2006). Effects of perfluorooctanoic acid 
exposure during pregnancy in the mouse. Toxicological Sciences 90(2), 
510-518. 

Lee, J.J. & Schultz, I.R. (2010). Sex differences in the uptake and disposition of 
perfluorooctanoic acid in Fathead minnows after oral dosing. 
Environmental science & technology 44(1), 491-496. 

Liu, C., Chang, V. W.C. and Gin, K. Y.H. (2013), Environmental toxicity of PFCs: 
An enhanced integrated biomarker assessment and structure–activity 
analysis. Environmental Toxicology and Chemistry 32(10), 2226–2233. 

Liu, C.H., Gin, K.Y.H., Chang, V.W.C., Goh, B.P.L. & Reinhard, M. (2011). 
Novel perspectives on the bioaccumulation of PFCs - the concentration 
dependency. Environmental science & technology 45(22), 9758-9764. 

Liu, C.S., Du, Y.B. & Zhou, B.S. (2007). Evaluation of estrogenic activities and 
mechanism of action of perfluorinated chemicals determined by 
vitellogenin induction in primary cultured tilapia hepatocytes. Aquatic 
toxicology 85(4), 267-277. 

Liu, C.S., Zhang, X.W., Chang, H., Jones, P., Wiseman, S., Naile, J., Hecker, M., 
Giesy, J.P. & Zhou, B.S. (2010). Effects of fluorotelomer alcohol 8/2 
FTOH on steroidogenesis in H295R cells: Targeting the cAMP signalling 
cascade. Toxicology and applied pharmacology 247(3), 222-228. 

Liu, Y., Wang, J.S., Wei, Y.H., Zhang, H.X., Xu, M.Q. & Dai, J.Y. (2008). 
Induction of time-dependent oxidative stress and related transcriptional 
effects of perfluorododecanoic acid in zebrafish liver. Aquatic toxicology 
89(4), 242-250. 



62 

Lowry, O.H., Rosebrough, N.J., Farr, A.L. & Randall, R.J. (1951). Protein 
measurement with the Folin phenol reagent. Journal of Biological 
Chemistry 193(1), 265-275. 

Luebker, D.J., Hansen, K.J., Bass, N.M., Butenhoff, J.L. & Seacat, A.M. (2002). 
Interactions of fluorochemicals with rat liver fatty acid-binding protein. 
Toxicology 176(3), 175-85. 

Ma, Y.B., Han, J., Guo, Y.Y., Lam, P.K.S., Wu, R.S.S., Giesy, J.P., Zhang, X.W. 
& Zhou, B.S. (2012). Disruption of endocrine function in in vitro H295R 
cell-based and in in vivo assay in zebrafish by 2,4-dichlorophenol. 
Aquatic toxicology 106, 173-181. 

Mackay, D. & Fraser, A. (2000). Kenneth Mellanby Review Award. 
Bioaccumulation of persistent organic chemicals: mechanisms and 
models. Environmental pollution 110(3), 375-91. 

MacPhail, R.C., Brooks, J., Hunter, D.L., Padnos, B., Irons, T.D. & Padilla, S. 
(2009). Locomotion in larval zebrafish: Influence of time of day, lighting 
and ethanol. Neurotoxicology 30(1), 52-8. 

Maestri, L., Negri, S., Ferrari, M., Ghittori, S., Fabris, F. & Danesino, P. (2006). 
Determination of perfluorooctanoic acid and perfluorooctane sulfonate in 
human tissues by liquid chromatography / single quadrupole mass 
spectrometry. Rapid communication in mass spectrometry 20, 2728-2734. 

Marchetti, R.  (1965). Toxicity of nonyl phenol ethoxylate to developmental stages 
of Rainbow trout, Salmo gairdnerii Richardson. Annals of Applied 
Biology 55(3), 425-430. 

Marshall, N.B. (1966). The life of fishes. Weidenfeld and Nicholson Publishing, 
London.  

Martin, J.W., Mabury, S.A., Solomon, K.R. & Muir, D.C. (2003a). 
Bioconcentration and tissue distribution of perfluorinated acids in rainbow 
trout (Oncorhynchus mykiss). Environmental toxicology and chemistry / 
SETAC 22(1), 196-204. 

Martin, J.W., Mabury, S.A., Solomon, K.R. & Muir, D.C.G. (2003b). Dietary 
accumulation of perfluorinated acids in juvenile rainbow trout 
(Oncorhynchus mykiss). Environmental Toxicology and Chemistry 22(1), 
189-195. 

Mathur, P. & Guo, S. (2010). Use of zebrafish as a model to understand 
mechanisms of addiction and complex neurobehavioral phenotypes. 
Neurobiology of Disease 40(1), 66-72. 

Matsubara, E., Harada, K., Inoue, K. & Koizumi, A. (2006). Effects of 
perfluorinated amphiphiles on backward swimming in Paramecium 
caudatum. Biochemical and biophysical research communications 339(2), 
554-561. 

McGonnell, I.M. & Fowkes, R.C. (2006). Fishing for gene function--endocrine 
modelling in the zebrafish. J Endocrinol 189(3), 425-439. 

Mckim, J.M. (1977). Evaluation of tests with early life stages of fish for predicting 
long-term toxicity. Journal of the Fisheries Research Board of Canada 
34(8), 1148-1154. 

Meucci, V. & Arukwe, A. (2005). Detection of vitellogenin and zona radiata 
protein expressions in surface mucus of immature juvenile Atlantic 



63 

salmon (Salmo salar) exposed to waterborne nonylphenol. Aquatic 
toxicology 73(1), 1-10. 

Miege, C., Peretti, A., Labadie, P., Budzinski, H., Le Bizec, B., Vorkamp, K., 
Tronczynski, J., Persat, H., Coquery, M. & Babut, M. (2012). Occurrence 
of priority and emerging organic compounds in fishes from the Rhone 
River (France). Analytical and Bioanalytical Chemistry 404(9), 2721-
2735. 

Moser, V.C., Aschner, M., Richardson, R. J., Philbert, M. A. (2008). Toxic 
responses of the nervous system. In. Casarett and Doull’s Toxicology: 
The Basic Science of Poisons.7th. ed. McGraw-Hill, New York, NY, 
USA. 

Munley, K.M., Brix, K.V., Panlilio, J., Deforest, D.K. & Grosell, M. (2013). 
Growth inhibition in early life-stage tests predicts full life-cycle toxicity 
effects of lead in the freshwater pulmonate snail, Lymnaea stagnalis. 
Aquatic toxicology 128, 60-66. 

Murphy, C.A., Rose, K.A., Alvarez, M.D. & Fuiman, L.A. (2008). Modeling larval 
fish behavior: Scaling the sublethal effects of methylmercury to 
population-relevant endpoints. Aquatic toxicology 86(4), 470-484. 

Murray, K.E., Thomas, S.M. & Bodour, A.A. (2010). Prioritizing research for trace 
pollutants and emerging contaminants in the freshwater environment. 
Environmental pollution 158(12), 3462-3471. 

Mylonas, C.C., Fostier, A. & Zanuy, S. (2010). Broodstock management and 
hormonal manipulations of fish reproduction. General and Comparative 
Endocrinology 165(3), 516-534. 

Nagel, R. (2002). DarT: The embryo test with the zebrafish Danio rerio-a general 
model in ecotoxicology and toxicology. ALTEX 19 Suppl 1, 38-48. 

National Academy of Sciences (1975). Principles for Evaluating Chemicals in the 
Environment. National Academy of Sciences, Washington, DC. 

Neely, W.B. (1979). Estimating Rate Constants for the Uptake and Clearance of 
Chemicals by Fish. Environmental science & technology 13(12), 1506-
1510. 

Ng, T.B. & Idler, D.R. (1983). Yolk formation and differentiation in teleost fishes. 
Fish Physiology 9, 373-404. 

Norton, S. (1978). Is behavior or morphology a more sensitive indicator of central 
nervous-system toxicity. Environmental health perspectives 26(Oct), 21-
27. 

Nusslein-Volhard, C. & Dahm, R. (2002). Zebrafish: a practical approach (the 
practical approach series). Oxford University Press Inc. England. 

Oakes, K.D., Hewitt, L.M., McMaster, M.E., Wood, C., Munkittrick, K.R. & Van 
Der Kraak, G.J. (2005a). Oxidative stress and sex steroid levels in fish 
following short-term exposure to pulp-mill effluents. Journal of 
Toxicology and Environmental Health-Part a-Current Issues 68(4), 267-
286. 

Oakes, K.D., Sibley, P.K., Martin, J.W., MacLean, D.D., Solomon, K.R., Mabury, 
S.A. & Van Der Kraak, G.J. (2005b). Short-term exposures of fish to 
perfluorooctane sulfonate: Acute effects on fatty acyl-CoA oxidase 



64 

activity, oxidative stress, and circulating sex steroids. Environmental 
Toxicology and Chemistry 24(5), 1172-1181. 

Oakes, K.D., Sibley, P.K., Solomon, K.R., Mabury, S.A. & Van der Kraak, G.J. 
(2004). Impact of perfluorooctanoic acid on fathead minnow (Pimephales 
promelas) fatty acyl-CoA oxidase activity, circulating steroids, and 
reproduction in outdoor microcosms. Environmental toxicology and 
chemistry / SETAC 23(8), 1912-9. 

OECD (1992). Test No. 203: Fish, ccute toxicity test, OECD guidelines for the 
testing of chemicals.In. OECD Publishing. 

OECD (2013). Test No.210 : Fish, early-life stage toxicity test, OECD guideline 
for testing of chemicals.In. OECD Publishing. 

OECD (2009). Test No. 229: Fish short term reproduction assay, OECD guidelines 
for the testing of chemicals. In. OECD Publishing. 

OECD (2011). Test No. 234: Fish sexual development test, OECD guidelines for 
the testing of chemicals. In. OECD Publishing. 

OECD (2013). Test No. 236: Fish embryo acute toxicity (FET) test, OECD 
guidelines for the testing of chemicals In. OECD Publishing. 

Olofsson, U., Brorstrom-Lunden, E., Kylin, H. & Haglund, P. (2013). 
Comprehensive mass flow analysis of Swedish sludge contaminants. 
Chemosphere 90(1), 28-35. 

Ophaug, R.H. & Singer, L. (1980). Metabolic Handling of Perfluorooctanoic Acid 
in Rats. Proceedings of the Society for Experimental Biology and 
Medicine 163(1), 19-23. 

Örn, S., Holbech, H., Madsen, T.H., Norrgren, L. & Petersen, G.I. (2003). Gonad 
development and vitellogenin production in zebrafish (Danio rerio) 
exposed to ethinylestradiol and methyltestosterone. Aquatic toxicology 
65(4), 397-411. 

Örn, S., Svenson, A., Viktor, T., Holbech, H. & Norrgren, L. (2006). Male-biased 
sex ratios and vitellogenin induction in zebrafish exposed to effluent 
water from a Swedish pulp mill. Archives of environmental contamination 
and toxicology 51(3), 445-451. 

Orner, G.A., Mathews, C., Hendricks, J.D., Carpenter, H.M., Bailey, G.S. & 
Williams, D.E. (1995). Dehydroepiandrosterone is a complete 
hepatocarcinogen and potent tumor promoter in the absence of 
peroxisome proliferation in rainbow trout. Carcinogenesis 16(12), 2893-
2898. 

Pan, Y.Y., Shi, Y.L., Wang, J.M. & Cai, Y.Q. (2011). Evaluation of perfluorinated 
compounds in seven wastewater treatment plants in Beijing urban areas. 
Science China-Chemistry 54(3), 552-558. 

Panula, P., Chen, Y.C., Priyadarshini, M., Kudo, H., Semenova, S., Sundvik, M. & 
Sallinen, V. (2010). The comparative neuroanatomy and neurochemistry 
of zebrafish CNS systems of relevance to human neuropsychiatric 
diseases. Neurobiology of Disease 40(1), 46-57. 

Panula, P., Sallinen, V., Sundvik, M., Kolehmainen, J., Torkko, V., Tiittula, A., 
Moshnyakov, M. & Podlasz, P. (2006). Modulatory neurotransmitter 
systems and behavior: Towards zebrafish models of neurodegenerative 
diseases. Zebrafish 3(2), 235-247. 



65 

Peitsaro, N., Kaslin, J., Anichtchik, O.V. & Panula, P. (2003). Modulation of the 
histaminergic system and behaviour by alpha-fluoromethylhistidine in 
zebrafish. J Neurochem 86(2), 432-41. 

Persson, E., Henriksson, J., & Tjälve, H. (2003). Uptake of cobalt from the nasa 
mucosainto the brain via olfactory pathways in rats. Toxicology Letters 
145, 19-27. 

Persson, S., Rotander, A., Karrman, A., van Bavel, B. & Magnusson, U. (2013). 
Perfluoroalkyl acids in subarctic wild male mink (Neovison vison) in 
relation to age, season and geographical area. Environment International 
59, 425-430. 

Rayne, S. & Forest, K. (2009). Perfluoroalkyl sulfonic and carboxylic acids: A 
critical review of physicochemical properties, levels and patterns in 
waters and wastewaters, and treatment methods. Journal of 
Environmental Science and Health Part a-Toxic/Hazardous Substances & 
Environmental Engineering 44(12), 1145-1199. 

Reistad, T., Fonnum, F. & Mariussen, E. (2013). Perfluoroalkylated compounds 
induce cell death and formation of reactive oxygen species in cultured 
cerebellar granule cells. Toxicology Letters 218(1), 56-60. 

Ren, H.Z., Vallanat, B., Nelson, D.M., Yeung, L.W.Y., Guruge, K.S., Lam, P.K.S., 
Lehman-McKeeman, L.D. & Corton, J.C. (2009). Evidence for the 
involvement of xenobiotic-responsive nuclear receptors in transcriptional 
effects upon perfluoroalkyl acid exposure in diverse species. Reproductive 
toxicology 27(3-4), 266-277. 

Renner, R. (2001). Growing concern over perfluorinated chemicals. Environmental 
science & technology 35(7), 154A-160A. 

Rihel, J., Prober, D.A., Arvanites, A., Lam, K., Zimmerman, S., Jang, S., Haggarty, 
S.J., Kokel, D., Rubin, L.L., Peterson, R.T. & Schier, A.F. (2010). 
Zebrafish behavioral profiling links drugs to biological targets and 
rest/wake regulation. Science 327(5963), 348-351. 

Robinson, P.D. (2009). Behavioural toxicity of organic chemical contaminants in 
fish: application to ecological risk assessments (ERAs). Canadian Journal 
of Fisheries & Aquatic Sciences 66, 1179-1188. 

Rudel, H., Muller, J., Jurling, H., Bartel-Steinbach, M. & Koschorreck, J. (2011). 
Survey of patterns, levels, and trends of perfluorinated compounds in 
aquatic organisms and bird eggs from representative German ecosystems. 
Environmental Science and Pollution Research 18(9), 1457-1470. 

Russell, R.W., Gobas, F.A.P.C. & Haffner, G.D. (1999). Maternal transfer and in 
ovo exposure of organochlorines in oviparous organisms: A model and 
field verification. Environmental science & technology 33(3), 416-420. 

Sandra, G.E. & Norma, M.M. (2010). Sexual determination and differentiation in 
teleost fish. Reviews in Fish Biology and Fisheries 20(1), 101-121. 

Schirmer, K., Tanneberger, K., Kramer, N.I., Volker, D., Scholz, S., Hafner, C., 
Lee, L.E.J., Bols, N.C. & Hermens, J.L.M. (2008). Developing a list of 
reference chemicals for testing alternatives to whole fish toxicity tests. 
Aquatic toxicology 90(2), 128-137. 

Schmittgen, T.D. & Livak, K.J. (2008). Analyzing real-time PCR data by the 
comparative C-T method. Nature Protocols 3(6), 1101-1108. 



66 

Schulte, C. & Nagel, R. (1994). Testing acute toxicity in the embryo of zebrafish, 
Brachydanio rerio, as an alternative to the acute fish test – Preliminary 
results. Atla-Alternatives to Laboratory Animals 22(1), 12-19. 

Scott, A.P. & Sumpter, J.P. (1983). A comparison of the female reproductive-
cycles of autumn-spawning and winter-spawning strains of Rainbow trout 
(Salmo gairdneri Richardson). General and Comparative Endocrinology 
52(1), 79-85. 

Scott, G.R. & Sloman, K.A. (2004). The effects of environmental pollutants on 
complex fish behaviour integrating behavioural and physiological 
indicators of toxicity. Aquatic toxicology 68(4), 369-392. 

Segner, H. (2009). Zebrafish (Danio rerio) as a model organism for investigating 
endocrine disruption. Comparative Biochemistry and Physiology C-
Toxicology & Pharmacology 149(2), 187-195. 

Selman, K., Wallace, R.A., Sarka, A. & Qi, X. (1993). Stages of oocyte 
development in zebrafish, Brachydanio rerio. Journal of Morphology 
218, 203-224. 

SEPA (2006). Perfluoroalkylated acids and related compounds (PFAS) in the 
Swedish environment, prepared for Swedish Environment Protection 
Agency, Sweden. 

Sharpe, R.L., Benskin, J.P., Laarman, A.H., MacLeod, S.L., Martin, J.W., Wong, 
C.S. & Goss, G.G. (2010). Perfluorooctane sulfonate toxicity, isomer-
specific accumulation, and maternal transfer in zebrafish (Danio Rerio) 
and Rainbow trout (Oncorhynchus Mykiss). Environmental Toxicology 
and Chemistry 29(9), 1957-1966. 

Shi, X., Du, Y., Lam, P.K., Wu, R.S. & Zhou, B. (2008). Developmental toxicity 
and alteration of gene expression in zebrafish embryos exposed to PFOS. 
Toxicology and applied pharmacology 230(1), 23-32. 

Shi, Y.L., Wang, J.M., Pan, Y.Y. & Cai, Y.Q. (2012). Tissue distribution of 
perfluorinated compounds in farmed freshwater fish and human exposure 
by consumption. Environmental Toxicology and chemistry 31, 717-723. 

Skutlarek, D., Exner, M. & Farber, H. (2006). Perfluorinated surfactants in surface 
and drinking water. Environmental Science and Pollution Research 13(5), 
299-307. 

Spence, R., Gerlach, G., Lawrence, C. & Smith, C. (2008). The behaviour and 
ecology of the zebrafish, Danio rerio. Biological Reviews 83(1), 13-34. 

Spitsbergen, J.M. & Kent, M.L. (2003). The state of the art of the zebrafish model 
for toxicology and toxicologic pathology research-advantages and current 
limitations. Toxicologic Pathology 31 Suppl, 62-87. 

Stewart, A., Gaikwad, S., Kyzar, E., Green, J., Roth, A. & Kalueff, A.V. (2012). 
Modeling anxiety using adult zebrafish: A conceptual review. 
Neuropharmacology 62(1), 135-143. 

Strecker, R. (2013). Toxicity and teratogenesis in zebrafish embryos (Danio rerio) 
Diss.:Heidelberg, Germany. 

Streit, B. (1992). Bioaccumulation processes in ecosystems. Experientia 48(10), 
955-970. 

Strähle, U. & Korzh,V. (2004). Development of the primary nervous system of the 
zebrafish embryo. In: Gong, Z., and Korzh V. (Ed.) Molecular Aspects of 



67 

Fish and Marine Biology, Fish Development and Genetics: zebrafish and 
medaka models. World Scientific, Singapore 185-215. 

Sundstrom, M. (2012a). Radiosynthesis of perfluoroalkyl substances-chemical 
analysis, uptake, distribution and partioning studies. Diss. : Stockholm 
University, Sweden. 

Sundstrom, M., Bogdanska, J., Pham, H.V., Athanasios, V., Nobel, S., McAlees, 
A., Eriksson, J., DePierre, J.W. & Bergman, A. (2012b). Radiosynthesis 
of perfluorooctanesulfonate (PFOS) and perfluorobutanesulfonate 
(PFBS), including solubility, partition and adhesion studies. Chemosphere 
87(8), 865-871. 

Swanson, P., Suzuki, K., Kawauchi, H. & Dickhoff, W.W. (1991). Isolation and 
characterization of 2 coho salmon gonadotropins, Gth-I and Gth-II. 
Biology of Reproduction 44(1), 29-38. 

Takacs, M.L. & Abbott, B.D. (2007). Activation of mouse and human peroxisome 
proliferator-activated receptors (alpha, beta/delta, gamma) by 
perfluorooctanoic acid and perfluorooctane sulfonate. Toxicological 
sciences : an official journal of the Society of Toxicology 95(1), 108-117. 

Takahashi, H. (1977). Juvenile hermaphroditism in the zebrafish, Brachidanio 
rerio. Bulletin of the Faculty of fishries Hokkaido University 28, 57-65. 

ter Braak, C.J.F. (1995). Ordination. In. Jongman, R.H.G., ter Braak, C.J.F., Van 
Tongeren, O.F.R. (Ed.), Data analysis in community and landscape 
ecology. 2nd ed. Cambridge University Press, Cambridge. 

Tilson, H.A. (1987). Behavioral indexes of neurotoxicity - What can be measured. 
Neurotoxicology and teratology 9(6), 427-443. 

Tilson, H.A. (1990). Behavioral indexes of neurotoxicity. Toxicologic Pathology 
18(1), 96-104. 

Tilson, H.A. & Mitchell, C.L. (1984). Neurobehavioral techniques to assess the 
effects of chemicals on the nervous system. Annu Rev Pharmacol Toxicol 
24, 425-450. 

Tjälve, H., Henriksson, J., Tallkvist, J., Larsson, B.S., Lindquist, N.G. (1996). 
Uptake of maganese and cadmium from the nasal mucosa into the central 
nervous system via olfactory pathways in rats. Pharmacology and 
Toxicology 79, 347-356. 

Tjälve, H., Mejare, C. & Borg-Neczak, K. (1995). Uptake and transport of 
maganese in primary and secondry olfactory neurons in pike. 
Pharmacology and Toxicology 77, 23-31.  

Tomy, G.T., Tittlemier, S.A., Palace, V.P., Budakowski, W.R., Braekevelt, E., 
Brinkworth, L. & Friesen, K. (2004). Biotransformation of N-ethyl 
perfluorooctanesulfonamide by rainbow trout (Onchorhynchus mykiss) 
liver microsomes. Environmental science & technology 38(3), 758-762. 

Traut, W. & Winking, H. (2001). Meiotic chromosomes and stages of sex 
chromosome evolution in fish: zebrafish, platyfish and guppy. 
Chromosome Research 9(8), 659-672. 

Tyler, C.R. & Jobling, S. (2008). Roach, sex, and gender-bending chemicals: the 
feminization of wild fish in English rivers. Bioscience 58(11), 1051-1059. 

Tyler, C.R. & Sumpter, J.P. (1996). Oocyte growth and development in teleosts. 
Reviews in Fish Biology and Fisheries 6(3), 287-318. 



68 

Tyler, C.R., Sumpter, J.P., Kawauchi, H. & Swanson, P. (1991). Involvement of 
gonadotropin in the uptake of vitellogenin into vitellogenic oocytes of the 
Rainbow trout (Oncorhynchus-mykiss). General and Comparative 
Endocrinology 84(2), 291-299. 

Vanden Heuvel, J. P., Kuslikis, B.I., Van Rafelghem M. J. & Peterson R. E. 
(1991). Tissue distribution, metabolism, and elimination of perfluoro-
octanoic acid in male and female rats. J Biochem Toxicol 6, 83-92. 

Vanden Heuvel, J.P., Thompson, J.T., Frame, S.R. & Gillies, P.J. (2006). 
Differential activation of nuclear receptors by perfluorinated fatty acid 
analogs and natural fatty acids: a comparison of human, mouse, and rat 
peroxisome proliferator-activated receptor-alpha, -beta, and -gamma, liver 
X receptor-beta, and retinoid X receptor-alpha. Toxicological sciences : 
an official journal of the Society of Toxicology 92(2), 476-489. 

Veith, G.D., Defoe, D.L. & Bergstedt, B.V. (1979). Measuring and estimating the 
bioconcentration factor of chemicals in fish. Journal of the Fisheries 
Research Board of Canada 36(9), 1040-1048. 

Vinggaard, A.M., Hnida, C., Breinholt, V. & Larsen, J.C. (2000). Screening of 
selected pesticides for inhibition of CYP19 aromatase activity in vitro. 
Toxicology in vitro : an international journal published in association 
with BIBRA 14(3), 227-234. 

Vogelgesang, J. (2002). The EC white paper on a strategy for a future chemicals 
policy. Atla-Alternatives to Laboratory Animals 30, 211-212. 

von Westernhagen, H. (1988). Subletha effects of pollutants on fish eggs and 
larvae. Fish physiology series 11. The physiology of developing fish. Part 
A. Eggs and Larvae. San Diego: Academic Press. 

Wallace, R.A. (1985). Vitellogenesis and oocyte growth in non-mammalian 
vertebrates.In. Developmental Biology: A Comprehensive Synthesis; 
Oogenesis1.  Vol. 1.(ed)Plenum Press, New York, NY127–177. 

Wallace, R.A. & Selman, K. (1990). Ultrastructural aspects of oogenesis and 
oocyte growth in fish and mmphibians. Journal of Electron Microscopy 
Technique 16(3), 175-201. 

Wang, M.Y., Chen, J.F., Lin, K.F., Chen, Y.H., Hu, W., Tanguay, R.L., Huang, 
C.J. & Dong, Q.X. (2011). Chronic zebrafish PFOS exposure alters sex 
ratio and maternal related effects in F1 offspring. Environmental 
Toxicology and Chemistry 30(9), 2073-2080. 

Wei, Y.H., Dai, J.Y., Liu, M., Wang, J.S., Xu, M.Q., Zha, J.M. & Wang, Z.J. 
(2007). Estrogen-like properties of perfluorooctanoic acid as revealed by 
expressing hepatic estrogen-responsive genes in rare minnows 
(Gobiocypris rarus). Environmental Toxicology and Chemistry 26(11), 
2440-2447. 

Wei, Y.H., Liu, Y., Wang, H.S., Tao, Y. & Dai, J.Y. (2008). Toxicogenomic 
analysis of the hepatic effects of perfluorooctanoic acid on rare minnows 
(Gobiocypris rarus). Toxicology and applied pharmacology 226(3), 285-
297. 

Weiss, B. & Laties, V. (1975). Behavioral Toxicology. Plenum Press, New York. 



69 

White, S.S., Fenton, S.E. & Hines, E.P. (2011). Endocrine disrupting properties of 
perfluorooctanoic acid. Journal of Steroid Biochemistry and Molecular 
Biology 127(1-2), 16-26. 

Wolf, C.J., Schmid, J.E., Lau, C. & Abbott, B.D. (2012). Activation of mouse and 
human peroxisome proliferator-activated receptor-alpha (PPAR alpha) by 
perfluoroalkyl acids (PFAAs): Further investigation of C4-C12 
compounds. Reproductive toxicology 33(4), 546-551. 

Wolf, C.J., Takacs, M.L., Schmid, J.E., Lau, C. & Abbott, B.D. (2008a). 
Activation of mouse and human peroxisome proliferator-activated 
receptor alpha by perfluoroalkyl acids of different functional groups and 
chain lengths. Toxicological sciences : an official journal of the Society of 
Toxicology 106(1), 162-171. 

Xi, W., Lee, C.K.F., Yeung, W.S.B., Giesy, J.P., Wong, M.H., Zhang, X.W., 
Hecker, M. & Wong, C.K.C. (2011). Effect of perinatal and postnatal 
bisphenol A exposure to the regulatory circuits at the hypothalamus-
pituitary-gonadal axis of CD-1 mice. Reproductive toxicology 31(4), 409-
417. 

Yamashita, N., Taniyasu, S., Petrick, G., Wei, S., Gamo, T., Lam, P.K.S. & 
Kannan, K. (2008). Perfluorinated acids as novel chemical tracers of 
global circulation of ocean waters. Chemosphere 70(7), 1247-1255. 

Yeung, L.W.Y., Loi, E.I.H., Wong, V.Y.Y., Guruge, K.S., Yamanaka, N., 
Tanimura, N., Hasegawa, J., Yamashita, N., Miyazaki, S. & Lam, P.K.S. 
(2009a). Biochemical responses and accumulation properties of long-
chain perfluorinated compounds (PFOS/PFDA/PFOA) in juvenile 
chickens (Gallus gallus). Archives of environmental contamination and 
toxicology 57(2), 377-386. 

Yeung, L.W.Y., Yamashita, N., Taniyasu, S., Lam, P.K.S., Sinha, R.K., Borole, 
D.V. & Kannan, K. (2009b). A survey of perfluorinated compounds in 
surface water and biota including dolphins from the Ganges River and in 
other waterbodies in India. Chemosphere 76(1), 55-62. 

Ylinen, M., Hanhijarvi, H., Jaakonaho, J. & Peura, P. (1989). Stimulation by 
estradiol of the urinary-excretion of perfluorooctanoic acid in the male-
rat. Pharmacology & Toxicology 65(4), 274-277. 

Yousefian, M.Mousavi, S.E. (2011). The mechanism of reproduction and hormonal 
function in finfish species: A review Scientific Research and Essays 
6(17), 3561-3570. 

Zhao, S.Y., Zhu, L.Y., Liu, L., Liu, Z.T. & Zhang, Y.H. (2013). Bioaccumulation 
of perfluoroalkyl carboxylates (PFCAs) and perfluoroalkane sulfonates 
(PFSAs) by earthworms (Eisenia fetida) in soil. Environmental pollution 
179, 45-52. 

Zheng, X.M., Liu, H.L., Shi, W., Wei, S., Giesy, J.P. & Yu, H.X. (2012). Effects of 
perfluorinated compounds on development of zebrafish embryos. 
Environmental Science and Pollution Research 19(7), 2498-2505. 

  





71 

 
  

(Perfluroalkyle)

(Zebrafish)

(PFOA)

Summary in Urdu





73 

8 Acknowledgements      

All praise and glory be to Allah Almighty, the Compassionate, and the 
Merciful, Who bestowed upon me a life full of bounties. He blessed me with 
enough strength, ability and patience to accomplish this challenging task of my 
life. I invoke Allah Almighty to shower His blessings and peace upon His 
prophet Muhammed (Salutations and peace of Allah Almighty be upon him) 
who is the benefactor of the mankind. 

The present thesis is based on the studies conducted at the Department of 
Biomedical Sciences and Veterinary Public Health, Faculty of Veterinary 
Medicine and Animal Sciences, SLU, Uppsala. I am also grateful for the 
financial supports with a scholarship by PMAS Arid Agriculture University 
Rawalpindi, Pakistan and thereafter a stipend by my supervisor Professor Leif 
Norrgren. Financial support to conduct the research was provided by Swedish 
Research Council vide research project # 521-2011-6427. 

I am blessed to have so many people around me to help me throughout my 
stay here. Without their guidance and support this thesis would not have been 
possible. It is my pleasure to extend my gratitude to them all who have been 
important to my thesis work in different ways.   

First of all, I feel privilege to express my sincere gratitude to my reverend 
supervisor Professor Leif Norrgren who accepted me here as a PhD student. I 
am grateful to you for introducing me to zebrafish, for your consistent 
encouragement, polite behavior, guardian and sympathetic attitude and an 
overall dynamic supervision throughout the whole process. Without your 
immense experience, scientific ingenuity and valuable advice this work never 
have been done. 

I owe my deepest gratitude to my co-supervisors Professor Jonas Tallkvist, 
Stefan Örn, Gunnar Carlsson and Pia Larsson for their keen interest, 
cooperation, guidance, moral support and constructive suggestions. You have 
stood by me since start of my PhD and have always been available to discuss 



74 

and share my ideas. Your friendly and active participation was the major boost 
to achieve my goals. I admit here, it was not me but your masterly art of 
supervising that helped me to get success. I sincerely express my indebtedness 
towards Professor Jonas Tallkvist for his unconditioned help whenever I 
wanted. I also offer my special thanks to Pia Larsson for her unreserved 
guidance to introducing me with the whole-body autoradiography technique. 
She spared a lot of her precious time to help me in understanding the things. 

I further extend my special thanks to Stefan Örn and Gunnar Carlsson for 
providing very friendly  and home-like environment, with frequent discussions 
that provided me a lot of  new ideas and after all a good company particularly 
on conferences. You have never minded my silly questions and untimely 
disturbances. 

My feelings of sincere thanks to our collaborators and co-authors; Maria 
Sundström and Åke Bergman at Stockholm University who provided the 
radiolabeled compound for our experimental work. 

I offer my heartiest thanks to my co-author and “unofficial supervisor” 
Professor Johan Gabrielsson.  My sincerest thankfulness to you for your 
forthright support associated with my work. Johan Gabrielsson! You 
introduced me to the true realm of pharmacokinetics and created an interest for 
me in this dry subject of mathematics.  I appreciate your advice and discussion 
which benefited my work greatly. 

David A Morrison my another co-author, I am grateful to you for your 
excellent guidance, encouragement, frequent discussion on data analyses and 
all supports and generosity of your time you spared for me. Special thanks for 
helping me with the language during the preparation of my manuscripts and 
this thesis. 

I am very thankful to Stefan Spulber from Karolinksa Institute, for fruitful 
cooperation and discussions on behavior analyses in zebrafish and mice. Thank 
you for your encouraging help and for your patience with me and my 
questions. 

Tapio Nikkilä, Agneta Boström, Åsa Gessbo and Beate Hillmann; thank 
you all for your great help in my laboratory works. 

All the people related to fish lab, past and present; Anna Norman Halden, 
Shaima A M Almahgiubi, Anna Mattsson, Johana Näslund, Tahereh Boloori, 
Olov Carlsson and Nadeem Ali, for your support, good discussion and being a 
good and compassionate colleague and friend. I specially thank you Nadeem 
Ali; my ex-fellow during my veterinary graduation, for introducing me to this 
group here in SLU and helping me out particularly in start of my work here. I 
extend my special thanks also to Shaima for good discussion and learning. I 
have learned several things of you like self-determination and devotion. 



75 

I would like to express thanks to my colleague Yagmur Yagdiran for every 
sort of help and good discussion on science, society and magnificent past. 

My sincere thanks to all the former and the present colleagues in the 
department; for creating a very nice atmosphere which made this journey much 
more interesting and knowledgeable for me.   

Friendship is a blessing. I met several old and new friends during my stay 
here in Uppsala. I am highly thankful to all those for their endless and excellent 
cooperation and enthusiastic company. I would not be doing justice without 
acknowledging the invaluable support and excellent cooperation extended to 
me by Khurram Maqbool “the man of gadgets”. My special thanks to you for 
your help all the way to understand my data on behavior, introducing me to 
new tools and technologies, and for the motivation to learn R and other 
techniques. Further-more, I am really grateful to you for your company, 
discussions on any topic, through science, religion, society, culture and much 
more. 

A long list of my Pakistani friends whom I met here and enjoyed their 
remarkable company, friendship, dinners and discussions; Shakeel Ahmed, 
Sohaib Zafar, Shahid Abro, Murad Ali, Muhammed Ramzan, Khaled Niazi, 
Muhammed Munir, Abdul Ghafoor, Naeem Sattar, A R Rehman, Nadeem 
Shad, Syed Rehmat Ullah Shah, Mohsan Ullah Goraya, Arfan Sakhawat, 
Usman Arif, Muhammed Akhtar Ali, Muhammed Rauf Alvi, Rizwan 
Qaisar, Muhammed Rizwan, Arfan Hyder, M M Taqi, Tanveer Hussain, 
Gohar Saeed, Mubashar Nazar, Naveed Nazir, Asif Rehman, Mohsan 
Rehman, Muhammed Munib, Tanveer Ahmed Khan, Abdul Mannan, 
Muhammed Shahzad aka Shezi, Aqib Hayat, Babar Ali and everyone else.  
I`ll never forget the time passed with all these friends, especially the nice 
dinner parties, warm discussions and all the honor they gave me to always 
come at my place. 
My indebtedness towards my wonderful friends back there in Pakistan, Abu 

Bakar Siddique Baig, Bilal Aslam, Muhammed Usman, Muhammed Afzaal, 
Yahiya Farooq and Farhan Farooq Taimoori, for making me feel I am still 
there in my home. I am proud of your friendship and support in every matter 
for the last more than 10 years. 

Parents are, truly, a dense of my humblest obligations and my words will 
fail to give them credit especially to my father whose prays, love, patience, 
sacrifice, encouragement and spiritual motivation is a great source of 
inspiration for me. I am greatly indebted and submit my earnest thank to him as 
he has potentially tolerated agony and provided me the opportunity to complete 
my studies. Moreover, I must acknowledge my family and relatives for their 



76 

prayers, patience, sacrifice, understanding and support during all the years of 
my stay here. 

Finally, I again thank all those whom I have mentioned and whom I could 
not, for helping me in completing this work, as it is customary. The errors that 
remain are entirely mine. 

                                                                                     
                                                                                     Mazhar Ul Haq 
                                                                        
                                                                            Uppsala, December16, 2013 
 
 
 
 
 
 

 


	Sam
	Kap 1
	Kap 2
	Kap 3
	Kap 4


 
 
    
   HistoryItem_V1
   Nup
        
     Create a new document
     Trim unused space from sheets: no
     Allow pages to be scaled: yes
     Margins and crop marks: none
     Sheet size: 8.268 x 11.693 inches / 210.0 x 297.0 mm
     Sheet orientation: tall
     Layout: scale to rows 2 down, columns 2 across
     Align: top left
      

        
     0.0000
     10.0000
     20.0000
     0
     Corners
     0.3000
     Fixed
     2
     2
     0.8000
     0
     0 
     1
     0.0000
     1
            
       D:20121016124011
       841.8898
       a4
       Blank
       595.2756
          

     Tall
     749
     368
     0.0000
     TL
     0
            
       PDDoc
          

     0.0000
     0
     2
     0
     1
     0 
      

        
     QITE_QuiteImposingPlus3
     Quite Imposing Plus 3.0c
     Quite Imposing Plus 3
     1
      

   1
  

    
   HistoryItem_V1
   TrimAndShift
        
     Range: all even numbered pages
     Trim: none
     Shift: move right by 117.64 points
     Normalise (advanced option): 'original'
      

        
     32
     1
     0
     No
     771
     395
     Fixed
     Right
     117.6378
     0.0000
            
                
         Even
         3
         AllDoc
         30
              

       CurrentAVDoc
          

     None
     0.0000
     Top
      

        
     QITE_QuiteImposingPlus3
     Quite Imposing Plus 3.0c
     Quite Imposing Plus 3
     1
      

        
     1
     4
     3
     2
      

   1
  

    
   HistoryItem_V1
   TrimAndShift
        
     Range: all odd numbered pages
     Trim: none
     Shift: move right by 0.57 points
     Normalise (advanced option): 'original'
      

        
     32
     1
     0
     No
     771
     395
     Fixed
     Right
     0.5669
     0.0000
            
                
         Odd
         3
         AllDoc
         30
              

       CurrentAVDoc
          

     None
     0.0000
     Top
      

        
     QITE_QuiteImposingPlus3
     Quite Imposing Plus 3.0c
     Quite Imposing Plus 3
     1
      

        
     2
     4
     2
     2
      

   1
  

    
   HistoryItem_V1
   TrimAndShift
        
     Range: all odd numbered pages
     Trim: none
     Shift: move right by 0.28 points
     Normalise (advanced option): 'original'
      

        
     32
     1
     0
     No
     771
     395
     Fixed
     Right
     0.2835
     0.0000
            
                
         Odd
         3
         AllDoc
         30
              

       CurrentAVDoc
          

     None
     0.0000
     Top
      

        
     QITE_QuiteImposingPlus3
     Quite Imposing Plus 3.0c
     Quite Imposing Plus 3
     1
      

        
     2
     4
     2
     2
      

   1
  

    
   HistoryItem_V1
   TrimAndShift
        
     Range: all pages
     Trim: none
     Shift: move down by 53.86 points
     Normalise (advanced option): 'original'
      

        
     32
     1
     0
     No
     771
     395
     Fixed
     Down
     53.8583
     0.0000
            
                
         Both
         3
         AllDoc
         30
              

       CurrentAVDoc
          

     None
     0.0000
     Top
      

        
     QITE_QuiteImposingPlus3
     Quite Imposing Plus 3.0c
     Quite Imposing Plus 3
     1
      

        
     2
     4
     3
     4
      

   1
  

    
   HistoryItem_V1
   InsertBlanks
        
     Where: before first page
     File: /storage-ua.slu.se/masslagring1$/service/Repro/Avhandlingar 2012/Kapitelstarter SLU 1-10/01.pdf
     Range: all pages
     Copies: 1
     Collate: yes
      

        
     File
     1
     Always
     1
     1
     /storage-ua.slu.se/masslagring1$/service/Repro/Avhandlingar 2012/Kapitelstarter SLU 1-10/01.pdf
     1
     1
     722
     310
     AllDoc
     qi3alphabase[QI 3.0/QHI 3.0 alpha]
     1
            
      
       PDDoc
          

     SameAsPage
     AtStart
      

        
     QITE_QuiteImposingPlus3
     Quite Imposing Plus 3.0c
     Quite Imposing Plus 3
     1
      

   1
  

 HistoryList_V1
 qi2base




 
 
    
   HistoryItem_V1
   Nup
        
     Create a new document
     Trim unused space from sheets: no
     Allow pages to be scaled: yes
     Margins and crop marks: none
     Sheet size: 8.268 x 11.693 inches / 210.0 x 297.0 mm
     Sheet orientation: tall
     Layout: scale to rows 2 down, columns 2 across
     Align: top left
      

        
     0.0000
     10.0000
     20.0000
     0
     Corners
     0.3000
     Fixed
     2
     2
     0.7600
     0
     0 
     1
     0.0000
     1
            
       D:20121016124151
       841.8898
       a4
       Blank
       595.2756
          

     Tall
     749
     368
     0.0000
     TL
     0
            
       PDDoc
          

     0.0000
     0
     2
     0
     1
     0 
      

        
     QITE_QuiteImposingPlus3
     Quite Imposing Plus 3.0c
     Quite Imposing Plus 3
     1
      

   1
  

    
   HistoryItem_V1
   TrimAndShift
        
     Range: all pages
     Trim: none
     Shift: move down by 53.86 points
     Normalise (advanced option): 'original'
      

        
     32
     1
     0
     No
     771
     395
     Fixed
     Down
     53.8583
     0.0000
            
                
         Both
         3
         AllDoc
         30
              

       CurrentAVDoc
          

     None
     0.0000
     Top
      

        
     QITE_QuiteImposingPlus3
     Quite Imposing Plus 3.0c
     Quite Imposing Plus 3
     1
      

        
     0
     9
     8
     9
      

   1
  

    
   HistoryItem_V1
   TrimAndShift
        
     Range: all odd numbered pages
     Trim: none
     Shift: move right by 18.43 points
     Normalise (advanced option): 'original'
      

        
     32
     1
     0
     No
     771
     395
     Fixed
     Right
     18.4252
     0.0000
            
                
         Odd
         3
         AllDoc
         30
              

       CurrentAVDoc
          

     None
     0.0000
     Top
      

        
     QITE_QuiteImposingPlus3
     Quite Imposing Plus 3.0c
     Quite Imposing Plus 3
     1
      

        
     0
     9
     8
     5
      

   1
  

    
   HistoryItem_V1
   TrimAndShift
        
     Range: all even numbered pages
     Trim: none
     Shift: move right by 123.31 points
     Normalise (advanced option): 'original'
      

        
     32
     1
     0
     No
     771
     395
     Fixed
     Right
     123.3071
     0.0000
            
                
         Even
         3
         AllDoc
         30
              

       CurrentAVDoc
          

     None
     0.0000
     Top
      

        
     QITE_QuiteImposingPlus3
     Quite Imposing Plus 3.0c
     Quite Imposing Plus 3
     1
      

        
     1
     9
     7
     4
      

   1
  

    
   HistoryItem_V1
   InsertBlanks
        
     Where: after last page
     Number of pages: 1
     Page size: same as current
      

        
     Blanks
     Always
     1
     1
            
       D:20121022163256
       1275.5906
       SRA3
       Blank
       907.0866
          

     1
     Wide
     722
     304
     1
            
       CurrentAVDoc
          

     SameAsCur
     AtEnd
      

        
     QITE_QuiteImposingPlus3
     Quite Imposing Plus 3.0c
     Quite Imposing Plus 3
     1
      

   1
  

    
   HistoryItem_V1
   InsertBlanks
        
     Where: before first page
     File: /storage-ua.slu.se/masslagring1$/service/Repro/Avhandlingar 2012/Kapitelstarter SLU 1-10/02.pdf
     Range: all pages
     Copies: 1
     Collate: yes
      

        
     File
     1
     Always
     1
     1
     /storage-ua.slu.se/masslagring1$/service/Repro/Avhandlingar 2012/Kapitelstarter SLU 1-10/02.pdf
     1
     1
     722
     310
     AllDoc
     qi3alphabase[QI 3.0/QHI 3.0 alpha]
     1
            
      
       PDDoc
          

     SameAsPage
     AtStart
      

        
     QITE_QuiteImposingPlus3
     Quite Imposing Plus 3.0c
     Quite Imposing Plus 3
     1
      

   1
  

 HistoryList_V1
 qi2base




 
 
    
   HistoryItem_V1
   Nup
        
     Create a new document
     Trim unused space from sheets: no
     Allow pages to be scaled: yes
     Margins and crop marks: none
     Sheet size: 8.268 x 11.693 inches / 210.0 x 297.0 mm
     Sheet orientation: tall
     Layout: scale to rows 2 down, columns 2 across
     Align: top left
      

        
     0.0000
     10.0000
     20.0000
     0
     Corners
     0.3000
     Fixed
     2
     2
     0.8100
     0
     0 
     1
     0.0000
     1
            
       D:20121016123944
       841.8898
       a4
       Blank
       595.2756
          

     Tall
     749
     368
     0.0000
     TL
     0
            
       PDDoc
          

     0.0000
     0
     2
     0
     1
     0 
      

        
     QITE_QuiteImposingPlus3
     Quite Imposing Plus 3.0c
     Quite Imposing Plus 3
     1
      

   1
  

    
   HistoryItem_V1
   TrimAndShift
        
     Range: all pages
     Trim: none
     Shift: move down by 22.68 points
     Normalise (advanced option): 'original'
      

        
     32
     1
     0
     No
     771
     395
     Fixed
     Down
     22.6772
     0.0000
            
                
         Both
         3
         AllDoc
         30
              

       CurrentAVDoc
          

     None
     0.0000
     Top
      

        
     QITE_QuiteImposingPlus3
     Quite Imposing Plus 3.0c
     Quite Imposing Plus 3
     1
      

        
     1
     17
     16
     17
      

   1
  

    
   HistoryItem_V1
   TrimAndShift
        
     Range: all even numbered pages
     Trim: none
     Shift: move right by 99.21 points
     Normalise (advanced option): 'original'
      

        
     32
     1
     0
     No
     771
     395
     Fixed
     Right
     99.2126
     0.0000
            
                
         Even
         3
         AllDoc
         30
              

       CurrentAVDoc
          

     None
     0.0000
     Top
      

        
     QITE_QuiteImposingPlus3
     Quite Imposing Plus 3.0c
     Quite Imposing Plus 3
     1
      

        
     1
     17
     15
     8
      

   1
  

    
   HistoryItem_V1
   TrimAndShift
        
     Range: all odd numbered pages
     Trim: none
     Shift: move right by 14.17 points
     Normalise (advanced option): 'original'
      

        
     32
     1
     0
     No
     771
     395
     Fixed
     Right
     14.1732
     0.0000
            
                
         Odd
         3
         AllDoc
         30
              

       CurrentAVDoc
          

     None
     0.0000
     Top
      

        
     QITE_QuiteImposingPlus3
     Quite Imposing Plus 3.0c
     Quite Imposing Plus 3
     1
      

        
     0
     17
     16
     9
      

   1
  

    
   HistoryItem_V1
   InsertBlanks
        
     Where: after last page
     Number of pages: 1
     Page size: same as current
      

        
     Blanks
     Always
     1
     1
            
       D:20121022163256
       1275.5906
       SRA3
       Blank
       907.0866
          

     1
     Wide
     722
     304
     1
            
       CurrentAVDoc
          

     SameAsCur
     AtEnd
      

        
     QITE_QuiteImposingPlus3
     Quite Imposing Plus 3.0c
     Quite Imposing Plus 3
     1
      

   1
  

    
   HistoryItem_V1
   InsertBlanks
        
     Where: before first page
     File: /storage-ua.slu.se/masslagring1$/service/Repro/Avhandlingar 2012/Kapitelstarter SLU 1-10/03.pdf
     Range: all pages
     Copies: 1
     Collate: yes
      

        
     File
     1
     Always
     1
     1
     /storage-ua.slu.se/masslagring1$/service/Repro/Avhandlingar 2012/Kapitelstarter SLU 1-10/03.pdf
     1
     1
     722
     310
     AllDoc
     qi3alphabase[QI 3.0/QHI 3.0 alpha]
     1
            
      
       PDDoc
          

     SameAsPage
     AtStart
      

        
     QITE_QuiteImposingPlus3
     Quite Imposing Plus 3.0c
     Quite Imposing Plus 3
     1
      

   1
  

 HistoryList_V1
 qi2base




 
 
    
   HistoryItem_V1
   Nup
        
     Create a new document
     Trim unused space from sheets: no
     Allow pages to be scaled: yes
     Margins and crop marks: none
     Sheet size: 8.268 x 11.693 inches / 210.0 x 297.0 mm
     Sheet orientation: tall
     Layout: scale to rows 2 down, columns 2 across
     Align: top left
      

        
     0.0000
     10.0000
     20.0000
     0
     Corners
     0.3000
     Fixed
     2
     2
     0.8100
     0
     0 
     1
     0.0000
     1
            
       D:20121016123944
       841.8898
       a4
       Blank
       595.2756
          

     Tall
     749
     368
     0.0000
     TL
     0
            
       PDDoc
          

     0.0000
     0
     2
     0
     1
     0 
      

        
     QITE_QuiteImposingPlus3
     Quite Imposing Plus 3.0c
     Quite Imposing Plus 3
     1
      

   1
  

    
   HistoryItem_V1
   TrimAndShift
        
     Range: all pages
     Trim: none
     Shift: move down by 22.68 points
     Normalise (advanced option): 'original'
      

        
     32
     1
     0
     No
     771
     395
     Fixed
     Down
     22.6772
     0.0000
            
                
         Both
         3
         AllDoc
         30
              

       CurrentAVDoc
          

     None
     0.0000
     Top
      

        
     QITE_QuiteImposingPlus3
     Quite Imposing Plus 3.0c
     Quite Imposing Plus 3
     1
      

        
     1
     11
     10
     11
      

   1
  

    
   HistoryItem_V1
   TrimAndShift
        
     Range: all even numbered pages
     Trim: none
     Shift: move right by 99.21 points
     Normalise (advanced option): 'original'
      

        
     32
     1
     0
     No
     771
     395
     Fixed
     Right
     99.2126
     0.0000
            
                
         Even
         3
         AllDoc
         30
              

       CurrentAVDoc
          

     None
     0.0000
     Top
      

        
     QITE_QuiteImposingPlus3
     Quite Imposing Plus 3.0c
     Quite Imposing Plus 3
     1
      

        
     2
     11
     9
     5
      

   1
  

    
   HistoryItem_V1
   TrimAndShift
        
     Range: all odd numbered pages
     Trim: none
     Shift: move right by 14.17 points
     Normalise (advanced option): 'original'
      

        
     32
     1
     0
     No
     771
     395
     Fixed
     Right
     14.1732
     0.0000
            
                
         Odd
         3
         AllDoc
         30
              

       CurrentAVDoc
          

     None
     0.0000
     Top
      

        
     QITE_QuiteImposingPlus3
     Quite Imposing Plus 3.0c
     Quite Imposing Plus 3
     1
      

        
     2
     11
     10
     6
      

   1
  

    
   HistoryItem_V1
   InsertBlanks
        
     Where: before first page
     File: /storage-ua.slu.se/masslagring1$/service/Repro/Avhandlingar 2012/Kapitelstarter SLU 1-10/04.pdf
     Range: all pages
     Copies: 1
     Collate: yes
      

        
     File
     1
     Always
     1
     1
     /storage-ua.slu.se/masslagring1$/service/Repro/Avhandlingar 2012/Kapitelstarter SLU 1-10/04.pdf
     1
     1
     722
     310
     AllDoc
     qi3alphabase[QI 3.0/QHI 3.0 alpha]
     1
            
       PDDoc
          

     SameAsPage
     AtStart
      

        
     QITE_QuiteImposingPlus3
     Quite Imposing Plus 3.0c
     Quite Imposing Plus 3
     1
      

   1
  

    
   HistoryItem_V1
   InsertBlanks
        
     Where: after last page
     Number of pages: 1
     Page size: same as current
      

        
     Blanks
     Always
     1
     1
            
       D:20121022163256
       1275.5906
       SRA3
       Blank
       907.0866
          

     1
     Wide
     722
     304
     1
            
       CurrentAVDoc
          

     SameAsCur
     AtEnd
      

        
     QITE_QuiteImposingPlus3
     Quite Imposing Plus 3.0c
     Quite Imposing Plus 3
     1
      

   1
  

    
   HistoryItem_V1
   AddNumbers
        
     Range: all odd numbered pages
     Font: Times-Roman 8.1 point
     Origin: bottom right
     Offset: horizontal 155.91 points, vertical 167.24 points
     Prefix text: ''
     Suffix text: ''
     Use registration colour: no
      

        
     1
     0
     
     BR
     
     1
     1
     TR
     1
     0
     728
     348
     0
     1
     8.1100
            
                
         Odd
         1
         AllDoc
         1
              

       CurrentAVDoc
          

     155.9055
     167.2441
      

        
     QITE_QuiteImposingPlus3
     Quite Imposing Plus 3.0c
     Quite Imposing Plus 3
     1
      

        
     3
     14
     12
     7
      

   1
  

    
   HistoryItem_V1
   AddNumbers
        
     Range: all even numbered pages
     Font: Times-Roman 8.1 point
     Origin: bottom left
     Offset: horizontal 155.91 points, vertical 167.24 points
     Prefix text: ''
     Suffix text: ''
     Use registration colour: no
      

        
     1
     0
     
     BL
     
     1
     1
     TR
     1
     0
     728
     348
     0
     1
     8.1100
            
                
         Even
         1
         AllDoc
         1
              

       CurrentAVDoc
          

     155.9055
     167.2441
      

        
     QITE_QuiteImposingPlus3
     Quite Imposing Plus 3.0c
     Quite Imposing Plus 3
     1
      

        
     3
     14
     13
     7
      

   1
  

    
   HistoryItem_V1
   DelPageNumbers
        
     Range: all pages
      

        
     1
     771
     451
            
                
         AllDoc
              

       CurrentAVDoc
          

      

        
     QITE_QuiteImposingPlus3
     Quite Imposing Plus 3.0c
     Quite Imposing Plus 3
     1
      

        
     0
     14
     13
     14
      

   1
  

    
   HistoryItem_V1
   AddNumbers
        
     Range: From page 3 to page 13; only even numbered pages
     Font: Times-Roman 8.1 point
     Origin: bottom left
     Offset: horizontal 155.91 points, vertical 167.24 points
     Prefix text: ''
     Suffix text: ''
     Use registration colour: no
      

        
     1
     0
     
     BL
     
     1
     1
     TR
     1
     0
     728
     348
     0
     1
     8.1100
            
                
         Even
         3
         SubDoc
         13
              

       CurrentAVDoc
          

     155.9055
     167.2441
      

        
     QITE_QuiteImposingPlus3
     Quite Imposing Plus 3.0c
     Quite Imposing Plus 3
     1
      

        
     0
     14
     11
     5
      

   1
  

    
   HistoryItem_V1
   AddNumbers
        
     Range: From page 3 to page 13; only odd numbered pages
     Font: Times-Roman 8.1 point
     Origin: bottom right
     Offset: horizontal 155.91 points, vertical 167.24 points
     Prefix text: ''
     Suffix text: ''
     Use registration colour: no
      

        
     1
     0
     
     BR
     
     1
     1
     TR
     1
     0
     728
     348
    
     0
     1
     8.1100
            
                
         Odd
         3
         SubDoc
         13
              

       CurrentAVDoc
          

     155.9055
     167.2441
      

        
     QITE_QuiteImposingPlus3
     Quite Imposing Plus 3.0c
     Quite Imposing Plus 3
     1
      

        
     0
     14
     12
     6
      

   1
  

 HistoryList_V1
 qi2base




 
 
    
   HistoryItem_V1
   Nup
        
     Create a new document
     Trim unused space from sheets: no
     Allow pages to be scaled: no
     Margins and crop marks: none
     Sheet size: 8.268 x 11.693 inches / 210.0 x 297.0 mm
     Sheet orientation: best fit
     Layout: rows 0 down, columns 0 across
     Align: centre
      

        
     0.0000
     10.0000
     20.0000
     0
     Corners
     0.3000
     ToFit
     0
     0
     0
     0
     0.9500
     0
     0 
     1
     0.0000
     1
            
       D:20140102151643
       841.8898
       a4
       Blank
       595.2756
          

     Best
     749
     363
     0.0000
     C
     0
            
       CurrentAVDoc
          

     0.0000
     0
     2
     0
     0
     0 
      

        
     QITE_QuiteImposingPlus3
     Quite Imposing Plus 3.0c
     Quite Imposing Plus 3
     1
      

   1
  

    
   HistoryItem_V1
   TrimAndShift
        
     Range: current page
     Trim: none
     Shift: move down by 56.13 points
     Normalise (advanced option): 'original'
      

        
     32
     1
     0
     No
     771
     395
     Fixed
     Down
     56.1260
     0.0000
            
                
         Both
         3
         CurrentPage
         30
              

       CurrentAVDoc
          

     None
     0.0000
     Top
      

        
     QITE_QuiteImposingPlus3
     Quite Imposing Plus 3.0c
     Quite Imposing Plus 3
     1
      

        
     70
     76
     70
     1
      

   1
  

    
   HistoryItem_V1
   TrimAndShift
        
     Range: current page
     Trim: none
     Shift: move down by 0.57 points
     Normalise (advanced option): 'original'
      

        
     32
     1
     0
     No
     771
     395
     Fixed
     Down
     0.5669
     0.0000
            
                
         Both
         3
         CurrentPage
         30
              

       CurrentAVDoc
          

     None
     0.0000
     Top
      

        
     QITE_QuiteImposingPlus3
     Quite Imposing Plus 3.0c
     Quite Imposing Plus 3
     1
      

        
     70
     76
     70
     1
      

   1
  

    
   HistoryItem_V1
   TrimAndShift
        
     Range: all pages
     Trim: none
     Shift: move up by 56.69 points
     Normalise (advanced option): 'original'
      

        
     32
     1
     0
     No
     771
     395
     Fixed
     Up
     56.6929
     0.0000
            
                
         Both
         3
         AllDoc
         30
              

       CurrentAVDoc
          

     None
     0.0000
     Top
      

        
     QITE_QuiteImposingPlus3
     Quite Imposing Plus 3.0c
     Quite Imposing Plus 3
     1
      

        
     11
     76
     75
     76
      

   1
  

    
   HistoryItem_V1
   TrimAndShift
        
     Range: all even numbered pages
     Trim: none
     Shift: move right by 59.53 points
     Normalise (advanced option): 'original'
      

        
     32
     1
     0
     No
     771
     395
     Fixed
     Right
     59.5276
     0.0000
            
                
         Even
         3
         AllDoc
         30
              

       CurrentAVDoc
          

     None
     0.0000
     Top
      

        
     QITE_QuiteImposingPlus3
     Quite Imposing Plus 3.0c
     Quite Imposing Plus 3
     1
      

        
     41
     76
     75
     38
      

   1
  

    
   HistoryItem_V1
   TrimAndShift
        
     Range: all odd numbered pages
     Trim: none
     Shift: move left by 59.53 points
     Normalise (advanced option): 'original'
      

        
     32
     1
     0
     No
     771
     395
     Fixed
     Left
     59.5276
     0.0000
            
                
         Odd
         3
         AllDoc
         30
              

       CurrentAVDoc
          

     None
     0.0000
     Top
      

        
     QITE_QuiteImposingPlus3
     Quite Imposing Plus 3.0c
     Quite Imposing Plus 3
     1
      

        
     41
     76
     74
     38
      

   1
  

    
   HistoryItem_V1
   InsertBlanks
        
     Where: after last page
     Number of pages: 2
     Page size: same as current
      

        
     Blanks
     Always
     2
     1
            
       D:20121022163256
       1275.5906
       SRA3
       Blank
       907.0866
          

     1
     Wide
     722
     304
    
     1
            
       CurrentAVDoc
          

     SameAsCur
     AtEnd
      

        
     QITE_QuiteImposingPlus3
     Quite Imposing Plus 3.0c
     Quite Imposing Plus 3
     1
      

   1
  

 HistoryList_V1
 qi2base





