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Chapter 6: 
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6. SKELETAL DEFORMITY IN DIPLOID AND 
TRIPLOID ATLANTIC SALMON 

6.1 ABSTRACT 

177 

The skeletal morphology of commercially produced diploid and triploid Atlantic 

salmon was examined to elucidate the differential occurrence of skeletal deformities, 

including lower jaw deformity syndrome (LID); short opercula and the absence of 

primary gill filaments (gill filament deformity syndrome (GFD)), in different genetic 

populations (mixed sex diploid, all-female diploid, all-female triploid and mixed sex 

triploid). Populations were produced and maintained under commercial conditions in 

freshwater until individuals had attained a wet weight of approximately 80g, at 

which time each population was divided and either retained in FW (FW smolt) or 

transferred to SW (SW smolt), where fish were held for a further 2 months. Whole 

fish were sampled throughout this period from hatching (470° days post-fertilisation) 

to assess the prevalence of deformity. Generally, the prevalence of skeletal 

deformities, was significantly higher in triploid populations. Jaw deformity, 

including lower jaw deformity syndrome (LID), occurred in up to 2% of triploid fry, 

7% of triploid FW smolt, 1 % of diploid FW smolt and 14% of triploid SW smolt. 

Gross morphology of tissues affected by LID is described. Short opercula were 

observed in up to 22% of triploids and 16.6% of diploids. Up to 60% of triploids 

and 4% of diploids suffered from GFD during FW development prior to SW 

transfer, then, up to 50% of triploid FW smolt and 60% of triploid SW smolt 

suffered from GFD. The severity of GFD varied between fish in terms of the number 

of branchial arches missing primary gill filaments and the number of gill filaments 

missing. An index of gill surface area (GSA) was significantly reduced in normal 

triploids and triploids afflicted with GFD, compared to diploid counterparts. It is 

likely that the reduction of GSA affects an individual's capacity for metabolic gas 

exchange under vigorous exercise or suboptimal environmental conditions. 
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6.2 INTRODUCTION 

Skeletal deformities are common in cultured fish populations due to the absence of 

natural selective pressures that may result in the mortality of afflicted fish. The 

factors which contribute to the occµrrence of skeletal deformity may be either 

genetic or environmental or both (reviewed by Hickey, 1972; McKay and Gjerde, 

1986). Contributing factors within the culture environment may include the presence 

of pathogenic organisms, inappropriate physical parameters (light, temperature, 

salinity, dissolved oxygen, flow rate, pH) or the presence of heavy metals or other 

teratogenic substances (reviewed by Hickey, 1972; Chatain, 1994; Andrades et al., 

1996). It has been suggested that therapeutants such as malachite green and 

formaldehyde may have teratogenic effects (Alderman, 1991; Alderman and Clifton­

Hadley, 1993; Edgell and Lawseth, 1993; McDonald, 1997). In addition, failure to 

achieve swimbladder inflation, often a result of suboptimal culture conditions, has 

been associated with an increased rate of deformity (Daoulas et al., 1991; Chatain, 

1994; Andrades et al., 1996). Nutritional deficiencies, including phospholipids, 

vitamins A, B, C, or D and minerals such as manganese, phosphorous, magnesium 

and zinc (reviewed by McKay and Gjerde, 1986) may also contribute to 

abnormalities under culture conditions. An environmental disturbance at any stage of 

development, particularly during organogenesis, can cause the cessation or 

dissociation of growth processes of different tissues, which can result in abnormal 

development (Stockard, 1921). 

The incidence of skeletal deformities in fish presents difficulty in the management of 

a reliable, high quality harvest and incurs certain financial loss to producers. Lower 

jaw deformity (LID) (Bruno, 1990; Jungawalla, 1991; Hughes, 1992; Lee and King, 

1994; King and Lee, 1993; Quigley, 1995; McGeachy et al., 1996; Branson and 

Nieto, 1999; Goicoechea et al., 1999) and other skeletal deformities, including short 

opercula (Sutterlin et al., 1987; Baeverfjord et al., 1997), scoliosis, lordosis (McKay 

and Gjerde, 1986) and gill deformities (Hughes, 1992; Baeverfjord et al., 1997) have 

been previously recorded in cultured Atlantic salmon. In Tasmania, lower jaw 
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deformity occurs in up to 30% of commercially produced all-female triploid Atlantic 

salmon during the SW phase of the lifecycle, and subsequently represents 

considerable financial loss to sea farmers (Jungawalla, 1991; Hughes 1992). 

Some studies suggest LID is associated with the production of triploid Atlantic 

salmon (Jungawalla, 1991; Hughes, 1992; Lee and King, 1994; King and Lee, 1993, 

McGeachy et al., 1996), whereas other studies do not specify the ploidy status of 

affected fish (Bruno, 1990; Quigley, 1995; Branson and Nieto, 1999; Goicoechea et 

al., 1999), which may mean that diploid fish can also be affected by LID. Therefore, 

it is unclear whether the incidence of LID is associated directly with ploidy status 

and the potential differential physiology that may result from the differential cell 

morphology of triploid fish (reviewed by Benfey, 1999), or whether the incidence of 

LID is associated with environmental factors. In addition, the majority of reports 

show that LID occurs in all-female triploids (Hughes, 1993; King and Lee, 1993; 

Lee and King, 1994), and although one study showed LID can occur in mixed sex 

triploid populations (McGeachy et al., 1996), there was no indication as to whether 

the fish affected by LID were male or female. Whether LID is found only in female 

fish is unknown, but may indicate that the deformity is congenital and associated 

with the sex-determining locus. Furthermore, reports of the incidence of lower jaw 

deformity in Atlantic salmon stocks from Canada (McGeachy et al., 1996), Scotland 

(Bruno, 1990), Ireland (Quigley, 1995), Norway (pers comm. Dr Tore Hastein, 

Central Veterinary Laboratory, Oslo, 1996) and Tasmania (Jungawalla, 1991; 

Hughes, 1993; King and Lee, 1993; Lee and King, 1994), indicate that the deformity 

is present following SW transfer, although the time of onset is unknown. More 

recently, scientists working in Chile have reported that LID can occur in Atlantic 

salmon smolt just prior to SW transfer (Branson and Nieto, 1999; Goicoechea et al., 

1999). It remains unclear whether LID is associated with culture conditions or a 

specific stage of development of the fish. 

The aim of the current study was to describe the morphology, prevalence and 

temporal onset of various skeletal deformities, including LID, in four different 

population types of Tasmanian Atlantic salmon (all-female diploid, all-female 
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triploid, mixed sex diploid and mixed sex triploid), which were maintained under 

standardised culture conditions, to determine whether the prevalence of LID or other 

skeletal deformities were associated with either ploidy status or sex ratio. In 

addition, we examined whether the prevalence of the above deformities varied 

between smolt either held in FW or transfered to SW. Examining the incidence of 

deformity throughout ontogeny of the different population types is fundamental to 

determining the possible mechanisms by which these deformities occur, and thereby 

facilitates the improvement of management procedures and harvest quality. This 

study records for the first time a gill filament deformity (GFD) and compares the 

relative total gill surface area of fish afflicted with GFD to that of fish with normal 

gills. 

6.3 METHODS AND MATERIALS 

6.3.1 Fish production and husbandry 

All-female diploid, all-female triploid, mixed sex diploid and mixed sex triploid 

populations were produced using commercial techniques and maintained in separate 

tanks under standardised husbandry conditions, during both the freshwater (FW) and 

seawater (SW) phases, as previously described in Chapter 2. Population sex ratios 

were determined to be 100% female for the all-female and 1 male: 1 female for the 

mixed sex populations (see results Chapter 2). Population ploidy status was found to 

be 96% and 100% triploid in all-female and mixed sex triploid populations, 

respectively (see results Chapter 2). 

6.3.2 Prevalence of deformity during development 

Fish were randomly sampled from each· population at various stages throughout 

development (Table 1). Fish were killed by terminal anaesthesia in 25 ppm 

Benzocaine and total wet weight (TWWt.) and fork length (FL) were recorded. A 

number of different types of gross skeletal deformity were observed in the freshly 
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euthanased fish via examination of external morphology. The number of fish 

afflicted with each deformity type was recorded for each population, at each stage of 

development, and expressed as a percentage of the total number of fish sampled at 

each stage. Total percentage prevalence of deformity was defined as the total number 

of fish affected by one, or a number of different deformity types expressed as a 

percentage of the total number of fish observed within each population, at each stage 

of development. Fish were then fixed in 10% neutral buffered formalin, and the 

morphology of various deformities in fixed specimens was recorded either 

photographically, or diagrammatically using a camera lucida. 

Table 1. Developmental stages and total number of fish sampled (n) for 
determination of deformity prevalence throughout the development of four Atlantic 
salmon populations; all-female triploids (FT), mixed sex triploids (MT), mixed sex 
diploids (MD) and all-female diploids (FD). Accumulated temperature units (ATU) 
in degree days represents development post-fertilisation. 

Date Development Weeks ATU FT MT MD FD 
Stage (post- (

0 days) (n) (n) (n) (n) 
fertilisation) 

May 1996 Fertilisation 0 
July 1996 Hatching 

ALEVINS 8 470 26 55 82 24 
9 528 123 29 58 86 
10 583 94 95 115 94 

August 1996 ll 642 125 15 99 113 
12 706 254 108 127 104 

Swim up 
& First Feeding 
FRY 13 772 209 34 32 200 

14 843 20 30 110 20 
September 1996 15 913 200 200 200 200 
October 1996 19 1510 200 200 200 200 
January 1997 PARR 31 2350 200 200 200 200 

Populations 
Thinned 

April 1997 45 3118 200 200 200 200 
June 1997 Populations 

Thinned 
September 1997 4026 30 30 30 30 
October 1997 SMOLT 4202 100 100 100 100 

Sea transfer 
November 1997 SWSMOLT 4810 97 85 47 56 

FWSMOLT 4928 100 100 100 100 
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6.3.3 Staining and clearing for bone and cartilage morphology 

Two normal female triploids and two female triploids afflicted with lower jaw 

deformity syndrome (LID) from the SW smolt stage (Nov. 1997, 4810° days) were 

stained and cleared (Taylor and Van Dyke, 1985, Appendix D) to ascertain cartilage 

and bone morphology. The gross morphology of bones dissected from the lower jaw 

of both normal and deformed fish was recorded in situ, using a camera lucida. 

6.3.4 Gill Histology 

One normal branchial arch with a full complement of primary gill filaments was 

excised from each of 10 diploid and 10 triploid SW smolt (sampled Nov. 1997, 

4810° days) which had been previously fixed in 10% neutral buffered formalin and 

stored in 70% ethanol. In addition, one branchial arch with missing primary gill 

filaments was excised from each of 10 triploid SW smolt (4810° days) afflicted with 

gill filament deformity syndrome (GFD). Branchial arches were dehydrated in an 

ascending ethanol series prior to embedding in paraffin wax and serial sectioning at 

5µm in the longitudinal plane with respect to the ceratobranchial bone, upper 

branchial bone and the primary gill filaments. Sections were stained with 

Haematoxylin and Eosin prior to examination using a light microscope. 

6.3.5 Gill Surface Area 

A subsample of fixed diploid and fixed triploid SW smolt, selected at the same stage 

of development (Nov. 1997, 4810° days), was examined to determine the relative 

gill surface area of normal diploid (n = 26) and normal triploid (n = 18) fish and that 

of fish afflicted with gill filament deformity syndrome (GFD) (n = 48). The whole 

branchial apparatus (8 branchial arches) was carefully dissected from each fish. 

Individual branchial arches from each fish were then separated and laid flat under a 

glass plate, to expose the maximum 2-dimensional area represented by each 

branchial arch. Photographic contact prints were then made (see Appendix E) and an 

image analysis program (Analytical Imaging station 3) was used to determine the 
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total 2-dimensional gill surface area (GSA= mm2
) for each fish. The total wet 

weight (TWWt.) of each fish was recorded and was taken into consideration (used as 

a co-variate) during statistical analysis. 

6.3.6 Sex and ploidy status of deformed fish 

At the late FW parr (4202° days) and SW smolt (4810° days) stages, a section of 

gonad tissue was dissected from each of the fresh fish sampled (Oct. - Nov. 1997), 

and was fixed in Bouin's fixative for 24 hours, then stored in 70% ethanol. The sex 

of fish was determined histologically as described in Chapter 2, and the sex ratio of 

fish afflicted with each deformity type was recorded. Ploidy status of the deformed 

fish was determined by measurement of mean erythrocyte nucleus length (ENL) for 

each fish, as described in Chapter 2. 

6.3. 7 Statistical Analysis 

A paired t-test (Microsoft Excel version 5 software) was used to compare the 

prevalence of deformity at each stage of development between; i) all-female diploids 

and all-female triploids, ii) mixed sex diploids and mixed sex triploids and iii) 

diploids and triploids (mixed sex and all-female populations pooled). In addition, for 

each population, comparisons of the incidence of deformity were made between FW 

smolt (4928° days) and SW smolt (4810° days). 

Analysis of covariance, ANCOV A, was used to compare GSA between; i) normal 

triploid fish and triploid fish afflicted with GFD and ii) normal diploid and normal 

triploid fish, using total wet weight as a covariable in each case. 
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6.4 RESULTS 

6.4.1 Lower Jaw Deformities 

Lower jaw deformities detected at the gross level in all populations and throughout 

development, included laterally curved lower jaws, short lower jaws, long lower 

jaws and lower jaw deformity syndrome (LID). Generic examples and the 

prevalence of each in the different ploidy and gender populations are provided 

below. 

A laterally curved lower jaw was defined as a jaw in which the symphysealjoint was 

not aligned with the median longitudinal plane of bilateral symmetry (Fig. 1). In fish 

with short lower jaws, the relative length of the lower jaw was approximately 25 -

60% shorter than that of the upper jaw (Fig. 2). In fish with a long lower jaw, the 

lower jaw extended past the premaxilla of the upper jaw, giving the appearance of an 

'overbite'. 

In contrast to the previous jaw deformities, lower jaw deformity syndrome (LID) 

was diagnosed by the downward curvature of the lower jaw (Fig. 3) (Hughes, 1991). 

In such cases, the anterior tip of the lower jaw did not meet with that of the upper 

jaw when the mouth was 'closed'. Less severe cases of LID were referred to as mild 

lower jaw deformity (MLID), and were characterised by downward curvature of the 

anterior end of the lower jaw (Fig. 4). Staining and subsequent dissection of 

individual bone and cartilage elements of fish affected by LID revealed the shape of 

the lower jaw was defined by the shape of the dentary and angular bone in which 

mid sections were increased in dorso-ventral depth and were curved, resulting in the 

ventral position of the symphyseal joint relative to the articulation joint (Fig. 5). The 

gross morphology of the Meckel' s cartilage was similar to that of normal individuals 

(Fig. 5). The position of the Meckel's cartilage, relative to the dentary and angular 

bones, in individuals with LID was similar to that of normal individuals (Fig. 6). 
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Figure 1. Dorsal view of a mature Atlantic salmon (TWWt. = 3.0 kg) 
with a laterally curved lower jaw (Lj) relative to the median longitudinal 
plane (mlp) of bilateral symmetry. Scale bar= 5.0 cm. 

Figure 2. Lateral view of a Atlantic salmon parr (TWWt. = 30.0 g) 
with a short operculum (SO) and a short lower jaw relative to the upper 
jaw. Abbreviations: Uj =upper jaw, Lj = lower jaw, 0 . = operculum, 
pgf =primary gill filaments . Scale bar = 5.0 mm. 



Figure 3. Lateral view of a mature Atlantic salmon (TWWt.,,, 3.0 kg) 
with lower jaw deformity syndrome (LID). Note downward 
curvature of anterior end of lower jaw. Lj = lower jaw. 
Scale bar= 5.0 cm 

Figure 4. Lateral view of a mature Atlantic salmon (TWWt. ,,, 3 .0 kg) 
with mild lower jaw deformity (MLJD). Scale bar= 5.0 cm. 
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Figure 5. Camera lucida diagrams of (i) the dentary bone, (ii) the angular bone and (iii) Meckel 's cartilage, dissected from the 
lower jaw of a stained and cleared (Taylor and Van Dyke, 1985) normal Atlantic salmon SW smolt (a) and (b) an Altantic salmon 
SW smolt affected by lower jaw deformity syndrome (LJD). Scale bar= 10 mm. 

a) b) 
i) 

ii) 

iii) ···········'.···:·:·:·~· .. ·~ ~·;.~.-.. ·.·;.:' ... -......... ·.··'-'·~··. 

....... 
00 
-..:i 
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Figure 6. Camera lucida diagram of the gross morphology of bones and 
cartilages in situ in the lower jaw of stained and cleared (Taylor and 

188 

Van Dyke, 1985) normal Atlantic salmon SW smolt (a) and (b) an Atlantic 
salmon SW smolt affected by lower jaw deformity syndrome (LID). 
Abbreviations: A= angular bone, D = dentary, Ecp = ectopterygoid, 
Enp = endopterygoid, Hm = hyomandibular, M = maxilla, 
Mp = metapterygoid, pm = premaxilla, Q = quadrate, Qpp = posterior 
process of the quadrate bone, Ra = retro articular bone, Sy = symplectic. 
Scale bar= 10.0 mm 
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Prevalence of jaw deformities during development 

Jaw deformities and deformities of the jaw suspensorium were detected as early as the 

embryonic stages (described in Chapter 5). These deformities included irregular 

development of the Meckel' s cartilage, fusion of the quadrate and symplectic cartilages, 

dis-association of the symplectic from the hyomandibular, or a short symplectic cartilage 

(see Chapter 5). Such deformities were not detected at the gross level, but were detected 

using Taylor's staining and clearing technique (Taylor and Van Dyke, 1985, Appendix D). 

Lower jaw deformities, including laterally curved lower jaws (JD), severe lower jaw 

deformity syndrome (LJD) and mild lower jaw deformity syndrome (MLID, were observed 

in fish at relatively low levels in all age classes examined post-first feeding (Fig. 7). The 

prevalence of laterally curved lower jaw (JD), was up to 2% of all-female diploids at 2350° 

days and 3118° days, and up to 2% of all-female triploids detected at 4202° days (Fig. 7). In 

smolt reared under SW conditions (4810° days), JD was observed in 12% of all-female 

triploids, 1 % of all-female diploids, 5% of mixed sex triploids and 3% of mixed sex 

diploids (Fig. 7), whereas, ID was not detected in smolt reared in FW, in any population. 

The prevalence of mild lower jaw deformity syndrome (MLJD), was significantly higher in 

triploid populations compared to diploid populations (P < 0.05). MLID was initially 

detected at 3118° days in 3% of all-female triploids, 2% of mixed sex triploids and 1 % of 

all-female diploids (Fig. 7). This deformity was subsequently detected at 4202° days in 1 % 

of all female triploids and at 4928° days in 5% of all-female triploids and 3% of mixed sex 

triploids. MLJD was not detected in mixed sex diploids at any stage during the FW phase. 

In smolt cultured under SW conditions (4810° days), 2% of all-female triploids and 1 % of 

mixed sex triploids were afflicted with MLID, but the deformity was not detected in diploid 

smolt (Fig. 7). The severe form of lower jaw deformity syndrome (LID), was detected in 

triploid fish only. LJD was initially detected in 1 % of all-female triploid fish at 3118° days 

and was subsequently observed in 2% of all-female triploids and 3% of mixed sex triploids 

at the FW smolt stage (4928° days). The severe form of LID was not detected in SW smolt 

at 4810° days. The prevalence of deformities of the jaw in general (including JD, MLID, 

LID) in Atlantic salmon from hatching to 4800° days, increased during ontogeny. 



Figure 7. Prevalence(%) of lower jaw deformities in a) all-female triploid b) all­
female diploid c) mixed sex triploid and d) mixed sex diploid populations 
throughout development. Accumulated temperature units (ATU = 0 days) represent 
development post-fertilisation, FW =freshwater phase, SW= sea water phase, LID 
=lower jaw deformity syndrome, J\.1LID = mild lower jaw deformity syndrome, ID 
=jaw deformity other than LID. Sample sizes as per Table 1. 
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6.3.2 Short Opercula 

Short opercula deformity varied in morphology between individuals, but was 

generally characterised by the exposure of the distal tips of the gill filaments 

within the branchial chamber (Fig. 8). One or both opercula were affected in 

afflicted fish. In some fish, the opercula bone was reduced in anterio-posterior 

length and the dermal tissue surrounding the opercula bone extended posteriorly 

to the edge of the opercula bone (Fig. 9). In other cases, there was an inward 

folding of the posterior edge of the operculum so that the folded tissues 

projected into the branchial chamber (Fig. 9). The folded tissues included dermis 

and bone, with no indication of a fracture in the opercula bone along the fold line, 

but rather hypertrophy of the opercula at the inflexion point. 

Figure 8. Lateral view of a mature Atlantic salmon (TWWt.::::: 3.0 kg) 
with a short opercula deformity (SO). Abbreviations: 0. = operculum, 
Br = branchiostegal rays, pgf = primary gill filaments. Scale bar= 3.0 cm. 
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a) 

b) 

c) 

Figure 9. Diagrammatic representation of the dorsal view of an Atlantic 
salmon cranium with tissue pared away to expose the branchial chamber 
to show a) a normal opercula bone, b) a short opercula bone and c) an 
opercula bone with the posterior edge folded, projecting into the branchial 
chamber. Abbreviations: 0. = opercula bone, be= branchial chamber, 
gi =gills. 
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Prevalence of short opercula during development 

Short opercula were initially observed after first feeding(~ 1510° days), in both 

diploid and triploid fish; the prevalence of which fluctuated throughout development 

(Fig. 10). Short opercula were observed in 1 % of fish from the all-female diploid 

and the mixed sex triploid populations at 1510° days (Fig. 10). At 2350° days, up to 

18% of both the all-female diploids and mixed sex diploids, 20% of the all-female 

triploids and 9% of the mixed sex triploids suffered from short opercula (Fig. 10). At 

3118° days, short opercula were observed in 12% of the all-female diploids, 23% of 

the all-female triploids, 1% of the mixed sex diploids and 14% of the mixed sex 

triploids (Fig. 10). Short opercula were not detected in fish from either diploid 

population, nor in the all-female triploid population at 4026° days, but were present 

in up to 6.25% of mixed sex triploid fish at this stage. Similarly, at 4202° days, short 

opercula were observed in 6% of all-female triploids and 5% of mixed sex triploids 

only. At the smolt stage (4928° days), under FW conditions, 12% of all-female 

diploids, 20% of all-female triploids, 2% of mixed sex diploids and 16% of mixed 

sex triploids had short opercula (Fig. 10). In smolt cultured under SW conditions 

(4810° days), 9% of all-female diploids and all-female triploids, 4% of mixed sex 

diploids and 8% of mixed sex triploids had short opercula (Fig. 10). The prevalence 

of short opercula was significantly higher in triploid populations compared to diploid 

populations (P < 0.05), but did not differ with gender (P > 0.05). 



Figure 10. Prevalence(%) of short opercula in a) all-female triploid b) all-female 
diploid c) mixed sex triploid and d) mixed sex diploid populations throughout 
development Accumulated temperature units (ATU = 0 days) represent development 
post-fertilisation, FW = freshwater phase, SW = sea water phase. Sample sizes as per 
Table 1. 
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6.3.3 Gill Filament Deformity Syndrome (GFD) 

Gill filament deformity syndrome (GFD) was diagnosed by the complete absence of 

a number of primary gill filaments on branchial arches (Fig. 11 ). Between one and 

five branchial arches from either side of the body were missing primary gill filaments 

in fish with GFD. The proportion of primary gill filaments missing from any one 

branchial arch varied between arches and between fish. Gross morphology indicated 

there were no residual proximal stumps of pre-existing filaments within the zone of 

missing gill filaments (Fig. 11 b ), which may otherwise indicate previous parasitic 

damage, including isopod damage (pers comm; Barry Munday, Reader, University of 

Tasmania, 1999). However, histological examination of gills affected by GFD 

revealed symptoms similar to those that occur in conjunction with a parasite load in 

70% of the cases observed. These included the abnormal shape of primary gill 

filaments adjacent to the zone of missing filaments and hyperplasia of the secondary 

cartilage, the basal epithelium and the epithelium of the secondary lamellae (Fig. 12b). 

a) b) 

Figure 11. Gross morphology of a branchial arch from Atlantic salmon SW smolt 
with (a) a complete complement of primary gill filaments and (b) primary gill filaments 
absent, this being a characteristic of gill filament deformity syndrome (GFD). 
Abbreviations: Eb = epibranchial, Cb = ceratobranchial, pgf =primary gill filaments, 
mgf= zone of missing gill filaments. Scale bar= 3.0 mm 



a) 

b) 
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Figure 12. Photomicrograph of a longitudinal section of a branchial arch from an 
Atlantic salmon SW smolt with (a) a complete complement of primary gill filaments 
and (b) primary gill filaments absent, this being a characteristic of gill filament 
deformity syndrome (GFD). Sections were cut at 5 µm and stained with Haematoxylin 
and Eosin. Abbreviations: pgf = primary gill filament, Eb = epibranchial cartilage, 
Cb = ceratobranchial cartilage, sL = secondary lame Ila, mgf = zone of missing gill 
filaments, dpgf = deformed primary gill filament. Scale bar= 1.0 mm 
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Prevalence of GFD during development -

The prevalence of gill filament deformity syndrome (GFD) in diploid fish ranged 

from 0 - 4% in mixed sex diploids and 0 - 2% in all-female diploids (Fig. 13), and 

was significantly lower than the prevalence of GFD in triploid fish throughout 

development (P < 0.05). There was no significant difference in the prevalence of 

GFD with population sex status. In triploid populations, GFD was initially observed 

at levels up to 8% at 1510° days (Fig. 13). The prevalence of GFD in triploid 

populations appeared to increase with development, reaching a maximum of 60% in 

all-female triploids at 4202° days, and 50% in mixed sex triploids at 4026° days. At 

the smolt stage, under FW conditions, levels of GFD were 52% in all-female 

triploids and 41 % in mixed sex triploids, but remained at 2% in all-female diploids 

and mixed sex diploids at 4928° days. In smolt maintained under SW conditions 

(4810° days), GFD was observed in 1.8% of all-female diploids, 4.3% of mixed sex 

diploids, 57.8% of all-female triploids and 44.7% of mixed sex triploids. 

Some fish were afflicted with both short opercula and GFD. The incidence of both 

short opercula and gill filament deformities in the same individual was observed 

predominantly in triploid fish (Fig. 13), with the exception of 1 % of mixed sex 

diploids sampled at 4928° days. The number of fish displaying both deformity types 

varied, and did not increase throughout development with the increase in GFD. 

Between 4.8% - 12% of all-female triploids and 3% - 10% of mixed sex triploids, 

displayed both short opercula and GFD during the FW phase at 3118°, 4202° and 

4928° days (Fig. 13). After 6 weeks in sea water (4810° days) only 1 % of all-female 

triploids and 0% of mixed sex triploids had both short opercula and GFD (Fig. 13). 



Figure 13. Prevalence (%) of gill filament deformity (GFD) in a) all-female triploid 
b) all-female diploid c) mixed sex triploid and d) mixed sex diploid populations 
throughout development. Accumulated temperature units (ATU = 0 days) represent 
development post-fertilisation, FW = freshwater phase, SW = sea water phase, GFD 
= gill filament deformity syndrome, GFD + SO = simultaneous GFD and short 
opercula. Sample sizes as per Table 1. 
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Severity of GFD 

The severity of GFD varied between afflicted fish in terms of the number of 

branchial arches missing gill filaments and the proportion of gill filaments missing 

from each arch. One to five branchial arches from either side of the body were 

missing primary gill filaments. Between 52% and 100% of fish with GFD had only 

one branchial arch with missing gill filaments, whereas between 0% and 40% of fish 

with GFD had two branchial arches affected by GFD, at any stage of development 

(Fig. 14 ). A lower percentage of fish from each population ( < 10%) had more than 2 

gill arches with missing gill filaments, at any one stage of development (Fig. 14). 



Figure 14. Prevalence of fish with gill filament deformity syndrome (GFD), with 
one (GFD 1), two (GFD 2), three (GFD 3) or more than three (GFD > 3) branchial 
arches missing primary gill filaments in the a) all-female diploid, b) all-female 
triploid, c) mixed sex diploid and b) mixed sex triploid populations at different 
stages of development. Accumulated temperature units (ATU = 0 days) represent 
development post-fertilisation. Filled circles denote total% prevalence of fish 
afflicted with GFD, irrespective of the level of severity. Sample numbers as per 
Table 1. 
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Gill surface area (GSA) 

The total gill surface area (GSA) of diploid (n = 26) and triploid SW smolt (n = 18) 

with normal gills ranged between 1464.95 - 2040.81 mm2 and 1248.73 - 1840.76 

mm2
, respectively, whereas the GSA for triploid SW smolt with GFD (n = 48) 

ranged between 1132.37 - 1845.38 mm2 (Fig. 15). 

In total 20.8% of fish with GFD had a GSA that was lower than the range for normal 

triploid fish. An increase in the number of branchial arches affected by GFD was not 

indicative of a concomitant decrease in gill surface area compared to normal fish. 

Afflicted individuals with a GSA below the range for normal triploid fish had either 

one or three branchial arches affected by GFD. Thirty two percent of triploid SW 

smolt with one branchial arch affected by GFD (n = 25) and 28.5% of triploid SW 

smolt with more than three branchial arches affected by GFD (n = 7) had a GSA that 

was lower than the range for normal triploid SW smolt (Fig. 15). 

Generally, fish with a low GSA also had a low total wet weight (Fig. 16). The 

relationship between gill surface area and total wet weight was similar in triploid 

fish with normal gills and triploid fish with deformed gills, such that the respective 

regressions had the same slope (Fig. 16). This fulfilled one of the assumptions 

required for ANCOVA analysis, and subsequently, it was possible to compare GSA 

values of each group using means that were adjusted to account for the covariance of 

GSA with weight. There was no significant difference in mean GSA values between 

triploid SW smolt with normal gills and triploid SW smolt with deformed gills, 

when comparing fish of a similar weight (P > 0.05, Fig. 17). 

In the same fashion, ANCOV A analysis was used to compare the mean GSA value 

of normal diploid and normal triploid fish, again accounting for the covariance with 

total wet weight. The mean GSA of triploid SW smolt was significantly lower than 

that of diploid SW smolt when comparing fish of a similar weight (P < 0.05, Fig. 

18). In addition, there was no difference in condition factor between normal diploid 

and normal triploid SW smolt (P > 0.05). 
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Figure 15. Frequency distribution(%) of total gill surface area (GSA) values (size 
classes are 100 mm2

) for a) normal diploid, b) normal triploid, and triploid SW 
smolt (4810° days) with either c) 1, d) 2, e) 3 or f) more than 3 branchial arches 
affected by GFD. 



Figure 16. Change in total gill surface area (GSA) with total wet weight (TWWt.) of 
a) normal triploids and triploids with GFD, and b) normal triploid and normal 
diploid Atlantic salmon SW smolt (4810° days). Black filled circles denote normal 
diploid fish, black filled triangles denote normal triploid fish, Open triangles denote 
triploid fish with filament deformity (GFD). Dashed lines indicate 95% confidence 
limits (CL). 
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Figure 17. Relative mean total gill surface area (GSA± SE) for triploid Atlantic 
salmon SW smolt (4810° days) with either normal gills (normal triploids) or with 
gill filament deformity (GFD). Means are adjusted to account for covariance with 
total wet weight of the fish. 
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Figure 18. Relative mean total gill surface area (GSA± SE) for diploid and triploid 
Atlantic salmon SW smolt ( 4810° days) with normal gills. Means are adjusted to 
account for covariance with total wet weight of the fish . 
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6.3.4 Other types of deformity 

Other types of deformity observed at the gross level in fish from each population 

affected the vertebral column and /or the size, shape and number of muscle 

myomeres present in each fish . These deformities included kyphosis, scoliosis, 

lordosis, spiralled trunks, reduced number of muscle myomeres and Siamese 

(double headed) fish. They are hereafter collectively referred to as "non-cranial" 

deformities for descriptive purposes. Kyphosis is distinguished by the dorsal 

curvature or upward growth of the tail at the posterior edge of the yolk sac during 

the alevin stage of the lifecycle (Bruno and Poppe, 1996) (Fig. 19). Scoliosis is 

characterised by the lateral curvature of the body relative to the median longitudinal 

plane of bilateral symmetry, resulting in 'waves' along the body length (Bruno and 

Poppe, 1996) (Fig. 20). Fish with spiralled trunks had lateral curvature of the body 

relative to the median longitudinal plane of bilateral symmetry, resulting in the 

"corkscrew-like" appearance of the body. Siamese fish had two heads which shared 

common organs (Fig. 21). 

Figure 19. Lateral view of an Atlantic salmon alevin with kyphosis. 
Note the dorsal curvature of the tail. Scale bar = 5.0 mm 



Figure 20. Dorsal view of an Atlantic salmon fry with scoliosis. 
Note the lateral curvature of the body relative to the median 
longitudinal plane of bilateral symmetry. Scale bar= 7.0 mm 

Figure 21. Lateral view of a siamese Atlantic salmon alevin. 
Scale bar= 5.0 mm 

Prevalence of non-cranial de/ ormities throughout development 

Non-cranial deformities occurred in up to 19% of all-female triploids and 

mixed sex diploids, 7.3% of mixed sex triploids and 1.7% of all-female 

diploids between 470° - 706° days post-fertilisation (Fig. 22, < 843° days). 

At the first sample date following swim-up (843° days) and during first 

feeding, the incidence of all non-cranial deformity types fell to zero. 

207 

Thereafter and prior to 4026° days, non-cranial deformities were detected at 

very low rates (1 % - 3%) in all populations (Fig. 22). 



Figure 22. Prevalence (%) of "non-cranial" deformities including kyphosis, 
scoliosis, lordosis, reduced myomere numbers, spiralled trunks and Siamese fish in 
a) all-female triploid b) all-female diploid c) mixed sex triploid and d) mixed sex 
diploid populations throughout development. Accumulated temperature units (ATU 
= 0 days) represent development post-fertilisation, FW =freshwater phase, SW= sea 
water phase. Sample sizes as per Table 1. 
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6.4.5 Total prevalence of skeletal deformity during development 

During the period between hatching and swim-up (470° - 706° days post­

fertilisation) the total prevalence of skeletal deformity (LID, ID, GFD, short 

opercula and non-cranial deformities pooled) was up to 20% in each population, 

irrespective of ploidy status (P > 0.05, Fig. 23). Following swim-up and during first 

feeding(:=:; 913° days), total deformity rates decreased to zero in all populations (Fig. 

23). 

Following first feeding(> 1000° days), the incidence of skeletal deformity increased 

and was significantly higher in triploid populations compared to diploid populations 

(P < 0.05, Fig. 23). Up to 65% of triploid individuals and 20% of diploid individuals 

suffered from gross skeletal deformities towards the end of smoltification (4202° 

days, Fig. 23). These levels of deformity were subsequently maintained in 

populations of smolt regardless of whether the fish were maintained under FW 

conditions (4928° days), or were transferred to SW (4810° days, Fig. 23). 
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Figure 23. Change in the total percentage prevalence of gross skeletal deformities in 
four Atlantic salmon populations (all-female diploids, all-female triploids, mixed sex 
diploids and mixed sex triploids) during development. Accumulated temperature 
units (ATU = 0 days) represent development post-fertilisation. Black symbols 
represent values during FW culture conditions. White symbols represent values 
during SW culture conditions (SW smolt). Sample numbers as per Table 1. 
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Relative contribution of different deformity types to the total deformity prevalence 

Short opercula was the predominant type of deformity observed in diploid 

populations, but not in triploid populations (Fig. 24). At 2350° days short opercula 

contributed to 90% and 100% of all deformities observed in the all-female diploid 

and mixed sex diploid populations, respectively (Fig. 24). At the same stage of 

development short opercula represented 48% and 26% of all deformities in the all­

female triploid and mixed sex triploid populations, respectively (Fig. 24). Short 

opercula contributed to between 75 - 79% of all deformities observed in diploid FW 

smolt and 27 - 31 % of deformities in triploid FW smolt (4928° days, Fig. 24). Of the 

deformities observed in SW smolt, 83% in all-female diploids, 50% in mixed sex 

diploids, 14% in all-female triploids and 12.6% in mixed sex triploids were short 

opercula (Fig. 24). The predominant prevalence of short opercula in diploid 

populations was less obvious mid-FW phase (Fig. 24), concomitant with population 

thinning. The contribution of short opercula to deformity prevalence in triploid 

populations remained relatively low at this time. 

The predominant deformity type observed in triploid populations was GFD. The 

contribution of GFD to the high total deformity rates observed in triploid 

populations ranged between 51 % - 100% of total deformity rates in all-female 

triploids and 68% - 92% of that in mixed sex triploids, throughout development (Fig. 

24). In contrast, the relative proportion of deformed diploid fish with GFD was low 

at stages of development characterised by more than 5% total deformity prevalence. 

GFD contributed to between 0 - 13% of all deformities in all-female diploids, and 

between 0 - 38% of deformities in mixed sex diploids. Stages of development 

characterised by very low total deformity prevalence in diploid populations (2 - 4% ), 

as seen at 4202° days, had an apparently high proportion of fish afflicted with GFD; 

up to 100% in all-female diploids and 75% of that in mixed sex diploids (Fig. 24). 
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The relative contribution of all forms of jaw deformity, including laterally curved 

lower jaws and mild and severe LID, to total deformity prevalence remained below 

20% in all populations throughout development in FW (Fig. 24). At the SW smolt 

stage (4810° days), jaw deformity contributed to 25.4% of deformity in all-female 

triploids, 20% in mixed sex triploids, 10% in all-female diploids and 37.5% in 

mixed sex diploids. 

All deformities observed prior to first feeding consisted entirely of non-cranial 

deformities, including kyphosis, scoliosis, lordosis, reduced myomere numbers and 

Siamese fish (Fig. 25). The contribution of non-cranial deformities to total deformity 

prevalence was negligible in all populations after first feeding (Fig. 25). 



Figure 24. Percentage contribution of short opercula (SO = diagonal stripe fill), gill 
filament deformity (GFD =grey fill) and jaw deformities (ID= black fill) to the total 
prevalence of skeletal deformity in the a) all-female triploid (FT), b) all-female 
diploid (FD), c) mixed sex triploid (MT) and d) mixed sex diploid (MD) populations 
of Atlantic salmon, at different stages throughout development. Accumulated 
temperature units (ATU = 0 days) represent development post-fertilisation, FW = 
freshwater phase, SW = sea water phase. 
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Figure 25. Percentage contribution of non-cranial deformities, including kyphosis, 
scoliosis, Siamese fish and reduced myomere numbers, to the total prevalence of 
skeletal deformity in a) all-female triploid, b) all-female diploid, c) mixed sex 
triploid and d) mixed sex diploid populations of Atlantic salmon at different stages 
throughout development. Accumulated temperature units (ATU = 0 days) represent 
development post-fertilisation. PW= freshwater phase, SW = sea water phase. 
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6.4.6 Deformity of freshwater and seawater smolt 

The diversity of deformities did not differ between FW and SW smolt (Fig. 26). The 

prevalence of short opercula and jaw deformity was slightly higher in smolt grown in 

FW compared to smolt grown in SW (P = 0.069) from the same populations. The 

specific growth rate of FW smolt from each population (SGR = 0.143 - 0.176 

%/day) was significantly higher than that for SW smolt in each population (SGR = 
0.041 - 0.063 %/day, P < 0.05), as described in Chapter 2. 



Figure 26. Prevalence of different deformity types in Atlantic salmon smolt (4810 -
4928° days) from four populations (all-female diploid, all-female triploid, mixed sex 
diploid and mixed sex triploid) maintained in either a) freshwater (FW) or b) 
seawater (SW). GFD =gill filament deformity, SO= short opercula, SO+ GFD = 
combined SO and GFD, LID = lower jaw deformity syndrome (including mild cases 
(MLJD)) 
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6.4. 7 Sex ratio of different deformity types 

The occurrence of short opercula, GFD and jaw deformity, was not associated with 

any one sex. Mixed sex triploid FW parr (4202° days) that were afflicted with short 

opercula were 100% female; however, sample numbers were low (Fig. 27). Triploid 

SW smolt (4810° days) afflicted with short opercula and from the same mixed sex 

population were 100% female, whereas diploid SW smolt with short opercula were 

1 :2 male to female (Fig. 28). Parr afflicted with GFD had a sex ratio of 2: 1 (male : 

female) in the mixed sex diploid population and 1: 1 in the mixed sex triploid 

population (Pig. 27). Smolt afflicted with GFD from the mixed sex diploid 

population were all female, whereas mixed sex triploid smolt with GFD were 1:1 

male to female (Fig. 28). In the mixed sex diploid and mixed sex triploid 

populations, fish afflicted with jaw deformity at the SW smolt stage had a sex ratio 

of 2: 1 and 1 :3 (male: female), respectively (Fig. 28). 
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a) 

b) 

Figure 27. Proportion of male and female FW parr (4202° days) afflicted with 
different types of deformity in the a) mixed sex diploid and b) mixed sex triploid 
populations. TOT.DEF =total deformity prevalence, GFD = gill filament deformity, 
SO = short opercula, SO + GFD =combined SO and GFD. Superscripts denote 
sample numbers (n). 
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Figure 28. Proportion of male and female SW smolt (4810° days) afflicted with 
different types of deformity in the a) mixed sex diploid and b) mixed sex triploid 
populations. TOT.DEF =total deformity prevalence, GFD =gill filament deformity, 
SO= short opercula, ID= jaw deformity, ID+ GFD =combined ID and GFD. 
Superscripts denote sample numbers (n). 
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6.4.8 Specific growth rate and deformity 

No correlation was found between specific growth rate determined at each stage of 

development and the percentage prevalence of lower jaw deformity (Fig. A, 

Appendix F) and short opercula (Fig. B, Appendix F) at each stage. There was a 

negative correlation between specific growth rate, as determined for each stage of 

development, and the prevalence of gill filament deformity in triploid populations at 

each stage (Fig. 29). 
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Figure 29. Variation in prevalence of gill filament deformity at each stage of 
development with specific growth rate of each population at each stage. 



Skeletal Deformity 221 

Furthermore, the mean total wet weight (Fig. C, Appendix F), mean fork length (Fig. 

D, Appendix F) and mean K factor (Fig. E, Appendix F) of SW smolt affected by 

GFD, short opercula or jaw deformities did not vary significantly to that of normal 

individuals at the same stage of development. 

6.5 DISCUSSION 

6.5.1 LJD 

This study reports LID (albeit at very low levels) in smolt both retained in FW and 

transferred to SW. Previous studies, including those of Tasmanian Atlantic salmon, 

indicate that LID occurs at rates of up to 30% during the SW phase of the lifecycle 

(Bruno, 1990; McGeachy et al., 1996; Lee and King, 1994; King and Lee, 1993), but 

the prevalence in earlier life stages was unknown locally. Freshwater smolt displayed 

a higher SGR than SW smolt and the presence of LID in higher degree in FW smolt 

in this study suggests that LID is more likely associated with an increase in SGR 

rather than with water salinity or the effects of seawater transfer per se. Lee and 

King (1994) also suggested that growth rate may affect the incidence of LID in 

triploid Tasmanian Atlantic salmon, although the results of their study were 

inconclusive. A recent study by Goicochea et al. (1999) showed LID can occur at 

high levels (90%) during the pre-smolt FW phase of diploid Chilean Atlantic 

salmon. The disparity in the time of onset of LID in the latter study and the current 

study may be due to differences in stock genetics and/or growth rates. 

It is possible that LID is the result of either the expression of an autosomal recessive 

gene or the altered expression of a homeiotic gene, particularly following triploid 

induction. The possible heritable nature of LID within the Tasmanian Atlantic 

salmon stock is supported by the recurrence of LID in triploids produced each year, 

regardless of growout site (Jungawalla, 1991; Hughes, 1992; King and Lee, 1993; 

Lee and King, 1994 ); however, the constancy of Tasmanian culture conditions 

cannot be disregarded as a contributing factor. The possible heritability of LID has 
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been refuted by Bruno (1990), who showed that LID can be site specific. In the 

Shetland Islands, high levels of LID occurred in one group of Atlantic salmon 

derived from an otherwise normal population, such that a varying prevalence of LID 

between sibling fish was associated with the grow-out site (Bruno, 1990). The 

influence of environmental conditions on the incidence of LID warrants 

consideration. 

It has previously been suggested that vitamin C deficiency may cause LID (Hughes, 

1992; King and Lee, 1993), since vitamin C is essential for the formation of 

hydroxyline, a consituent of collagen. As a result vitamin C deficiency can result in 

the formation of weak and defective collagen and bones (reviewed by Hughes, 

1992). King and Lee (1993) examined the effects of a reduced vitamin C intake on 

the incidence of LID in triploid Atlantic salmon, but the results of this preliminary 

study were inconclusive. It remains unclear as to whether vitamin C deficiency 

contributes to the high incidence of skeletal deformities in triploid fish. In cases 

where skeletal deformity is associated with nutritional deficiency, the 

supplementation of broodstock feed with vitamins or phospholipids has reduced the 

incidence of deformity in subsequent progeny (Soliman et al., 1986a). 

A previous study of the histopathology of LID in Chilean Atlantic salmon described 

symptoms including high levels of hepatic transaminases (Goicoechea et al., 1999), 

which may indicate hepatocyte dysfunction due to exposure to toxic substances 

(Hugget et al., 1992); however, Davies' (1995) assessment of water quality of the 

Derwent and Florentine River catchments ruled out the likelihood of teratogenic 

substances in the SALTAS hatchery water supply. Malachite green, a therapeutic 

bath treatment used by the industry for the treatment of Saprolegnia sp. fungus 

infestation, cannot however be discounted as a causative agent. 

The other types of jaw deformity observed in this study; misaligned symphyses, 

short or long lower jaws, had a higher prevalence in triploids than diploids post-SW 

transfer. Misaligned symphyses have been previously reported in diploid and triploid 

Atlantic salmon populations at rates of up to 12.3% (Hughes, 1992; King and Lee, 
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1993; Lee and King,1994; Branson and Nieto, 1999). Similarly, short lower jaw (Lee 

and King, 1994) and protrusion of the lower jaw beyond the upper jaw (Sutterlin et 

al., 1987) in Atlantic salmon have previously been recorded. Protrusive jaw 

deformity (PJ) was previously associated with the triploid condition rather than the 

triploid induction treatment, as diploid individuals that emerged from the triploid 

treatment did not display the PJ deformity (Sutterlin et al., 1987). The aetiology of 

these deformities in Atlantic salmon remains unclear. 

Jaw deformities observed in other species have been attributed to various causes. It 

has been suggested that open jaw syndrome in Chinook salmon Oncorhynchus 

tshawytscha, characterised by a gaping mouth in conjunction with a short lower jaw, 

is possibly caused by genetic abberation, teratogenic substances and/or 

environmental factors such as water quality and temperature (Crouch et al., 1973). A 

report on "lockjaw" syndrome in diploid sable fishAnoplopomafimbria larvae, a 

syndrome characterised by a gaping mouth that cannot be closed, indicated that the 

problem was alleviated by the greater control (decrease) of rearing temperatures 

(McFarlane, 1989). Similarly, a "lockjaw" deformity in Atlantic halibut 

Hippoglossus hippoglossus has been shown to increase in incidence with increased 

water temperatures (Bolla and Holmefjord, 1988; Pitmann et al., 1989; Ottesen and 

Bolla, 1998) and light intensity (Bolla and Holmefjord, 1988), but is not affected by 

salinity (Ottesen and Bolla, 1998) or water flow rates (Opstad and Bergh, 1993). It 

has been suggested that bacterial infection (Opstad and Bergh, 1993) and/or other 

pathogenic organisms (Morrison and MacDonald, 1995) may be responsible for jaw 

deformity in halibut, but egg disinfection with glutaric dialdehyde does not affect the 

incidence of the deformity in larvae (Harboe et al., 1994 ). Higher water temperatures 

appear to be responsible for jaw deformity in gilthead seabream, Sparus aurata, but 

the deformity was not associated with higher growth rates (Polo et al., 1991). 

In light of the manner in which each skeletal element develops (Chapter 5), we may 

suggest possible mechanisms which contribute to the incidence of jaw deformity. 

The bones of the lower jaw, including the dentary, angular and retroarticular, are 

primarily formed by membranous secretion (Chapter 5), and as such, their shape may 
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change according to the structural integrity and strength of the dermal tissues in 

which they are formed and that of the bone matrix secreted by these tissues. 

Potential differential strength between the soft connective tissue and the musculature 

that supports and facilitates movement of the lower jaw may create distorting 

tensions which, in combination with weak bone matrix, could progressively result in 

the downward curvature of the lower jaw, as seen in fish with LID. 

Fish afflicted with jaw deformity in this study had a total wet weight similar to that 

of normal fish; however, sample numbers were low. Salmonids afflicted with jaw 

deformity are able to feed and in some cases there appears to be no affect on growth 

(McGeachy et al., 1996), whereas in other cases the average SGR is reduced in fish 

with ID (Crouch et al., 1973; Bruno, 1990; Quigley, 1995; Al-Harbi, 1999). In 

contrast, "lockjaw" deformity in marine finfish larvae, often results in starvation and 

subsequently high mortality rates (MacFarlane, 1989; Polo et al., 1991; Morrison 

and MacDonald, 1995). 

6.5.2 Short Opercula 

In the current study, the decline in prevalence of short opercula deformity at 4026 -

4202° days coincided with the non-selective thinning of each population. The reason 

for the decline at this stage, and again at the FW smolt and SW smolt stage (> 4810° 

days) is unknown. The incidence of short opercula was not associated with 

population type, although prevalence in triploid populations was slightly higher than 

that in diploid populations. Similarly, Sutterlin et al. (1987) also found that the 

incidence of short opercula was not associated with ploidy status in Atlantic salmon. 

Short opercula deformity is common to other cultured species, including sea bass D. 

labrax (Barahona-Fernandes, 1982), sea bream Sparus aurata (Galeotti et al., 1997), 

striped trumpeter Latris lineata (Cobroft et al., in preparation), tilapia Oreochromis 

niloticus (Soliman et al., 1986b; Mair, 1992) and channel catfish Ictalurus punctatus 

(Gannam and Lovell, 1991). 
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As previously discussed, the assymetrical manifestation and the occurrence of short 

opercula after the larval stage in the current study, and in previous studies 

(Barahona-Fernandes, 1982), indicates environmental factors during ontogeny may 

contribute to the deformity. It has been suggested that short opercula may be the 

result of genetic mutation (Mair, 1992), pantothenic acid (vitamin B3 or Bs) 

deficiency (Sutterlin et al., 1987), vitamin C deficiency (Soliman et al., 1986b), 

methyltestosterone treatment (Gannam and Lovell, 1991) or high rearing 

temperatures (Baeverfjord et al., 1997). As discussed for gill deformity, vitamin 

deficiency may affect the integrity of the dermal tissues in which the dermal bones of 

the operculum are formed. 

The bones of the operculum are formed by membranous secretion (Chapter 5), and 

their shape may change according to the structural integrity and shape of the dermal 

tissues in which the bone matrix is formed. Consequently, mechanical or 

physiological disturbance to these tissues may result in the opercula deformities 

observed in the current study. The inward curvature of the opercula, as seen in 

diploid and triploid Atlantic salmon in this study, has previously been observed in 

sea bream Sparus aurata (Galeotti et al., 1997). Our findings agree with those of 

Galeotti et al.(1997), in that it appears that the shape of the abnormal opercula bone 

results from subsequent ossification of an abnormal opercula lamellae. 

Ultrastructural observations of the abnormal opercula lamellae in sea bream revealed 

an alteration of collagen fibrillae and fibroblasts with swollen mitochondria and 

disorganised cristae (Galeotti et al., 1997). 

It is important to note that opercula deformities may lower a fish's oxygen stress 

tolerance, since the subsequent reduced area of the operculum may reduce the 

effectiveness of the opercula and/or buccal pumps, each of which is of equal 

importance for generating water flow over the gills for respiratory purposes (Hughes 

and Shelton, 1958; Saunders, 1961; Davis and Randall, 1972). In addition, short 

opercula may predispose fish to parasitic attack of the gills, such as that of isopods 

or amoebic gill disease (AGD, Clark and Nowak, 1999), in SW. Subsequently, it is 
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possible that short opercula, in combination with reduced gill surface area 

contributes to the differential mortality of triploid fish under suboptimal conditions. 

6.5.3 GFD 

The pathology of gill tissue in fish affected by GFD was similar to that of fish 

suffering from parasitic damage; for example isopod damage (pers comm. Barry 

Munday, Reader, University of Tasmania, 1999; Nowak and Bryan, 1998), which 

can occur in fish under SW conditions, but not FW conditions. Given that GFD 

occurred in juvenile triploid Atlantic salmon early in the FW phase, and there are no 

known FW parasites which exist in Tasmania, it is highly unlikely that GFD occurs 

as a result of parasitic attack. Furthermore, the absence of primary gill filament 

remnants and the epithelial structure at the proximal site of missing gill filaments 

suggests that primary filaments never developed at these sites. Therefore we 

hypothesise that GFD syndrome is a developmental deformity of the gills rather than 

a secondary condition arising from prior gill parasite infestation. 

The manifestation of GFD was often asymmetrical. Asymmetrical deformities are 

thought to be induced by environmental factors at the embryological or immediate 

post-embryological stage because the same genes determine characteristics of paired 

organs (Barahona-Fernandes, 1982). There is a possibility that water temperature 

during embryogenesis may contribute to GFD in triploid fish. Gill deformities (and 

other deformities) have previously been recorded in Atlantic salmon fry reared at 10° 

C (Baeverfjord et al., 1996; 1997). Although the routine incubation temperature for 

eggs and fry at the SALTAS hatchery is within the optimal range (8° C), a 

temperature of 10° C is applied to fertilised eggs during triploidy induction. It is 

possible that the water temperature of the triploid treatment is a causative factor of 

deformity in triploid fish. In another study, diploid Atlantic salmon subject to 

triploid induction treatment did not display deformities; however, the temperature of 

the latter triploid induction treatment is unknown (Sutterlin et al., 1987). 
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Alternatively, gill deformities affecting the branchial arches have previously been 

attributed to genetics (Hughes, 1993) and nutritional deficiency (Branson and Nieto, 

1999) in Atlantic salmon and, more specifically to vitamin C deficiency in carp 

Cyprinus carpio (Dabrowski et al., 1988). Other than genetic predisposition, 

nutrition is likely to impact post-embryology and as such may explain the increasing 

prevalence of GFD later in development, especially if it impacts on the gill arch 

growth zones. The ceratobranchial and epibranchial bones of the gill arch were 

formed by endochondral ossification (Chapter 5); that is calcium deposits are formed 

earliest in cartilagenous areas containing apparently normal chondrocytes and 

osteocytes are formed by transformation of chondrocytes in the zone of calcium 

deposition (Norris et al., 1963). The branchial bones have cartilagenous joints 
I 

(Chapter 5) and their growth is reminiscent of mammalian appendages (Norris et al., 

1963), in which the epiphyseal region of new bone development is at either end of 

the longitudinal axis of each bone, adjacent to the cartilagenous joints. New bone is 

formed at each epiphyseal region as the branchial bones increase in length during 

ontogeny (Norris et al., 1963, Chapter 5), and presumably primary gill filaments, 

which extend along the lateral edge of these bones, are recruited and develop in 

conjunction with the new bone as the bones grow. Little is known about the potential 

recruitment of additional primary gill filaments during fish development. The 

incidence of GFD at later stages of development may be caused by the failure of new 

primary gill filaments to develop in the zone of new bone growth at the cartilagenous 

epiphyseal region, as the ceratobranchial and epibranchial bones increase in length. 

If the cause is not nutritional deficiency, some other environmental disturbance 

during post-embryological development may disrupt the development of new 

primary gill fillaments culminating in the cumulative prevalence of GFD. 

The incidence of GFD did not significantly decrease the total gill surface area of 

afflicted triploid fish compared to that of triploid fish with apparently normal gills. 

This could indicate that fish with missing primary gill filaments are able to 

compensate by increasing the length of existing gill filaments; however, this was not 

assessed in the current study. Alternatively, fish with significantly reduced gill 
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surface area may have succumbed to natural selection for a critical gill surf ace area 

and died. 

Notwithstanding this, all triploids had significantly reduced gill surface area 

compared to diploids, regardless of whether they had apparently normal gills or gills 

affected by GFD. In light of the absence of differences of blood parameters and 

stress physiology of diploid and triploid populations, this reduction in relative gill 

surface area may explain high mortality levels of triploid fish under suboptimal 

culture conditions, such as high water temperatures, low dissolved oxygen levels and 

crowding. The repercussions of reduced relative gill surface area on respiration 

and/or ionic regulation in triploid fish may be detrimental under traumatic conditions 

of exhaustive exercise, seawater transfer, or infection with AGD (Clark and Nowak, 

1999) under SW conditions. It has been shown that fish regulate blood circulation in 

the gills, and although they do not utilise their full gill surface area under optimal 

pre-stress conditions, fish may require the full surface area of their gills for efficient 

blood gas exchange under conditions of hypoxia or physical exertion (Hughes, 1966; 

Booth, 1978, 1979). This phenomenon may in part explain why triploid fish which 

have a reduced gill surface area compared to their diploid counterparts, were subject 

to high mortality rates during transport and following seawater transfer in the present 

study, and similarly under suboptimal conditions in previous reports (Quillet et al., 

1987; Quillet and Gaignon, 1990; Aliah et al., 1991; Johnstone et al., 1991; Ojolick 

et.al., 1995, reviewed by Benfey, 1999). Furthermore, it is possible that reduced gill 

surface area may affect Ca+ uptake via the chloride cells of the gill lamellae (Payan 

et al., 1984). The effect of reduced gill surface area on respiration and ionic 

regulation in triploid fish under suboptimal conditions requires further investigation. 

The cause of reduced gill surface area in triploids remains unknown. 

The negative correlation between SGR at each stage of development and GFD 

prevalence most likely reflects the decrease in SGR with development (Fig. F, 

Appendix F), and the concurrent increase in the prevalence of GFD with 

development, described in section 6.3.3, rather than a direct covariance in SGR and 

GFD prevalence. 
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6.5.4 Other deformities 

Kyphosis, lordosis and scoliosis were among the other types of deformity detected in 

each population within this study. Spinal deformity is one of the most common types 

of deformity to be reported for cultured fish of various species. The heritable nature 

of spinal deformity in Atlantic salmon has been shown (McKay and Gjerde, 1986) 

and may occur in conjunction with environmental factors such as nutritional 

deficiencies (McKay and Gjerde, 1986; Soliman et al., 1986a), the presence of 

toxins (McKay and Gjerde, 1986), or changes in water salinity or temperature 

(Vagsholm and Djupvik, 1998; Baeverfjord et al., 1997). 

In species other than Atlantic salmon, environmental factors such as the presence of 

heavy metal pollution (Bengtsson et al., 1988), kepone pesticides (Couch et al., 

1977), trifluralin herbicide (Couch et al., 1979), pathogenic organisms (Bucke and 

Andrews, 1985), hypervitamintosis or excess of vitamin A (Dedi et al., 1995), 

vitamin C deficiency (Soliman et al., 1986a), excessive water flow (Backiel et al., 

1984), sub-optimal salinity (Doroshev and Aronovich, 1974), temperature, radiation/ 

light, mechanical disturbance (reviewed by Hickey, 1972) or low dissolved oxygen 

(DO) levels (Alderdice et al., 1958), have been attributed as the cause of spinal 

deformity. The onset of Lordosis in gilthead sea bream Sparus aurata (Chatain, 

1994; Andrades et al., 1996) and sea bass Dicentrarchus labrax (Daoulas et al., 

1991; Chatain, 1994) has been associated with the failure of swimbladder inflation, 

itself usually associated with suboptimal culture conditions. Further to this, it has 

been suggested that the skeletal form of fish afflicted with lordosis was influenced 

by the mechanical pressure exerted by muscle (Chatain, 1994). 

Deformities observed prior to first feeding were not detected following swim up and 

first feeding, presumably because deformed larval fish died. A previous study which 

examined body deformation in hatchery reared sea bass (Dicentrarchus labrax L.) 

showed that abnormalities which appear in larval fish are lethal (from 0 to 40 days), 

while those which become apparent only in post-larval fish (after 40 days) do not 

interfere with the survival of the fish (Barahona-Fernandes, 1982). 
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6.5.5 Sex ratio of different deformity types 

The skeletal deformities observed in this study occurred in both male and female fish 

and therefore cannot be the result of a sex-linked gene or physiological condition, 

but rather may be due to an autosomal condition (non-sex linked genotype). Other 

studies on Atlantic salmon have shown that deformities such as LID (Sutterlin et al., 

1987; Quigley, 1995) and short opercula (Sutterlin et al., 1987) can occur in both 

male and female fish. Similarly, opercula, spine, cranium, muscle and eye 

deformities detected in common carp Cyprinus carpio (Al-Harbi, 1999) and tilapia 

Oreochromis niloticus L.(Mair, 1992), have been shown to occur equally in male 

and female fish. In contrast, a higher incidence of spinal deformity in male fourhom 

sculpins, Myoxocephalus quadricomis L., compared to female fish has been 

attributed to the longer near-shore occupation of male than female fish and therefore 

longer exposure to heavy metal pollution (Bengtsson et al., 1988). Alternatively, it 

has been suggested that differential growth rates in male and female Atlantic salmon 

may contribute to the higher incidence of a congenital spinal defect in male 

compared to female fish (McKay and Gjerde, 1986). 

6.5.6 Ploidy and skeletal deformity 

The incidence of skeletal deformities in diploid and triploid Tasmanian Atlantic 

salmon stock may be caused by any of three possible mechanisms. Firstly, it is 

possible that Tasmanian Atlantic salmon are genetically prone to the aforementioned 

deformities since the Phillip River stock from which the Tasmanian Atlantic salmon 

stock originates, has a history of high deformity rates (pers comm. Brian Glebe, 

Atlantic Salmon Federation, Canada, 1999). That triploid fish displayed higher 

prevalence of skeletal deformity compared to diploid populations may be a result of 

increased heterozygosity of genes that control skeletal morphology in triploid fish 

(Allendorf and Leary, 1984). Secondly, deformities may result from the altered 

expression of genes under suboptimal environmental conditions, with modulation 

generated by morphogenic agents such as retinoic acid and growth factors (reviewed 

by Koumoundouros et al., 1997; Hall and Miyake, 1995). If suboptimal 
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environmental conditions are the trigger for skeletal deformity then the higher 

susceptibility of triploid fish to deformity under standardised culture conditions 

indicates that triploids may have different environmental requirements to diploids. 

Finally, altered metabolism may contribute to the higher incidence of skeletal 

deformity in triploid fish. The capacity to metabolise nutrients, including the ability 

to absorb and utilise dietary phospholipids, vitamins A, B, C, or D and minerals such 

as manganese, phosphorus, magnesium and zinc, may be compromised in triploid 

fish due to differences in cellular morphology (reviewed by Benfey, 1999) and 

increased heterozygosity (Allendorf and Leary, 1984), thereby affecting skeletal 

development. Alternatively, depression of osteoblasts with insufficient or excessive 

growth and thyroid hormones may in part explain why a higher prevalence of 

skeletal deformity occurred in triploid and diploid Atlantic salmon smolt subject to 

higher growth rates (FW smolt) in the current study, since alteration of osteogenic 

activity could cause dissociation of development processes (Stockard, 1921) and 

contribute to skeletal abnormality. In addition, it is possible that the significant 

decrease in relative gill surface area observed in triploid fish in the current study may 

contribute to decreased rate of calcium uptake via the chloride cells of the gill 

lamellae (Wendelaar Bonga and Flik, 1991) and thereby affect osteogenic activity 

during an increased rate of development. 

The relatively high contribution of GFD to the total deformity prevalence in triploid 

fish highlights the importance of this deformity in terms of the possible impact of 

deformity on the normal physiological function of triploid fish. In addition, acquiring 

suitable methods for the irradication of GFD would contribute greatly to the 

irradication of differential deformity prevalence in triploid fish. By comparison, 

short opercula was the most predominant deformity type observed in diploid fish, 

and although the prevalence of short opercula was comparatively higher in triploid 

fish, the magnitude of the difference between ploidy groups was small. If short 

opercula deformity impacts on the normal physiological function of afflicted fish, it 

is unlikely that it contributes greatly to the differential mortality between diploid and 

triploid fish under suboptimal conditions. 
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6.5. 7 Summary 

In summary, it has been shown that triploid Atlantic salmon are prone to a higher 

prevalence of skeletal deformity, particularly GFD and jaw deformity, than diploid 

salmon. Lower jaw deformity was occasionally detected in fish during early FW 

development, but was more prevalent in fish during the post-smolt stage both under 

FW and SW conditions, and could possibly be exascerbated by higher growth rates 

at this stage. The aetiology of skeletal deformity remains unclear, but it appears that 

the environmental requirements, particularly the nutritional requirements of triploid 

fish, or the ability of triploid fish to uptake and utilise nutrients, may differ to that of 

diploid fish and consequently may contribute to the higher incidence of skeletal 

deformity in triploid fish under standardised conditions. The reduced gill surface 

area of triploid fish may impact on either ionoregulation or respiratory efficiency 

under conditions of high oxygen demand and may contribute to high mortality under 

suboptimal culture conditions. 
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7. GENERAL DISCUSSION: 

7.1 BACKGROUND TO THIS STUDY 

This study was instigated to address a number of concerns within the Tasmanian 

Atlantic salmon industry regarding the commercial production of triploid fish. The 

first of these concerns was the perceived susceptibility of triploid fish to stress, 

either during standard husbandry procedures which involve handling and crowding, 

or when the fish are exposed to suboptimal water conditions such as high 

temperature and low dissolved oxygen levels (pers comm Harry King, Operations 

manager, SALTAS Pty Ltd., Tasmania, 1996; Mick Hortle, Manager, Tassal 

Limited, Tasmania, 1999). To date, this perception has been based on records of 

high mortality and observation of altered behaviour in triploid fish. To verify the 

biological nature of this perception, we examined the physiological stress response 

of diploid and triploid Atlantic salmon subject to confinement, both during the FW 

and SW phases of the lifecycle. We examined both the primary endocrine stress 

response and the secondary respiratory haematology stress response, since it was 

possible that one or both of these aspects may have contributed to differential 

physiological function of triploid fish under stressful conditions. 

The second concern which presents additional difficulty in the commercial 

production of triploid Atlantic salmon populations in Tasmania is the high incidence 

of lower jaw deformity observed during the SW phase of the life cycle (Jungawalla, 

1991; Hughes, 1992). The incidence of this deformity ~oes not appear to affect 

survival of afflicted fish but most likely results in ram ventilation to faciltate 

respiration in afflicted fish. Furthermore, the prevalence of LID compromises the 

quality of harvested fish. The incidence of skeletal deformities in cultured fish is 

common and has been attributed to either genetic and/or environmental parameters, 

particularly during the period of organogenesis. Prior to this study, the incidence of 

LID during early development in the FW phase of the lifecycle, had not been 
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recorded. Nor had there been a comparative study of skeletal development and the 

incidence of skeletal deformity between diploid and triploid fish under standardised 

conditions. In this study, we examined the time of onset of LID and other 

deformities in different population types, and subsequently hypothesised possible 

mechanisms by which these deformities occur. The possible impact of skeletal 

deformities on the physiological function of afflicted fish was of particular interest, 

as we found that triploid fish suffer from reduced gill surface area compared to 

diploids. 

The main premise of this study was that the differences in cellular morphology that 

exist between diploid and triploid fish may contribute to the differential 

physiological function of triploid fish, particularly with regard to stress responses, 

respiratory haematology and skeletal development, thereby accounting for the 

phenomenon observed in commercially produced triploid fish. By investigating 

potential differences in the physiology of diploid and triploid fish it was hoped that 

this study may provide suggestions as to how to improve production management 

procedures and the quality of triploid fish. 

7.2 STRESS RESPONSES 

The study of stress responses in triploid fish is novel. Prior to the commencement of 

the current study, the only other study which has examined the primary stress 

response of triploid fish is that of Biron and Benfey (1994), in which brook trout 

Salvelinus fontinalis were subject to acute handling stress under FW conditions. The 

current study expands upon this earlier work and examined the effect of confinement 

on the primary stress response in triploid salmonids under FW and SW conditions, 

both of which is pertinent to commercial husbandry practices (Chapter 3; Sadler et 

al., 2000b ). 

In this study, changes in plasma cortisol and plasma lactate levels following 

confinement of diploid and triploid Atlantic salmon, both before (FW parr) or after 

(SW smolt) transfer to sea water did not differ significantly with ploidy status. 
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Confinement elevated plasma cortisol and plasma lactate from pre-stress control 

levels irrespective of ploidy status, at both the FW parr and SW smolt stages. The 

duration of confinement (1,3 or 6 hours) affected the magnitude of the plasma 

cortisol and plasma lactate responses in SW smolt, but within each treatment these 

levels did not vary with ploidy status. Furthermore, plasma cortisol levels in both 

diploid and triploid SW smolt subject to 2 hours of confinement, decreased to pre­

stress levels within 6 hours post-confinement, although plasma lactate levels did not 

fully recover to pre-stress levels for the duration of the experiment(> 48 hours). The 

values recorded in the current study were similar to those previously recorded for 

diploid salmonids. The results indicated there was no significant difference in the 

primary stress response of Atlantic salmon with ploidy status (Chapter 3; Sadler et 

al., 2000b), which is in agreement with the findings of Biron and Benfey (1994). 

Furthermore, the extent of anaerobic metabolism under the current experimental 

conditions was similar between diploid and triploid Atlantic salmon (Chapter 3; 

Sadler et al., 2000b). These results were supported by those of the more detailed 

examination of the secondary haematological responses in diploid and triploid 

Atlantic salmon (Chapter 4; Sadler et al., 2000a). 

The findings of this study were surprising given the differential mortality of triploid 

fish under suboptimal commercial culture conditions and the ubiquitous perception 

among salmon farmers that triploids are more susceptible to stress. Furthermore, we 

expected there to be a differential stress response, as indicated by a difference in the 

magnitude or the time of onset of the plasma cortisol response due to differences in 

cell morphology within the endocrine and vascular tissues between diploid and 

triploid fish. We found a trend of delayed secretion of plasma cortisol in triploid fish 

compared to diploid fish; however, this was not statistically significant. Biron and 

Benfey (1994) reported a similar trend in an unpublished study of triploid rainbow 

trout Oncorhynchus mykiss. 
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7.3 RESPIRATORY HAEMATOLOGY 

In the absence of a difference in the primary stress response of diploid and triploid 

Atlantic salmon, it was hypothesised that differences in the cellular morphology of 

erythrocytes may contribute to compromise aerobic capacity or respiratory efficiency 

in triploid Atlantic salmon under suboptimal conditions. The study of the 

haematology of triploids is not novel. Other authors have examined various 

haematological parameters, including Hct, RBCC, Hb, plasma glucose, plasma 

lactate and blood oxygen affinity at a single level of blood plasma pH (Graham et 

al., 1985) in pre-stress diploid and triploid salmonids. These previous works have 

however provided conflicting results (reviewed by Benfey, 1999). The current study 

expanded upon previous studies by examining the effects of confinement on 

haematological parameters in diploid and triploid Atlantic salmon. In addition, we 

examined blood rheology and changes in blood oxygen affinity and saturation with 

decreased plasma pH, the latter occuring under conditions of exercise and stress 

(Chapter 4; Sadler et al., 2000a). Despite having larger, fewer erythrocytes, under 

the current experimental conditions triploid Atlantic salmon SW smolt had similar 

blood oxygen carrying capacity, blood viscosity and haematological stress responses 

to diploid SW smolt. 

It is possible that under extreme commercial culture conditions such as those 

experienced at harvest, a combination of exhaustive exercise, handling and 

confinement stress and hypoxia, have an additive effect such that triploid fish are 

physiologically compromised. Thomas (1999) found that a combined exercise and 

stress treatment resulted in significantly high~r plasma cortisol levels in diploid 

Atlantic salmon, whereas an exercise or stress treatment alone, did not. Furthermore, 

although this study did not find any statistically significant differences in 

physiological parameters of stress and respiratory haematology with ploidy status, it 

may be that a combination of the subtle differences in various haematological 

parameters, and/or the significantly decreased gill surface area in triploid fish 

(Chapter 6) contribute to the compromised respiratory function of triploid fish under 

extreme culture conditions. The effects of chronic stress, hypoxia, exhaustive 
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exercise and reduced gill surface area on stress responses and respiration in triploid 

Atlantic salmon have yet to be investigated. 

Alternatively, the parentage of the different experimental populations may have 

masked possible differences in the stress response between diploid and triploid 

individuals. A recent study of the immunological response of triploid rainbow trout 

showed that there was variation in the differential response of diploid and triploid 

fish according to family groups (pers comm. Dr. Anne Bowden, University of 

Glasgow, Scotland, 1999, unpublished data). Within some families produced by 

single male and female crosses, there were significant differences between diploid 

and triploid siblings, whereas in other families there was no difference between 

diploid and triploid siblings (pers comm. Dr. Anne Bowden, University of Glasgow, 

Scotland, 1999, unpublished data). In this study, each population consisted of 

progeny from an outcrossed group of broodfish (gametes from a number of males 

and females were pooled), and therefore there is the possibility that any potential 

differences between different diploid and triploid fish could be masked by infra­

family variation. 

Not-with-standing these possibilities, the weight of evidence in the current study 

suggests that whatever the cause of high mortality rates in triploid populations under 

suboptimal husbandry conditions, it most likely is not due to differential primary 

endocrine or secondary haematological stress mechanisms. Nor is it likely to be 

associated with blood oxygen carrying capacity or blood viscosity. The reason for 

differential mortality in triploid fish lies in some other physiological mechanism. 

Z4 SKELETALDEVELOPMENTANDDEFORMITY 

The high incidence of skeletal deformity in triploid fish compared to diploid fish 

following first feeding (Chapter 6) is a strong indication that triploid fish respond to 

their environment in a different way to diploid fish. However, whether this is due to 

epigenetic factors (environmental/physiological factors which influence phenotype) 

or morphogenetic factors (morphological genotype) is unclear. The types of 
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deformity observed in fish, including short opercula, gill deformity, jaw deformity 

and spinal deformity, have all been reported to occur in salmonids and other species, 

under conditions of vitamin C deficiency, or perterbations in culture parameters 

during embryological development, such as water temperature. The salmon growout 

feed (GIBSONS) used in the current study, is formulated to provide sufficient 

vitamins and minerals, according to the nutritional requirements of salmonids (pers 

comm. Rhys Hawler, Researcher, Gibsons, Tasmania, 1999) and, given that 

environmental conditions were standardised between populations throughout 

development, it is likely that the physiological function of triploids, such as vitamin 

and mineral absorption, and/or the genetic make-up of triploid fish contributes to the 

higher incidence of deformity (Chapter 6). Hughes (1993) found that although there 

can be symptoms of vitamin C deficiency in both diploid and triploid fish, only the 

triploid fish will show high incidence of skeletal deformity. 

If vitamin deficiency contributes to the high incidence of deformity in triploid fish, it 

remains unclear as to why triploid fish would absorb or utilise vitamins and minerals 

in a different fashion to diploids. It has previously been suggested that stress can 

affect vitamin C requirements (reviewed by Li et al., 1998), and in view of the 

previously held belief that triploid fish are more susceptible to stress than diploid 

fish, it follows that differential stress levels could possibly contribute to vitamin and 

mineral deficiency in triploid fish. However, the results of the current study 

(Chapters 3 & 4; Sadler et al., 2000a, 2000b) and those of Biron and Benfey (1994) 

show there is little difference in the primary physiological stress response of triploid 

salmonids compared to that of diploid salmonids and therefore it is unlikely that 

stress levels are related to the incidence of deformity. Conversely, there is the 

possibility that deformity contributes to differential stress levels in deformed 

individuals. 

The high incidence of skeletal deformities in triploid populations may also 

contribute to the high mortality observed in these fish. Other studies have indicated 

that skeletal deformity, such as short opercula, jaw deformity and spinal deformity 

can affect the growth and survival of afflicted individuals, presumably due to the 
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effects on feeding and on the buccal pump used for respiration. In particular, the 

significantly reduced gill surface area of normal triploid fish and triploid fish 

affected by gill filament deformity, compared to that of normal diploid fish (Chapter 

6), may compromise ionoregulation and/or respiratory gas and metabolite exchange 

in these fish, under conditions of high oxygen demand or low oxygen availability. 

This may explain previous reports that triploid populations suffer high mortality 

under conditions of high temperature or low dissolved oxygen levels; however, 

further examination of differential gill function and the possible effects of reduced 

gill surface area in diploid and triploid fish is required. 

Comparative study of skeletal development between diploid and triploid Atlantic 

salmon is completely novel and offers the unique opportunity to examine the 

possible effect of the intraspecific difference in cell size on skeletal differentiation, 

morphology and ossification. Although there are studies which describe the 

development of various parts of the skeleton in salmonids, the synchronous 

development of the complete skeleton of Atlantic salmon, particularly for triploid 

Atlantic salmon, does not exist. This study describes the skeletal ontogeny of 

different populations of Atlantic salmon, which was found to be similar between 

populations under standardised conditions, regardless of sex or ploidy status 

(Chapter 5). This is surprising, since it was thought that the differences in cellular 

morphology between diploid and triploid fish could potentially change the temporal 

onset of cell condensation, chondrification and ossification, due to the potentially 

different cellular energetics and inter-cellular communication (Chapter 5). This 

investigation highlights the capacity for normal skeletal development in triploids and 

suggests that environmental factors may influence the phenotypic expression of 

skeletal deformity in triploid Atlantic salmon. In addition, the current study provides 

a sound reference for aquaculturalists interested in the relative development of 

different parts of the skeleton in Atlantic salmon. 
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7.5 CONCLUSIONS 

The primary and secondary stress responses of triploid Atlantic salmon following 

confinement were not different to diploid Atlantic salmon, both under FW and SW 

conditions, despite differences in cellular morphology with ploidy status. 

Furthermore, there were few significant differences in the blood oxygen carrying 

capacity and blood viscosity of diploid and triploid Atlantic salmon. It is unlikely 

that the primary and secondary physiological stress responses and respiratory 

haematology contribute to any difference in the performance or mortality of triploids 

during management practices. 

Triploid Atlantic salmon were susceptible to a higher incidence of skeletal deformity 

post-first feeding, which appears to be due to a differential phenotypic response to 

environmental factors rather than the capacity for normal skeletal development in 

triploid fish, since initial skeletal ontogeny and larval deformity rates were similar 

between diploid and triploid populations. 

Triploid Atlantic salmon with either normal gills or gills affected by GFD had a 

reduced gill surface area index compared to that of diploid salmon and the 

repercussions of this phenomenon on respiration under conditions of exhaustive 

exercise or on ionoregulation is unknown, but may contribute to a potential 

difference in the performance of triploids, particularly during stressful management 

procedures. 
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APPENDIX A 

Milt extender solution 

36.0 g Potasium Chloride (KCl) 

9.6 g Sodium Chloride (NaCl) 

2.0 g Sodium Dihydrogen Orthophosphate (NaH2P04.H20) 

1.2 g Magnesium Sulphate (MgS04.7H20) 

1.2 g Calcium Chloride (CaCl2) 

5.0 g Sodium Hydrogen Carbonate (NaHC03) 

5.0 g Glucose (C6H 1206) 

Dissolve in de-ionised water and make up to 5 litres. 

Milt Activator solution 

45.0 g Sodium Chloride (Na Cl) 

6.0 g Tris (Hydroxymethyl) Methylamine 

4.0 g Glycine (Aminoacetic acid) 

Dissolve in de-ionised water and make up to 9 litres. 
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APPENDIXB 

Table A. Mean(± SE) total wet weight (TWWt.) of four Atlantic salmon 
populations; all-female diploids (FD), mixed sex diploids (MD), all-female triploids 
(Ff) and mixed sex triploids (MT), at different stages of development. Accumulated 
temperature units (ATU = 0 days) represent development post-fertilisation. * 
denotes significant difference between diploid and triploid populations at each stage, 
"denotes significant difference between all-female and mixed sex populations at 
each stage, "4810SW" indicates SW smolt, "4928FW" indicates smolt maintained in 
FW, n = 20 - 200 according to Table 2 (Chapter 2). 

ATU (0 days) FD MD FT MT 

772 0.16 ± 0.004 0.16 ± 0.005 0.15 ± 0.003 0.15 ± 0.004 
843 0.17 ± 0.003 0.17 ± 0.005 0.17 ± 0.005 0.17 ± 0.004 
913 0.20 ± 0.002* 0.20 ± 0.003* 0.18 ± 0.0025 0.17 ± 0.003 
1510 1.05 ± 0.027* 0.99 ± 0.023* 0.85 ± 0.02 0.82 ± 0.025 
2350 6.23 ± 0.16 * 6.53 ± 0.15* 5.55 ± 1.41 5.45 ± 0.124 
3118 27.49 ± 0.56 29.36 ± 0.53" 30.58 ± 0.55* 31.57 ± 0.58*" 
4026 57.99 ± 3.36 55.55 ± 1.09 57.71 ± 1.4 63.02 ±2.08 
4202 67.83 ± 1.25 66.56 ± 1.03" 65.04 ± 1.17 72.07 ± 1.16" 
4810SW 91.0 ± 1.94* 87.3 ± 1.81 * 78.69 ± 1.97 86.66±1.98 
4928FW 157.21±2.17* 153.54 ± 2.1 * 135.41 ± 1.82 141.7 ± 2.39 

Table B. Mean(± SE) fork length (FL) of four Atlantic salmon populations; all­
female diploids (FD), mixed sex diploids (MD), all-female triploids (Ff) and mixed 
sex triploids (MT), at different stages of development. Accumulated temperature 
units (ATU = 0 days) represent development post-fertilisation. *denotes significant 
difference between diploid and triploid populations at each stage, A denotes 
significant difference between all-female and mixed sex populations at each stage, 
"4810SW" indicates SW smolt, "4928FW" indicates smolt maintained in FW, n = 
20 - 200 according to Table 2 (Chapter 2). 

ATU (0 days) FD MD FT MT 

772 2.75 ±0.02 2.76 ±0.02 
843 2.77 ± 0.02 2.78 ± 0.03 2.82 ±0.02 2.79 ±0.02 
913 2.9 ± 0.01" 2.86 ± 0.01 2.87 ± 0.01" 2.86 ± 0.01 
1510 4.61±0.04* 4.6 ± 0.03* 4.36 ± 0.04 4.37 ±0.05 
2350 8.05 ± 0.07* 8.14 ± 0.06* 7.83 ± 0.06 7.7 ± 0.06 
3118 12.86 ± 0.09 13.3 ± 0.10" 13.36 ± 0.09* 13.53 ± 0.09*" 
4026 16.87 ± 0.33 16.76 ± 0.11 17.07 ± 0.13* 17.52±0.16* 
4202 17.94 ± 0.14 18.04 ± 0.12" 18 ± 0.12* 18.49 ± 0.10*" 
4810SW 20.63 ± 0.12* 21.24 ± 1.0* 20.4 ± 0.13 20.86 ± 0.12 
4928FW 24.39 ± 0.10* 24.38 ± 0.11 * 23.91±0.09 24.1±0.13 
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Cortland's physiological saline solution (Wolf, 1963) 

Stock solution A (1 L) 

72.5 g Sodium chloride (NaCl) 

2.3 g Calcium chloride (CaCh) 

3.8 g Potassium chloride (KCl) 

4.1 g Sodium dihydrogen orthophosphate (NaH2P04.H20) 

2.03 g Magnesium chloride (MgCh.6H20) 

2.3 g Magnesium sulphate (MgS04.7H20) 

Stock solution B (1 L) 

10.0 g Sodium carbonate (NaC03) 

Cortland's Solution (lL) 

100 ml Solution A 

100 ml Solution B 

800 ml Distilled water (DW) 

1 g Glucose 

1 g Bovine Serum Albumin 
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APPENDIXD 

Taylor's double staining and clearing technique (Taylor and Van Dyle, 1985) 

with modifications 

1) Fixation: 

- Fix fresh material in 10% buffered neutral formalin (10 x volume of sample for 2 

days or longer). 

2) Dehydration: 

-Transfer specimens to 30%, 50%, then 70% ethanol (specimens can be stored in 

70% Ethanol) 

- Further dehydrate in 95% ethanol, then 2 changes of 100% ethanol for 1 - 4 hours 

each. Leave in 100% ethanol for 1 - 2 days, depending on the specimen size. . 

- Note: Eviscerate specimens as much as possible. Ensure complete dehydration for 

effective alcian blue staining. 

3) Staining with Alcian blue: 

- Add 0.3g alcian blue to mixture of 400ml glacial acetic acid: 600ml ethanol 

(Solution has shelf life of 3 - 4 weeks) OR Acid free method is advised if calcium 

loss is to be avoided (Scott, 1985): 1 % alcian blue in 0.15 M sodium acetate with 

0.05 M magnesium chloride. 

- Place specimens directly in alcian blue solution (10 x volume of specimen for 1 - 2 

days or until specimen fully stained) 

4) Neutralisation: 

- Transfer specimens to 1 % potassium hydroxide (KOH) (50 x volume of specimen) 

for 1 - 2 days. Change solution at end of lst day if specimens are large. 
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5) Bleaching: 

- Bleach in a solution of 1 part 3% hydrogen peroxide (H20 2) and 9 parts 1 % KOH 

solution (10 x volume of specimen) OR 1 part 30% H20 2 and 9 parts 4% KOH (for 

large specimens). Make solution fresh from stock solutions. 

- Place specimens (in bleach solution) in sun-light until heavily pigmented areas are 

pale. Small specimens take ~ 2 hours. 

6) Clearing: 

- Enzyme buffer solution= 3 parts saturated sodium borate (Na2B407.H20) and 7 

parts DW. 

- Add lg trypsin(= 0.5 teaspoon) to 1 L enzyme buffer solution. Stir gently to 

dissolve. 

- Immerse bleached specimens in enzyme solution (10 - 40 x volumeof specimens) 

at 20 - 30°C. Change solution every 2 days until clear. Small specimens take ~ 2 

days. 

7) Staining with Alizarin Red: 

- Add Alizarin red to 1 % KOH until KOH turns a deep purple. 

- Transfer enzyme treated specimens to Alizarin red solution until bone structures 

are stained (1 - 2 days). 

8) Final clearing: 

- Rinse Alizarin red specimens in DW to clear OR, soak in enzyme buffer solution if 

there is still protein to be digested (step 6). 

9) Glycerin storage: 

- Work specimens through a glycerin series (40% glycerin in 1 % KOH, 70% 

glycerin in 1 % KOH, 100% glycerin) 

- Store specimens in pure glycerin to which a few crystals of thymol have been 

added (Thymol inhibits growth of moulds and bacteria). 



Figure A. Lateral view of the cranium of a stained and cleared (Taylor and 
Van Dyke, 1985) Atlantic salmon fry. 
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Figure A. Photographic contact print of the full complement of branchial arches dissected from (a) a normal Atlantic salmon 
SW smolt and (b) an Atlantic salmon smolt afflicted with gill filament deformity syndrome (GFD). Arrows denote regions 
of missing primary gill filaments. 

a) 
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APPENDIXF 
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Figure A. Variation in prevalence of lower jaw deformity at each stage of 
development with specific growth rate of each population at each stage. 
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Figure B. Variation in prevalence of short opercula at each stage of development 
with specific growth rate of each population at each stage. 
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Figure C. Mean total wet weight(± SE) of SW smolt (4894° days) affected by gill 
filament deformity (GFD), short opercula or jaw deformity and normal SW smolt 
from four populations, all-female diploids (FD), all-female triploids (FT), mixed sex 
diploids (!\.ID) and mixed sex triploids (MT). Superscripts denote sample numbers. 
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Figure D. Mean fork length(± SE) of SW smolt (4894° days) affected by gill 
filament deformity (GFD), short opercula or jaw deformity and normal SW smolt 
from four populations, all-female diploids (FD), all-female triploids (FT), mixed sex 
diploids (MD) and mixed sex triploids (MT). Superscripts denote sample numbers. 
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Figure E. Mean condition factor(± SE) of SW smolt (4894° days) affected by gill 
filament deformity (GFD), short opercula or jaw deformity and normal SW smolt 
from four populations, all-female diploids (FD), all-female triploids (FT), mixed sex 
diploids (MD) and mixed sex triploids (MT). Sample numbers as per Figs C & D. 
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Figure F. Specific growth rates of four Atlantic salmon populations; all-female 
diploids, all-female triploids, mixed sex diploids and mixed sex triploids, during 
development in freshwater (FW) and seawater (SW). Accumulated temperature units 
(ATU = 0 days) represent development post-fertilisation. Black symbols denote parr 
and smolt held in FW. Grey symbols denote smolt held in SW. Arrow indicates time 
of SW transfer. 



References 



REFERENCES 

I 

Alderdice, D. F., Wickett, W. P. & Brett, J. R. (1958). Some effects of temporary exposure to low 
dissolved oxygen levels on Pacific salmon eggs. Journal of the Fisheries Research Board of 
Canada 15, 229-249. 

254 

Alderman, D. J. (1991). Malachite green and alternatives as therapeutic agents. In Aquaculture and the 
Environment. (De Pauw, N. & Joyce, J., eds.) Vol.16, pp. 234-244. Gent, Belgium: European 
Aquaculture Society. 

Alderman, D. J. & Clifton-Hadley, R. S. (1993). Malachite green: a pharmacokinetic study in rambow 
trout Oncorhynchus mykiss (Walbaum). Journal of Fish Diseases 16, 297-311. 

Al-Harbi, A. H. (1999). Skeletal deformities in cultured common carp, Cyprinus carpio L. Proceedings of 
the 9th International European Association of Fish Pathology Conference, Rhodes, Greece, 
I999. 

Ahah, R. S., Inada, Y., Yamaoka, K. & Taniguchi, N. (1991). Effects of triploidy on haematological 
characteristics and oxygen consumption of ayu. Nippon Suisan Gakkaishi 51, 833-836. 

Allen, K., Gagnon, J. L. & Hidu, H. (1982). Induced triploidy m the soft-shell clam: cytogenic and 
allozymic confirmation. The Journal of Heredity 73, 421-428. 

Allen, S. K. (1983). Flow cytometry: assaying expenmental polyploid fish and shellfish. Aquaculture 33, 
317-328. 

Allendorf, F. W. & Leary, R. F. (1984). Heterozygosity in gynogenetic diploids and triploids estimated by 
gene-centromere recombination rates. Aquaculture 43, 413-420. 

Anderson, H. C. (1969). Vesicles associated with calcified in the matrix of epiphyseal cartilage. Journal 
of Cell Biology 41, 59-72. 

Andrades, J. A., Becerra, J. & Fernandez-Llebrez, P. (1996). Skeletal deformities m larval juvenile and 
adult stages of cultured gilthead sea bream Sparus aurata L. Aquaculture 141, 1-11. 

Backiel, T., Kokyrewicz, B. & Ogorzalek, A. (1984). High incidence of skeletal anomalies in carp 
Cyprinus carpio, reared in cages in flowing water. Aquaculture 43, 369-380. 

Baeverfjord, G., Lein, I., Asgard, T. & Rye, M. (1997). Shortened operculae in Atlantic salmon Salmo 
salar L. fry reared at high temperatures. ABSTRACT ONLY. Proceedings of the 8th 
International European Association of Fish Pathology Conference, Edmburgh, Scotland. 

BaeverfJord, G., Lem, I., Asgard, T., Rye, M. & Storset, A. (1996). Survival of Atlantic salmon fry (Salmo 
salar) after iodophore disinfection of eggs and incubation at medium or high temperatures. 
Sundalsora, Norway: AKV AFORSK (Institute of Aquaculture Research). 

Baldwin, J. & Wells, R. M. G. (1990). Oxygen transport potential in tropical elasmobranchs from the 
great bamer reef: relationship between haematology and blood viscosity. Journal of ,., 
Experimental Marine Biology and Ecology 144, 145-155. 



References 255 

Barahona-Fernandes, M. H. (1982). Body deformat10n in hatchery reared European sea bass 
Dicentrarchus labrax (L): types, prevalence and effect on fish survival. Journal of Fish Biology 
21, 239-249. 

Barker, C. J., Beck, M. L. & Biggers, C. J. (1983). Haematologic and enzymatic analysis of 
Ctenopharyngodon idella x Hypophthalmichthys nobilis Fl hybrids. Comparative Biochemistry 
and Physiology 14A, 915-918. 

Barnett, C. W. & Pankhurst, N. W. (1998). The effects of common laboratory and husbandry practices on 
the stress response of greenback flounder Rhombosolea tapirina (Gunther, 1862). Aquaculture 
162, 313-329. 

Barton, B. A. (1997). Stress in finfish: past, present and future - a historical perspective. In Fish Stress 
and Health in Aquaculture (Iwama, G. K., Pickering, A. D., Sumpter, J.P. & Schreck, C. B., 
eds.), pp 1-33. Cambridge, UK: Cambridge University Press. 

Barton, B. A. & Iwama, G. K. (1991). Physiological changes in fish from stress in aquaculture with 
emphasis on Lhe response am.l effecls of crnticosteroids. Annual Review of Fish Diseases, 3-26. 

Barton, B. A., Peter, R. E. & Paulencu, C.R. (1980). Plasma cortisol levels of fingerling rainbow trout 
(Salmo gairdneri) at rest and subjected to handling confinement, transport and stocking. 
Canadian Journal of Fisheries and Aquatic Sciences 37, 805-811. 

Barton, B. A. & Schreck, C. B. (1987). Influence of acclimation temperature on interrenal and 
carbohydrate stress responses in juvenile chinook salmon (Oncorhynchus tshawtscha). 
Aquaculture 62, 299-310. 

Barton, B. A., Schreck, C. B., Ewing, R. D., Hemmingsen, A. R. & Patino, R. (1985). Changes in plasma 
cortisol during stress and smoltification in coho salmon, Oncorhynchus kisutch. General and 
Comparative Endocrinology 59, 468-471. 

Barton, B. A., Schreck, C. B. & S1gismondi, L. A. (1986). Multiple acute disturbances evoke cumulative 
physiological stress responses mjuvenile chinook salmon. Transactions of the American 
Fisheries Society 115, 245-251. 

Benesch, R. E., Benesch, R. & Yung, S. (1973). Equations for the spectrophotometric analysis of 
haemoglobin mixtures. Analytical Biochemistry 55, 245-248. 

Benfey, T. J. (1991). The physiology of triploid salmonids in relation to aquaculture. In Proceedings of 
the Atlantic Canada Workshop on Methods for the Production of Non-maturing Salmonids Feb 
19-21, 1991, Dartmouth, Nova Scotia (Pepper, V.A., ed.), pp 73-80. St. Johns, Newfoundland, 
Canada: Dept. of Fisheries and Oceans. 

Benfey, T. J. (1996). Use of all-female and triploid salmonids for aquaculture in Canada. Bulletin of the 
Aquaculture Association of Canada 2, 6-8. 

Benfey, T. J. (1998). Use of triploid Atlantic salmon (Salmo salar) for aquaculture. Department of 
fisheries and Oceans Research Document 98/166. 

Benfey, T. J. (1999). The physiology and behaviour of triploid fishes. Reviews in Fisheries Science 1, 39-
67. 



References 256 

Benfey, T. J., Bosa, P. G., Richardson, N. L. & Donaldson, E. M. (1988). Effectiveness of a commercial­
scale pressure shocking device for producing tripl01d salmonids. Aquacultural Engineering 1, 
147-154. 

Benfey, T. J., Dye, H. M. & Donaldson, E. M. (1990). Induced vitellogenesis in triploid coho salmon 
Oncorhynhus kisutch. Aquaculture 85, 318. 

Benfey, T. J. & Sutterlin, A. M. (1984a). The haematology of triploid landlocked Atlantic salmon (Salmo 
salar). Journal of Fish Biology 24, 333-338. 

Benfey, T. J. & Sutterlm, A. M. (1984b). Oxygen utilisation by triploid landlocked Atlantic salmon 
(Salmo salar). Aquaculture 42, 69-73. 

Benfey, T. J. & Sutterlin, A. M. (1984c). Triploidy induced by heat shock and hydrostatic pressure in 
Atlantic salmon (Salmo salar L.). Aquaculture 36, 359-367. 

Benfey, T. J. & Sutterlm, A. M. (1984d). Growth and gonadal development in triploid landlocked Atlantic 
salmon (Salmo salar L. ). Canadian Journal of Fisheries and Aquatic Sciences 41, 1387-1392. 

Benfey, T. J., Sutterlin, A. M. & Thompson, R. J. (1984). Use of erythrocyte measurements to identify 
triploid salmonids. Canadian Journal of Fisheries and Aquatic Sciences 41, 980-984. 

Bengtsson, A., Bengtsson, B. E. & Lithner, G. (1988). Vertebral defects in fourhom sculpin 
Myoxocephalus quadricornis L. exposed to heavy metal pollution in the gulf of Bothnia. Journal 
of Fish Biology 33, 517-529. 

Biron, M. (1993). Primary and secondary responses to acute stress in triploid rainbow trout and brook 
trout. Masters Thesis, University of New Brunswick, Fredericton, Canada. 

Biron, M. & Benfey, T. J. (1994). Cortisol, glucose and haematocrit changes during acute stress, cohort 
sampling and the diel cycle in diploid and triplmd brook trout (Salvelmus fontinalis). Fish 
Physiology and Biochemistry 13, 153-160. 

Bisbal, G. A. & Specker, J. L. (1991). Cortisol stimulates hypo-osmoregulatory ability in Atlantic salmon, 
Salmo salar. Journal of Fish Biology 39, 421-432. 

Bjomsson, B. T., Yamauchi, K., Nishioka, R. S., Denos, L. J. & Bern, H. A. (1987). Effects of 
hypophysectomy and subsequent hormonal replacement therapy on hormonal and 
osmoregulatory status of coho salmon, Oncorhynchus kisutch. General and Comparative 
Endocrinology 68, 421-430. 

Blanc, J.M., Poisson, H. & Vallee, F. (1992). Survival growth and sexual maturation of the triploid 
hybrid between rainbow trout and Arctic char. Aquatic Live Research 5, 15-21. 

Boesgaard, L., Nielsen, M. E. & Rosenkilde, P. (1993). Moderate exercise decreases plasma cortisol 
levels in Atlantic salmon (Salmo salar). Comparative Biochemistry and Physiology 106A, 641-
643. 

Boeuf, G., Seddiki, H., LeRoux, A., Severe, A. & LeBail, P. (1994). Influence of triploid status on 
salmonid smoltification. Aquaculture 121, 300. 

Bolla, S. & Holmefjord, I. (1988). Effect of temperature and hght on development of Atlantic halibut 
larvae. Aquaculture 74, 355-358. 



References 257 

Bond, C. E. (1996). Biology of Fishes. Florida: Saunders College Publishing. 

Bonucci, E. (1967). Fine structure of early cartilage calcification. Journal of Ultrastructural Research 20, 
33-50. 

Bonucci, E. (1969). Further investigation on the organic/inorganic relationships in calcifying cartilage. 
Calcifying Tissue Research 3, 38-54. 

Booth, J. H. (1978). The distribution of blood flow in the gills offish: application of a new technique to 
rainbow trout. Journal of Experimental Biology 73, 119-129. 

Booth, J. H. (1979). Circulation in trout gills: the relationship between branchial perfusion and the width 
of the lamellar blood space. Canadian Journal of Zoology 57, 2183-2185. 

Booth, R. K., Kieffer, J. D., Davidson, K., Bielak, A. T. & Tufts, B. L. (1995). Effects of late season 
catch and release on anaerobic metabolism acid-base status, survival and gamete viability in wild 
Atlantic salmon (Salmo salar). Canadian Journal of Fisheries and Aquatic Sciences 52, 283-
290. 

Boulanger, Y. (1991). Performance comparison of all-female diploid and triplmd brook trout. In 
Proceedings of Atlantic Canada Workshop of Non-maturing Salmonids Feb. 19-21, 1991, 
Dartmouth, Nova Scotia (Pepper, V. A., ed.), pp 111-119. St. Johns, Newfoundland, Canada: 
Dept. of Fishenes and Oceans. 

Branson, E. J. & Nieto, D. (1999). Jaw deformities in Atlantic salmon (Salmo salar) in Chile. 
ABSTRACT ONLY. Proceedings of the 9th International European Association of Fish 
Pathology Conference, Rhodes, Greece, 1999. 

Brobbel, M. A., Wilkie, M. P., Davidson, K., Kieffer, J. D., Bielak, A. T. & Tufts, B. L. (1996). 
Physiological effects of catch and release angling in Atlantic salmon (Salmo salar) at different 
stages of freshwater migration. Canadian Journal of Fisheries and Aquatic Sciences 53, 2036-
2043. 

Brown, D., Landeghem, K. V. & Schuele, M. (1997). Australian Aquaculture: Industry profiles for 
selected species. Canberra: ABARE. 

Brown, S., Bales, J. G. & Toshiaki, J. H. (1986). A protocol for estimation of cortisol plasma clearance in 
acid exposed rambow trout (Salmo gairdneri). General and Comparative Endocrinology 62; 
493-502. 

Bruno, D. W. (1990). Jaw deformity associated with farmed Atlantic salmon (Salmo salar). Veterinary 
Record 126, 402-403. 

Bruno, D. W. & Poppe, T. T. (1996). The colour atlas of salmonid diseases. London, Academic Press. 

Bucke, D. & Andrews, C. (1985). Vertebral abnormalities in chub Leuciscus (Squalius) cephalus L. 
Bulletin of the European Association of Fish Pathologists 5, 3. 

Bushnell, P. G., Steffenen, J. F. & Johansen, K. (1984). Oxygen consumpt10n and swimming performance 
in hypoxia-acclimated rainbow trout Salmo gairdneri. Journal of Experimental Biology 113, 
225-235. 

Bye, V. J. & Lmcoln, R. F. (1986). Commercial methods for the control of sexual maturation in rainbow 
trout. Aquaculture 57, 229-309. 



References 258 

Chatain, B. (1994). Abnormal swimbladder development and lordosis in sea bass (Dicentrarchus labrax) 
and sea bream (Sparus auratus). Aquaculture 119, 371-379. 

Chourrout, D. (1984). Pressure induced retention of second polar body and suppression of first cleavage 
m rainbow trout: production of all-triploids, all-tetraploids and heterozygous and homozygous 
diploid gynogenetics. Aquaculture 36, 111-126. 

Chourrout, D., Chevassus, B., Krieg, F., Happe, A., Burger, G. & Renard, P. (1986). Production of 
second generation triploid and tetraploid rainbow trout by mating tetraploid males and diploid 
females - potential of tetraploid fish. Theoretical Applications of Genetics 12, 193-206. 

Clark, A. & Nowak, B. F. (1999). Field mvestigations of amoebic gill disease in Atlantic salmon, Salmo 
salar in Tasmania. Journal of Fish Diseases 22, 1-11. 

Cobcroft, J.M. (1996). Gonad development, milt characteristics and fertility of neomale rainbow trout 
(Oncorhynchus mykiss). Honours Thesis, School of Aquaculture, University of Tasmania, 
Launceston, Tasmania, Australia. 

Cobcroft, J.M., Sadler, J., Pankhurst, P. M. & Hart, P.R. (in prep). Jaw development and deformity m 
cultured striped trumpeter Latris lineata. Aquaculture 

Copp, D. H. (1969). The ultimobranchial glands and calcium regulation. In Fish Physiology (Hoar, W. S. 
& Randal, D. J., eds.) Vol. II Florida: Academic Press Inc. 

Couch, J. A., Winstead, J. T. & Goodman, L. R. (1977). Kepone-mduced scoliosis and its histological 
consequences in fish. Science 197, 585-587. 

Couch, J. A., Winstead, J. T., Hansen, D. J. & Goodman, L. R. (1979). Vertebral displasia m young fish 
exposed to herbicide trifluran. Journal of Fish Diseases 2, 35-42. 

Crouch, D. E., Yasutake, W. T. & Rucker, P.R. (1973). Open-Jaw syndrome in chinook salmon 
(Oncorhynchus tshawytscha) at a hatchery. Journal of the Fisheries Research Board of Canada 
30, 1890-1892. 

Dabrowski, K., Hinterleitner, S., Sturmbauer, C., El-Fiky, N. & Wieser, W. (1988). Do carp larvae 
require vitamin C? Aquaculture 72, 295-306. 

Dacie, J. V. & Lewis, S. N. (1984). Practical Haematology. Edinburgh: Churchill Livingstone. 

Davies, P. E. (1995). Water quality associated.with the operations of SALTAS salmon hatchery and 
rearing facilities at Wayatinah and Florentine, Tasmania. Sandy Bay, Tasmania: Freshwater 
Systems. 

Davis, J. C. & Randall, D. J. (1973). Gill irrigatmn and pressure relationships in rainbow trout (Salmo 
gairdneri). Journal of the Fisheries Research Board of Canada 30, 99-104. 

De Beer, G. (1971). Development of the vertebrate skull. Oxford, UK: Oxford University Press. 

De Beer, G. R. (1927). The early development of the chondrocramum of Salmo fario. Quarterly Journal 
of Microbiological Science 71, 259-312. 

Dedi, J., Takeuchi, T., Seikai, T. & Watanabe, T. (1995). Hypervitaminosis and safe levels of vitamm A 
for larval flounder (Paralzchthys olivaceus) fedArtemia nauphi. Aquaculture 133, 135-146. 



References 259 

Devlin, R. (1999). Application of molecular biology to Pacific salmonid aquaculture. Proceedings 
Rendez-vous BioAtlantech July 27-30th, 1999, Fredericton, New Brunswick, Canada. 

Doi, M., Ohno, A., Kohno, H., Taki, Y. & Singhagraiwan, T. (1997). Development of feeding ability in 
red snapper Lutjanus argentimaculatus early larvae. Fzshenes Science 63, 845-853. 

Doroshev, S. & Aronovich, T. M. (1974). The effects of salinity on embryonic and larval development of 
Eleginus navaga (Pallas), Boreogadus saida (Lepenchin) and Liopsetta glacialis. Aquaculture 4, 
353-362. 

Edgell, P. & Lawseth, D. (1993). Use of salt solutions to control fungus (Saprolegnia sp.) infestations on 
salmon eggs. The Progressive Fish Culturalist 55, 48-52. 

Einarsdottir, I. E. & Nilssen, K. J. (1996). Stress responses of Atlantic salmon (Salmo salar) elicited by 
water level reduction in rearing tanks. Fish Physiology and Biochemistry 15, 395-400. 

Ferguson, R. A. & Tufts, B. L. (1992). Physiological effects of brief air exposure in exhaustively 
exercised rainbow trout (Oncorhynchus mykiss): Implications for catch and release fisheries. 
Canadian Journal of Fisheries and Aquatic Sciences 49, 1157-1162. 

Ferguson, R. A., Kieffer, J. D. & Tufts, B. L. (1993). The effects of body size on the acid-base and 
metabolite status in the white muscle of rainbow trout before and after exhaustive exercise. 
Journal of Experimental Biology 180, 195-207. 

FlaJshans, M. P., Kvasnicka, P. & Rab, P. (1993). Genetic studies in tench (Tinca tinca L.): high 
incidence of spontaneous triploidy. Aquaculture 110, 243-248. 

Fletcher, G. L. & Haedrich, R. T. (1987). Rheological properties ofrainbow trout blood. Canadian 
Journal of Zoology 65, 879-883. 

Fuentes, J., Bury, N. R., Caroll, S. & Eddy, F. B. (1996). Drinking in Atlantic salmon presmolts (Salmo 
salar) and juvenile rainbow trout (Oncorhynchus mykiss Walbaum) in response to cortisol and 
sea water change. Aquaculture 141, 129-137. 

Fuiman, L. A. (1997). What can flatfish ontogenesis tell us about pelagic and benthic lifestyles? Journal 
of Sea Research 37, 257-262. 

Galbreath, P. F. & Thorgaard, G. H. (1994). Viability and FW performance of Atlantic salmon (Salmo 
salar) x brown trout (Salmo trutta) triploid hybrids. Canadian Journal of Fisheries and Aquatic 
Sciences 51, 16-24. 

Galbreath, P. F. & Thorgaard, G. H. (1995). Saltwater performance of all-female tripl01d Atlantic salmon. 
Aquaculture 138, 77-85. 

Galbreath, P. F., St. Jean, W., Anderson, V. & Thorgaard, G. H. (1994). Freshwater performance of all­
female diploid and triploid Atlantic salmon. Aquaculture 128, 41-49. 

Galleotti, M., Beraldo, P., De Domims, S., D'Angelo, L., Ballestrazzi, R., Musetti, R. & Pinosa, M. 
(1997). Prelimmary results of opercular anomohes in gilthead sea bream larvae (Sparus aurata): 
Histological and ultrastructural evaluation. Proceedings of the Bth International European 
Association of Fish Pathology Conference, Edinburgh, UK. 



References 260 

Gamperl, A. K., Vijayan, M. M. & Boutilier, R. G. (1994). Epinephrine, norepinephrine and cortisol 
concentrations in cannulated seawater-acclimated rainbow trout (Oncorhynchus mykiss) 
following blackbox confinement and epinephrine injection. Journal of Fish Bwlogy 45, 313-324. 

Gannam, A. L. & Lovell, R. T. (1991). Effects of feedmg 17a-methyltestosterone, 1 lf3-ketotestosterone, 
17f3-estradiol and 3,5,3 - triiodothyronine to channel catfish, Ictalurus punctatus. Aquaculture 
92, 377-388. 

Gervai, J., Marian, T., Krasznai, J., Nagy, A. & Csanyi, V. (1980). Occurrence of aneuploidy in radiation 
gynogenesis of carp (Cyprinus carpio L.). Journal of Fish Biology 16, 435-439. 

Goicoechea, 0., Enr'quez, R., Paredes, E. & Molinari, E. (1999). Jaw and other skeletal deformities in 
Chilean farmed Atlantic salmon (Salmo salar). Proceedings of the 9th International European 
Association of Fish Pathology Conference, Rhodes, Greece, 1999. 

Graham, M. S. & Fletcher, G. L. (1985). On the low viscosity blood of two cold water marine sculpins. 
Journal of Comparative Physiology 155B, 455-459. 

Graham, M. S., Fletcher, G. L. & Benfey, T. J. (1985). Effect oftnploidy on blood oxygen content of 
Atlantic salmon. Aquaculture 50, 133-139. 

Graham, M. S., Wood, C. M. & Turner, J. D. (1982). The physiological responses oframbow trout to 
strenuous exercise: interactions of water hardness and environmental acidity. Canadian Journal 
of Zoology 60, 3153-3164. 

Gray, J. (1928). The effect of temperature on the development of eggs of Salmo fario. British Journal of 
Experimental Biology 6, 125-130. 

Hall, B. K. & Miyake, T. (1995). Divide, accumulate, differentiate: Cell condensation m skeletal 
development. International Journal of Developmental Biology 39, 81-893. 

Happe, A., Quillet, E. & Chevassus, B. (1988). Early life history of triploid rambow trout (Salmo 
gairdneri Richardson). Aquaculture 71, 107-118. 

Harboe, T., Huse, I. & Gunvor, 0. (1994). Effects of egg disinfection on halibut larvae. Aquaculture 119, 
157-165. 

Hernre, G. R. & Krogdahl, A. (1996). Effect of handling and fish size on secondary changes in 
carbohydrate metabolism m Atlantic salmon (Salmo salar). Aquaculture Nutrition 2, 249-252. 

Hickey, C.R. (1972). Common abnormalities in fishes: their causes and effects. New York: NY Ocean 
Science Laboratory. 

Hoar, W. S. (1988). The physiology of smolting salmonids. In Fish Physiology (Hoar, W. S. & Randall, 
D. J., eds.) Vol. XIB, 275-343. NY: Academic Press. 

Houston, A. H., Madden, J. A., Woods, R. J. & Miles, H. M. (1971). Some physiological effects of 
handling and tricaine methanosulphonate anaesthtisation upon the brook trout Salvelinus 
fontinalis. Journal of the Fisheries Research Board of Canada 28, 625-633. 

Hugget, R. J., Kimerle, R. A., Mehrle, P. M. & Bergman, H. L. (1992). Biomarkers: Biochemical, 
physiological and histological markers of anthropogenic stress. London: Lewis Publishers. 



References 261 

Hughes, D. (1992). Lower jaw deformity in farmed Tasmanian Atlantic salmon Salmo salar 
(Salmoniformes, Teleostei). Fmal report. In Barriers and Breakthroughs. Papers from 1992 
SALTAS Research and Development Seminar, pp 17-64. Hobart, Tasmama: SALTAS. 

Hughes, D. (1993). Lower jaw deformity in farmed Tasmanian Atlantic salmon - when does the problem 
start? Proceedings of the Biennial Symposium on Applied SEM Imaging and Microanalysis 
February, 1993. 

Hughes, G. M. (1966). The dimensions of fish gills in relation to their function. Journal of Experimental 
Biology 45, 177-195. 

Hughes, G. M. & Kikuchi, Y. (1984). Effects of in viva and in vitro changes in P02 on deformability of 
red blood cells of rainbow trout (Salmo gairdneri). Journal of Experimental Bzology 111, 253-
257. 

Hughes, G. M. & Shelton, G. (1958). The mechanism of gill ventilation in three freshwater teleosts. 
Journal of Experimental Biology 35, 807-823. 

Johnson, 0. W., Dickhoff, W.W. & Utter, F. M. (1986). Comparative growth and development of diploid 
and triploid coho salmon, Oncorhynchus kisutch. Aquaculture 51, 329-336. 

Johnson, 0. W., Rabmovich, P.R. & Utter, F. M. (1984). Comparison of the reliability of a coulter 
counter with flow cytometer in determining plmdy levels in Pacific salmon. Aquaculture 43, 99-
103. 

Johnstone, R. (1985). Induction oftriploidy in Atlantic salmon by heat shock. Aquaculture 49, 133-139. 

Johnstone, R. (1989). Maturity control in Atlantic salmon. A review of the current status of research in 
Scotland. In Proceedings of the Satellite Symposium on Applicatzons of Comparative 
Endocrinology to Fish Culture (Carillo, M., Zanuy, S. & Planas, S., eds.), pp. 89-94. Xlth 
International Symposium of Comparative Endocrinology. 

Johnstone, R. (1992). Production and Performance of Triploid Atlantic salmon in Scotland. Aberdeen, 
UK: Scottish Office, Agriculture, Environment and Fisheries Dept. 

Johnstone, R. (1996). Experience with salmonid sex reversal and triploidisation technologies in the Umted 
Kingdom. Bulletin of the Aquaculture Association of Canada 96, 9-13. 

Johnstone, R., Knott, R. M., MacDonald, A. G. & Walsmgham, M. V. (1989). Triploidy induction in 
recently fertilised Atlantic salmon ova using anaesthetics. Aquaculture 78, 229-236. 

Johnstone, R. & Lincoln, R. F. (1986). Ploidy estimation using erythrocytes from formalm fixed salmonid 
fry. Aquaculture 55, 145-148. 

Johnstone, R. & Youngson, A. F. (1984). The progeny of sex mverted female Atlantic salmon (Salmo 
salar). Aquaculture 37, 179-182. 

Johnstone, R., McLay, H. A. & Walsingham, M. V. (1991). Production and performance oftriplmd 
Atlantic salmon in Scotland. In Proceedings of Atlantic Canada Workshop on Methods for the 
Production of Non-maturing Salmonids. Feb 19-21, 1991, Dartmouth, Nova Scotia (Pepper, V. 
A., ed.), pp 15-33. St. Johns, Newfoundland, Canada: Dept Fisheries and Oceans. 

Johnstone, R., Simpson, T. H. & Walker, A. F. (1979). Sex reversal m salmomd culture Part III. The 
production and performance of all-female populations of brook trout. Aquaculture 18, 241-252. 



References 262 

Johnstone, R., Simpson, T. H. & Youngson, A. F. (1978). Sex reversal in salmonid culture. Aquaculture 
13, 115-134. 

Johnstone, R., Simpson, T. H., Youngson, A. F. & Whitehead, C. (1979). Sex reversal in salmonid culture 
Part II. The progeny of sex reversed rainbow trout. Aquaculture 18, 241-252. 

Jollie, M. (1984). Development of the head skeleton and pectoral girdle of salmonids with a note on 
scales. Canadian Journal of Zoology 62, 1757-1777. 

Joly, J.-S., Maury, M., Joly, C., Duprey, P., Boulekbache, H. & Condamine, H. (1992). Expression of 
zebrafish caudal homeobox gene correlates with the establishment of posterior cell lineages at 
gastrulatlon. Differentiation 50, 75-87. 

Jungawalla, P. (1991). Production of non-maturing Atlantic salmon in Tasmania. In Proceedings of the 
Atlantic Canada Workshop on Methods for the Production of Non-maturing Salmonids, Feb 19-
21, 1991, Dartmouth, Nova Scotia (Pepper, V. A., ed.), pp 47-71. St. Johns, Newfoundland, 
Canada: Dept. Fisheries & Ot:eaus. 

Kessel, M. & Gruss, P. (1990). Murine development control genes. Science 249, 374-379. 

Kimmel, C. B., Ballard, W.W., Kimmel, S. R., Ullmann, B. & Schilling, T. F. (1995). Stages of 
embryonic development of zebrafish. Developmental Dynamics 203, 253-310. 

Kimmel, C. B., Miller, C. T., Kruze, G., Ullmann, B., BreM11ler, R. A., Lanson, K. D. & Snyder, H. C. 
(1998). The shaping of the pharyngeal cartilages durmg the early development of the zebrafish. 
Developmental Biology 203, 245-263. 

Kmg, H. & Lee, P. (1993). Progress report: Jaw deformity and respiratory physiology oftriploids. In 
Seeking and Solving: Papers from the SALTAS Research and Development Review Seminar, pp. 
37-44. Wayatinah, Tasmama, Australia: SALTAS. 

Kolhcker, A. (1859). On the different types in microstructure of the skeletons of osseous fish. 
Proceedings of the Royal Society London 9, 656-668. 

Korcock, D. E., Houston, A. H. & Gray, J. D. (1988). Effects of samplmg conditions on selected blood 
variables of rambow trout. Journal of Fish Bzology 33, 319-330. 

Koumoundourus, G., Gagliardi, F., Divanach, P., Baglione, C., Cataudella, S. & Kentouri, M. (1997). 
Normal and abnormal osteological development of caudal fin m Sparus aurata L. fry. 
Aquaculture 149, 215-226. 

Krasznai, Z. & Marian, T. (1986). Shock-induced triploidy and its effect on growth and gonad 
development of the European catfish, Silurus glanis L. Journal of Fish Biology 29, 519-527. 

Krisfalusi, M. & Cloud, J. G. (1996). Effects of exogenous estradiol-1713 on early growth and gonadal 
development of diploid and triploid female rainbow trout (Oncorhynchus mykiss). 
Developmental Genetics 19, 302-308. 

Landau, M. (1992). Introduction to Aquaculture. Singapore: John Wiley and Sons Inc. 

Lane, H. C., Rolfe, A. E. & Nelson, J. R. (1981). Changes in nucleotide triphosphate/haemoglobin & 
nucleotide tnphosphate/red cell ratios of rambow trout Salmo gairdneri subjected to long 
starvation and bleedmg. Journal of Fish Biology 18, 661-668. 



References 263 

Leary, R. F., Allendorf, F. W., Knudsen, K. L. & Thorgaard, G. H. (1985). Heterozygosity and 
development stability in gynogenetic diploid and triploid rainbow trout. Heredity 54, 219-225. 

Lee, P. & King, H. (1994). Effects ofreduced dietary energy on the incidence of Jaw defonmty in 
Tasmanian Atlantic salmon. In Reports from SALTAS Research and Development Programme, 
pp 61-69. Wayatinah, Tasmania: SALTAS. 

Levanduski, M. J. & Cloud, J. G. (1988). Rainbow trout (Salmo gairdneri) semen: effect of non-motile 
sperm on fertility. Aquaculture 75, 171-179. 

Li, M. H., Wise, D. J. & Robinson, E. H. (1998). Effect of dietary vitamin Con weight gain, tissue 
ascorbate concentration, stress response and disease resistance of channel catfish Ictalurus 
punctatus. Journal of the World Aquaculture Society 29, 1-8. 

Lincoln, R. F. (1981a). Sexual maturation in female triploid plaice, Pleuronectes platessa and plaice x 
flounder Platichthys flesus hybrids. Journal of Fish Biology 19, 499-507. 

Lincoln, R. F. (1981b). Sexual maturation in triploid male plaice Pleuronectes platessa and plaice x 
flounder Platichthys flesus hybrids. Journal of Fish Biology 19, 415-426. 

Lincoln, R. F. & Scott, A. P. (1983). Production of all-female triploid rainbow trout. Aquaculture 30, 375-
380. 

Lincoln, R. F. & Scott, A. P. (1984). Sexual maturation in triploid rainbow trout (Salmo gairdnerz 
Richardson). Journal of Fish Biology 25, 385-392. 

Lopez, E., Peignoux-Deville, J., Lallier, F., Martelly, E. & Milet, C. (1976). Effects of calcitonin and 
ultimobranchialectomy (UBX) on calcium and bone metabolism in the eel, Anguilla anguilla L. 
Calcified Tissue Research 20, 173-186. 

Lou, Y. D. & Purdom, C. E. (1984). Diploid gynogenesis induced by hydrostatic pressure in rambow trout 
(Salmo gairdneri Richardson). Journal of Fish Biology 24, 665-670. 

Lowe, T. E. & Wells, R. M. G. (1996). Primary and secondary stress responses to line capture in blue mao 
mao. Journal of Fish Biology 49, 287-300. 

Lowe-Jinde, L. & Nirnni, A. J. (1983). Influence of sampling on the interpretation of haematological 
measurements of rambow trout, Salmo gairdneri. Canadian Journal of Zoology 61, 396-402. 

Mair, G. C. (1992). Caudal deformity syndrome (CDS) an autosomal recessive lethal mutation in the 
tilapia Oreochromis niloticus L. Journal of Fish Biology 15, 71-75. 

Marino, G., Baglione, C., Bertolinin, B, Rossi, A., Ferreri, F. & Cataudella, S. (1993). Observat10ns on 
development and anomalies in the appendicular skeleton of sea bass, Dicentrarchus labrax, 
larvae and juvemles. Aquaculture and Fisheries Management 24, 445-456. 

Martin, J. H. & Matthews, J. L. (1970). Mitochondrial granules in chondrocytes, osteoblasts and 
osteocytes. Clinical Orthopedics 68, 273-278. 

Matsuoka, M. (1985). Osteological development in red sea bream, Pagrus major. Japanese Journal of 
Ichthyology 32, 35-51. 



References 264 

Matsuoka, M. (1987). Development of the skeletal tissues and skeletal muscles in the red sea bream. 
Bulletin of Seikai Regional Fisheries Research Laboratories 65, 1-112. 

Matthews, J. L. (1970). Ultrastructure of calcifying tissues. American Journal of Anatomy 129, 451-458. 

Matzuk, M. M., Kumar, T. R., Vassali, A., Bickenbach, J. R., Roop, D.R., Jaenisch, R. & Bradley, A. 
(1995). Functional analysis of activins during mammalian development. Nature 374, 354-356. 

Maule, A. G., Tripp, R. A., Kautari, S. L. & Schreck, C. B. (1989). Stress alters immune function and 
disease resistance in chinook salmon (Oncorhynchus tshawytscha). Journal of Endocrinology 
120, 135-142. 

Mazur, C. F. & Iwama, G. K. (1993). Effect of handling and stocking density on haematocrit, plasma 
cortisol, and survival in wild and hatchery reared chinook salmon (Oncorhynchus tshawytscha). 
Aquaculture 112, 291-299. 

McCarthy, I. D., Carter, C. G., Houlihan, D. F., Johnstone, R. & Mitchell, A. I. (1996). The performance 
of all-female diploid and triploid Atlanlk salmon smulls un lrausfer together to sea water. 
Journal of Fish Biology 48, 545-548. 

McDonald, A. (1997). Efficacy of malachite green and alternative antifungal agents in the treatment and 
control of Saprolegnia sp. on Atlantic salmon (Salmo salar) eggs. Honours Thesis, School of 
Aquaculture, University of Tasmania, Launceston, Tasmania, Australia. 

McFarlane, G. A. (1989). Sablefish mariculture. Bulletin of the Aquaculture Association of Canada 89, 
25-29. 

McGeachy, S. A., Benfey, T. J. & Friars, G. W. (1994). Growth, survival and smolting rate of triploid 
Atlantic salmon Salmo salar in New Brunswick. Bulletin of the Aquaculture Association of 
Canada 94, 39-41. 

McGeachy, S. A., Benfey, T. J. & Fnars, G. W. (1995). Freshwater performance of triploid Atlantic 
salmon (Salmo salar) in New Brunswick aquaculture. Aquaculture 137, 333-341. 

McGeachy, S. A., O'Flynn, F. M., Benfey, T. J. & Fnars, G. W. (1996). Seawater performance oftriploid 
Atlantic salmon in New Brunswick aquaculture. Bulletin of the Aquaculture Association of 
Canada 96, 1-5. 

McKay, L. R. & Gjerde, B. (1986). Genetic variat10n for spinal deformity in Atlantic salmon Salmo salar. 
Aquaculture 52, 263-272. 

Milligan, C. L. & Wood, C. M. (1987a). Regulation of blood oxygen transport and red cell pH after 
exhaustive activity in rainbow trout (Salmo gairdneri) and starry flounder (Platichthys stellatus). 
Journal of Experimental Biology 133, 263-282. 

Milligan, C. L. & Wood, C. M. (1987b). Oxygen transport, exercise and catecholamines in fish. Journal 
of Experimental Biology 133, 263-282. 

MLA (Marine Laboratory Aberdeen, Fisheries Research Service, Agriculture Environment and Fishenes 
Department, Scottish Office), National University of Ireland Galway (Department of Zoology), 
Matre Aquaculture Research Station (Havforskingsinstitutett) & University of St. Andrews 
(Gatty Marine Laboratory, School of Biological and Medical Sciences) (1999). Minimising the 
interaction of cultured and wild fish: a comprehensive evaluation of the use of sterile, triplozd 



References 265 

Atlantic salmon. Report prepared by Scottish Office, Agriculture, Environment and Fisheries 
Dept., Fisheries Research services, Marine Laboratory Aberdeen. Aberdeen, Scotland. 

Morgan, J. D. & lwama, G. K. (1997). Measurements of stressed states in the field. In Fish stress and 
health in Aquaculture (lwama, G. K., Pickering, A D., Sumpter, J.P. & Schreck, C. B., eds.), 
pp. 247-268. Cambridge, UK: Cambridge University Press. 

Morrison, C. M. & MacDonald, C. A (1995). Normal and abnormal jaw development of the yolk-sac 
larva of Atlantic halibut Hippoglossus hippoglossus. Diseases of Aquatic Organisms 22, 173-
184. 

Moss, M. L. (1961a). Osteogenesis of acellular teleost fishbone. American Journal of Anatomy 108, 99-
110. 

Moss, M. L. (1961b). Studies of the acellular bone of teleost fish. Acta. Anatomica (Basel) 46, 343-462. 

Moss, M. L. (1963). The biology of acellular teleost bone. Annals of New York Academy of Science 109, 
337-350. 

Moss, M. L. (1965). Studies of the acellular bone of teleost fish. V. Histology and mineral homeostasis of 
freshwater species. Acta. Anatomica (Basel) 60, 262-276. 

Mugiya, Y. & Watabe, N. (1977). Studies on fish scale formation and resorption. II. Effects of estradiol 
on calcium homeostasis and skeletal tissue resorption m the goldfish Carassius auratus and the 
killifish Fundulus heterolitus. Comparative Biochemistry and Physiology 57A, 197-202. 

Myers, J.M. & Hershberger, W. K. (1991). Early growth and survival of heat shocked and tetraploid­
derived triploid rainbow trout (Oncorhynchus mykiss). London, Elsevier Science. 

Nagahama, Y. (1983). The functional morphology of teleost gonads. In Fish Physiology (Hoar, W. S. & 
Randall, D. J., eds.) IX Part A, pp. 223-277. NY: Academic Press. 

Nichols, D. J., Weisbart, M. & Quinn, J. (1985). Cortisol kmetics and fluid distribution in brook trout 
(Salvelmusfontinalis). Journal of Endocrinololgy 107, 57-69. 

Nielsen, M. E., Boesgaard, L., Sweeting, R. M., McKeown, B. A & Rosenkilde, P. (1994). Plasma 
lactate, potassium, glucose, cortisol, growth hormone and triiodo-L-thyronine in rainbow trout 
(Oncorhynchus mykiss) during exercise at various levels for 24 hours. Canadian Journal of 
Zoology 72, 1643-1647. 

Nikinmaa, M. & Huestis, W. H. (1984). Adrenergic swelling of nucleated erythroctes: cellular 
mechamsms in a bird domestic goose and two teleosts, striped bass and rainbow trout. Journal of 
Experimental Biology 113, 215-224. 

Noms, W. P., Chavia, W. & Lambard, L. S. (1963). Studies on calcium metabolism in a marine teleost. 
Annals of New York Academy of Science 109, 312-336. 

Nowak, B. & Bryan, J. (1998). Introduction to fish gill histopathology. CD-ROM (ISBN 0-646-36218-6) 
Published by Aqua Educat10n, Launceston, Tasmania, Australia. 

O'Flynn, F. M., McGeachy, S. A., Friars, G. W., Benfey, T. J. & Bailey, J. K. (1997). Comparisons of 
cultured triploid and diploid Atlantic salmon Salmo salar. ICES Journal of Marine Sciences 54, 
1160-1165. 



References 266 

Ojohck, E. J., Cusak, R., Benfey, T. J. & Kerr, S. R. (1995). Survival and growth of all-female diploid 
and triploid rainbow trout (Oncorhynchus mykiss) reared in chronic high temperature. 
Aquaculture 131, 177-187. 

Oliva-teles, A. & Kaushik, S. J. (1987a). Nitrogen and energy metabolism during the early ontogeny of 
diploid and triploid rainbow trout (Salmo gairdnen). Comparative Biochemistry and Physiology 
S7A, 157-180. 

Oliva-teles, A. & Kaushik, S. J. (1987b). Metabolic utihsat1on of diets by polyploid rainbow trout Salmo 
gairdneri. Comparative Biochemistry and Physiology SSA, 45-47. 

Oliva-teles, A. & Kaushik, S. J. ( 1990a). Effect of temperature on utilisation of endogenous energy 
reserves durmg embryonic development of diploid and triploid rainbow trout (Salmo gazrdnen). 
Aquaculture S4, 373-382. 

Oliva-teles, A. & Kaushik, S. J. (1990b). Growth and nutrient utilisation by O+ and 1+ triploid rainbow 
trout Onchorhynchus mykzss. Journal of Fish Biology 37, 125-133. 

Olsen, Y. A., Einarsdottir, I. E. & Nilssen, K. J. (1995). Metomidate anaesthesia in Atlantic salmon, 
Salmo salar, prevents plasma cortisol increase during stress. Aquaculture 134, 155-168. 

Opstad, I. & Bergh, 0. (1993). Culture parameters, growth and mortality of halibut (Hippoglossus 
hippoglossus) larvae in upwelling incubators. Aquaculture 109, 1-11. 

Ottesen, 0. H. & Bolla, S. (1998). Combined effects of temperature and salmity on development and 
survival of Atlantic halibut larvae. Aquaculture International 6, 103-120. 

Ovenden, J. R., Bywater, R. & White, R. W. G. (1993). Mitochondrial DNA nucleotide sequence 
variation in Atlantic salmon (Salmo salar), brown trout (Salmo trutta), rainbow trout 
(Oncorhynchus mykiss) and brook trout (Salvelinusfontinalis) from Tasmania, Australia. 
Aquaculture 114, 217-227. 

Palmer, N. (1993). Bones and Joints. In Pathology of Domestic Animals (Jubb, K. V. F. & Kenedy, P. C., 
eds.), pp. 4 -12. London: Academic Press Inc. 

Pang, P. K. T. & Pang, R. K. (1986). Hormones and calcmm regulation m Fundulus heteroclitus. 
American Zoology 26, 225-234. 

Pankhurst, N. W. & Dedual, M. (1994). Effects of capture and recovery on plasma levels of cortisol 
lactate and gonadal steroids in a natural population of rainbow trout. Journal of Fish Biology 45, 
1013-1025. 

Pankhurst, N. W. & Sharples, D. F. (1992). Effects of capture and confinement on plasma cortisol 
concentrations in the snapper, Pagrus auratus. Australian Journal of Marine and Freshwater 
Research 43, 345-356. 

Pankhurst, N. W. & Van der Kraak (1997). Effects of stress on reproduction and growth of fish. In Fish 
Stress and Health in Aquaculture (Iwama, G. K., Pickering, A. D., Sumpter, J.P. & Schreck, C. 
B., eds.), pp. 73-93. Cambridge, UK: Cambridge University Press. 

Pankhurst, N. W., Wells, R. M. G. & Carragher, J. F. (1992). Effects on plasma cortisol levels and blood 
viscosity in blue mao mao, Scorpis violeus (Hutton), a marine teleost. Comparative Biochemistry 
and Physiology lOlA, 335-339. 



References 267 

Parker, W. K. (1873). On the structure and development of the skull in salmon (Salmo salar). 
Philosophical Transactions of the Royal Society London 163, 95-145. 

Parr, B. A. & McMahon, A. P. (1995). Dorsalizing signal Wnt-7a required for normal polarity of D-V and 
A-Paxes of mouse hmb. Nature 374, 350-353. 

Parsons, G. R. (1993). Comparisons of triploid and diploid white crappies. Transactions of the American 
Fisheries Society 122, 237-243. 

Payan, P., Girard, J.P. & MayerGostan, N. (1984). Branchial ion movements in teleosts: The roles of 
respiratory and chloride cells. In Fish Physiology (Hoar, W. S. & Randall, D. J., eds.) Vol. XB, 
pp. 39-60. Florida: Academic Press Inc. 

Pelster, B. & Weber, R. E. (1990). Influence of organic phosphates on the root effect of multiple fish 
haemoglobins. Journal of Experimental Biology 149, 425-437. 

Pepper, V. A. (1991). Product10n ofnon-matunng salmonids: motives actions and goals using 
Newfoundland region as a muuel. In Pruceedings uf the Atluntic Canada Workshop on Methods 
for the Production of Non-maturing Salmonids. Feb 19-21, 1991, Dartmouth, Nova Scotia 
(Pepper, V. A., ed.), pp 1-10. St.Johns, Newfoundland, Canada: Dept. Fisheries and Oceans. 

Perchec, G., Cosson, J., Jeulin, C., Paxion, C., Andre, F. & Billard, R. (1995). Alteration of carp 
( Cyprinus carpio) spermatozoa motility by urine contamination during sampling. In 
Reproductive Physiology in Fish (Goetz, F. W. & Thomas, P., eds.), pp. 135. 

Perry, S. F. & Reid, S. D. (1993). (3-adrenergic signal transductlon m fish: interactive effects of 
catecholammes and cortisol. Fish Physiology and Biochemistry 11, 195-203. 

Pickering, A. D. (1992). Rambow trout husbandry; management of stress response. Aquaculture 100, 125-
139. 

Pickering, A. D. & Duston, J. (1983). Admmistration of cortisol to brown trout, Salmo trutta and its 
effects on the susceptibility to saprolegma infection and furunculosis. Journal of Fish Biology 
23, 163-175. 

Pickering, A. D. & Pottinger, T. G. (1985). Factors influencmg blood cortisol levels of brown trout under 
intense culture cond1t10ns. In Current Trends in Comparative Endocrinology (Lofts, B. & 
Holmes, W. N., eds.). Hong Kong: Hong Kong University Press. 

Pickermg, A. D. & Pottmger, T. G., (1989). Stress responses and disease resistance in salmonid fish: 
effects of chronic elevation of plasma cortisol. Fish Physiology and Biochemistry 7, 253-258. 

Pickering, A. D., Pottinger, T. G. & Carragher, J. F. (1989). Differences in sensitivity of brown trout 
Salmo trutta L. and rainbow trout Salmo gairdnerz Richardson, to physiological doses of 
cortisol. Journal of Fish Biology 34, 757-768. 

Pickering, A. D., Pottinger, T. G. & Christie, P. (1982). Recovery of the brown trout Salmo trutta L. from 
acute handling stress: a time course study. Journal of Fish Biology 20, 229-244. 

Piferrer, F., Benfey, T. J. & Donaldson, E. M. (1994). Gonadal morphology of normal and sex reversed 
tr1ploid and gynogenetic diploid coho salmon (Oncorhynchus kisutch). Journal of Fish Biology 
45(4), 541-553. 



References 268 

Redding, J.M., Schreck, C. B., Birks, E. K. & Ewing, R. D. (1984). Cortisol and its effects on plasma thyroid 
hormone and electrolyte concentrations in freshwater and during seawater acclimat10n in yearling coho 
salmon (Oncorhynchus kisutch). General Comparative Endocrinology 56, 146-155. 

Sadler, J., Pankhurst, N. W., Pankhurst, P. M. & Kmg, H. (2000b). Physiological stress responses to 
confinement in diploid and triploid Atlantic salmon. Journal of Fish Biology 56, 506-518. 

Sadler, J., Wells, R. M. G., Pankhurst, P. M. & Pankhurst, N. W. (2000a). Blood oxygen transport, rheology and 
haematological responses to confmement stress in dipl01d and triploid Atlantic salmon Salmo salar. 
Aquaculture 184, 349-361. 

Saunders, R. L. (1961). The irrigation of the gills in fishes. Canadian Journal of Zoology 39, 637-653. 

Saunderson, E. C. (1935). The early development of the chondrocranium of Salmo salar. Proceedings of Nova 
Scotia Institute of Science 19, 121-147. -

Schilling, T. F. & Kimmel, C. B. (1997). Musculoskeletal patterning in the pharyngeal segments of the zebrafish 
embryo. Develupment 124, 2945-2960. 

Schreck, C. B. (1996). lmmunomodulation: Endogenous factors. In The Fish Immune System: Organism, 
Pathogen and Environment. London: Academic Press Inc. 

Scott, J.E. (1985). Proteoglycan histochemistry - a valuable tool for connective tissue biochemists. Collagen 
and Related Research 5, 541-575. 

Scott, A. P. & Baynes, S. M. (1980). A review of the biology, handling and storage of salmonid spermatozoa. 
Journal of Fish Biology 17, 707-738. 

Sedgwick, S. D. (1988). Salmon Farming Handbook. Surrey, UK: Fish News Books Ltd. 

Seeb, J.E., Thorgaard, G. H. & Utter, F. M. (1988). Survival and allozyme expression in diploid and triploid 
hybrids between chum, chinook, coho salmon. Aquaculture 12, 31-48. 

Sezaki, K., Watabe, S. & Hashimoto, K. (1983). A comparison of chemical composition between diploids and 
triploids of "ginbuna". Carassius auratus langsdorfi. Bulletin of the Japanese Society of Scientific 
Fisheries 49, 97-101. 

Sezaki, K., Watabe, S., Tsukamoto, K. & Hashimoto, K. (1991). Effects of increase in ploidy status on the 
respiratory function of "ginbuna" Carassius auratus Langsdorfi (Cyprinidae). Comparative 
Biochemistry and Physiology 99A, 123-127. 

Shelton, C. J., MacDonald, A. G. & Johnstone, R. (1986). Induction of triploidy in rainbow trout using nitrous 
oxide. Aquaculture 58, 155-159. 

Simmons, D. J. (1971). Calcium and skeletal tissue physiology in teleost fishes. Clinical Orthopedics and 
Related Research 16, 244-280. 

Simon, D. C., Scalet, C. G. & Dillon, J.C. (1993). Field performance of triploid and diploid rainbow trout in 
South Dakota ponds. North American Journal of Fisheries Management 13, 134-140. 

Small, S. A. & Benfey, T. J. (1987). Cell size in triploid salmon. Journal of Experimental Zoology 241, 339-
342. 



References 269 

Small, S. A. & Randall, D. J. (1989). Effects of triploidy on the swimming performance of coho salmon 
(Oncorhynchus kisutch). Canadian Journal of Fisheries and Aquatic Sciences 46, 243-245. 

Soivio, A., Nikinmaa, M. & Westman, K. (1980). The blood oxygen binding properties of hypoxic Salmo 
gairdneri. Journal of Comparative Physiology 136, 83-87. 

Solar, I. I., Donaldson, E. M. & Hunter, G. A. (1984). Induction of triploidy in rainbow trout (Salmo gairdneri 
Richardson) by heat shock and investigation of early growth. Aquaculture 42, 57-67. 

Soliman, A. K., Jauncey, K. & Roberts, R. J. (1986). The effect of dietry ascorbic acid supplementation on 
hatchability, survival rate and fry performance in Oreochromis mossambicus (Peters). Aquaculture 59, 
197-208. 

Soliman, A., Jauncy, K. & Roberts, R. J. (1986). The effect of varying forms of dietry ascorbic acid on the 
nutrition of juvenile tilapias (Oreochromis niloticus). Aquaculture 52, 1-10. 

Somero, G. N. & Childress, J. J. (1980). A violation of the metabolism size scalmg paradigm: Activities of 
glycolylil: enzymes in muscle increase in larger size fish. Physiological Zoology 53, 322-337. 

Somero, G. N. & Childress, J. J. (1990). Scaling of ATP-supplying enzymes, myofibnllar proteins and buffering 
capacity in fish muscle: relationship to locomotory habit. Journal of Experimental Biology 149, 319-
333. 

Stevenson, J. (1991). Maturity suppression in rainbow trout from the producers perspective. In Proceedings of 
Atlantic Canada Workshop for the Production of Non-maturing Salmonids. Feb 19-21, 1991, 
Dartmouth, Nova Scotia (Pepper, V. A., ed.), pp 101-106. St. Johns, Newfoundland, Canada: Dept. 
Fisheries and Oceans. 

Stillwell, E. J. & Benfey, T. J. (1994). Haemoglobin level, metabolic rate and swimming performance in triploid 
brook trout Salvelinus fontinalis. In High Performance Fish (MacKinlay, D. D., ed.), pp 288-293. 
Vancouver: Fish Physiology Association. 

Stillwell, E. J. & Benfey, T. J. (1996a). Haemoglobin level, metabolic rate, opercular abduction rate and 
swimmmg efficiency in female triploid brook trout (Salvelinusfontinalus). Fish Physiology and 
Biochemistry 15(5), 377-383. 

Stillwell, E. J. & Benfey, T. J. (1996b). The swimming performance of triploid brook trout (Salvelinus 
fontinalis). Bulletin of the Aquaculture Association of Canada 2, 41-43. 

Stillwell, E. J. & Benfey, T. J. (1997). The critical swimming velocity of diploid and triploid brook trout. 
Journal of Fish Biology 51, 650-653. 

Stockard, C.R. (1921). Developmental rate and structural expression: An experimental study of twms, double 
monsters and single deformities, and the mteraction among embryonic organs during their origin and 
development. American Journal of Anatomy 28, 115-266. 

Sumpter, J.P. (1997). The endocrinology of stress. In Fish Stress and Health in Aquaculture (Iwama, G. K., 
Pickering, A. D., Sumpter, J.P. & Schreck, C. B., eds.), pp 95-118. Cambridge, UK: Cambridge 
University Press. 

Sumpter, J.P., Lincoln, R. F., Bye, V. J., Carragher, J. F. & LeBail, P. Y. (1991). Plasma growth hormone 
levels during sexual maturation in diploid and tnploid rainbow trout Oncorhynchus mykiss. General 
and Comparative Endocrinology 83, 103-110. 



References 270 

Sutterlin, A. M. & Collier, C. (1991). Some observations on the commercial use of tnploid rainbow trout and 
Atlantic salmon in Newfoundland, Canada. In Proceedings of the Atlantic Canada Workshop on 
Methods for the Production of Non-maturing Salmonzds. Feb 19-21, 1991, Dartmouth, Nova Scotia 
(Pepper, V. A., ed.), pp. 89-95. St.Johns, Newfoundland, Canada: Dept. Fisheries and Oceans. 

Sutterlin, A. M., Holder, J. & Benfey, T. J. (1987). Early survival rates and subsequent morphological 
abnormalities in landlocked, anadramous and hybrid (landlocked x anadramous) diploid and triploid 
Atlantic salmon. Aquaculture 64, 157-164. 

Sverdrup, A., Kjellsby, E., Kruger, P. G., Floysand, R., Knudsen, F. R., Enger, P. S., Serck-Hanssen, G. & 
Helle, K. (1994). Effects of experimental seismic shock on vasoactivity of arteries, integrity of the 
vascular endothelium and on primary stress hormones of the Atlantic salmon. Journal of Fish Biology 
45, 973-995. 

Swarup, H. (1959). Effect of triploidy on the body size, general organisation and cellular structure in 
Gasterosteus aculeatus (L.). Journal of Genetics 56, 143-155. 

Swarup, H. (1959b). The oxygen consumption of diploid and triploi<l Gasterosteus w:uleutus. Journal of 
Genetics 56, 156-160. 

Tang, Y., McDonald, D. G. & Boultilier, R. G. (1989). Acid-base regulation following exhaustive exercise: a 
comparison between freshwater- and seawater-adapted rambow trout (Salmo gairdneri). Journal of 
Experimental Biology 141, 407-418. 

Tave, D. (1993). Growth of triploid and diploid bighead carp Hypophthalmichthys nobihs. Journal of Applied 
Aquaculture 2, 13-25. 

Taylor, W.R. & Van Dyke, G. C. (1985). Revised procedures for staining and clearing small fishes and other 
evrtebrates for bone and cartilage study. Cybzum 9, 107-119. 

Teskeredzic, E., Donaldson, E. M., Teskeredzic, Z., Solar, I. I. & McClean, E. (1993). Comparison of 
hydrostatic pressure and thermal shocks to mduce triploidy in coho salmon (Oncorhynchus kisutch). 
Aquaculture 117, 47-55. 

Tetens, V. & Lykkeboe, G. (1981). Blood respiratory properties of rainbow trout Salmo gairdneri responses to 
hypoxia acclimation and anoxic incubation of blood in vitro. Journal of Comparative Physiology 145, 
117-125. 

Thomas, P. M. (1999): The effect of pre-harvest stress on post-mortem muscle biochemistry in cultured Atlantic 
salmon (Salmo salar) and rainbow trout (Oncorhynchus mykiss). Ph.D. Dissertation, School of 
Aquaculture, University of Tasmania, Launceston, Tasmania, Australia. 

Thomas, P. & Morrison, R. (1995). A method to assess triploidy in swimup rainbow trout. Austasza Aquaculture 
9, 61-63. 

Thomas, P. M., Pankhurst, N. W. & Bremnar, H. A. (1999). The effect of stress and exercise on post mortem 
biochemistry of Atlantic salmon Salmo salar and rainbow trout Oncorhynchus mykiss. Journal of 
Experimental Biology 54, 1177-1196. 

Thorgaard, G. H. (1983). Chromosome set maniulation and sex control in fish. In Fish Physiology (Hoar, W. S., 
Randall, D. J. & Donaldson, E. M., eds.) Vol. IXB, pp. 405-434. New York: Academic Press. 

Thorgaard, G. H. & Gall, G. A. E. (1979). Adult triploids in a rainbow trout family. Genetics 93, 961-973. 



References 271 

Thorgaard, G. H., Jazwin, M. E. & Stier, A. R. (1981). Polyploidy mduced by heat shock in rambow trout. 
Transactions of the American Fisheries Society 110, 546-550. 

Thorpe, J.E., McConway, M. G., Miles, M. S. & Muir, J. S. (1987). Diel and seasonal changes in resting 
plasma cortisol levels injuvemle Atlantic salmon Salmo salar (L.). General and Comparative 
Endocrinology 65, 19-22. 

Tufts, B. L., Tang, Y., Tufts, K. & Boutilier, R. G. (1991). Exhaustive exercise in wild Atlantic salmon (Salmo 
salar). Canadian Journal of Fzsherzes and Aquatic Sciences 48, 868-874. 

Vagsholm, I. & Djupvick, H. 0. (1998). Risk factors for spinal deformities in Atlantic salmon, Salmo salar. 
Journal of Fish Diseases 21, 47-53. 

Verraes, W. (1974a). Discussion on the shape of the eye and the influence of its size on shape and position of 
surrounding structures in normal and abnormal conditions duriing post-embryonic development in 
Salmo gairdneri Richardson 1836 (Teleostei, Salmonidae). Forma Functio 1, 125-137. 

Verraes, W. (1974b). Diseussion on some fum:Liuual-morphological relations between some parts of the 
chondrocranium and the osteo-cranium in the skull base and the skull roof and some soft head parts 
during post-embryonic development of Salmo gazrdneri Richardson 1836 (Teleostei, Salmonidae). 
Forma Functio 1, 281-292. 

Virtanen, E., Forsman, L. & Sundby, A. (1990). Triploidy decreases the aerobic swimming capacity oframbow 
trout (Salmo gairdnerz). Comparative Biochemistry and Physiology 96A, 117-121. 

Waring, C., Stagg, R. M. & Poxton, M. G. (1992). The effects of handling on flounder (Platzchthys flesus L.) 
and Atlantic salmon (Salmo salar). Journal of Fish Biology 41, 131-144. 

Weber, R. E. (1992). Use of ionic and zwitterionic (Tris/Bis Tris and HEPES) buffers in studies on 
haemoglobin function. Journal of Applied Physiology 72, 1611-1615. 

Weber, R. E. & Wells, R. M. G. (1989). Haemoglobin structure and function. In Comparative Pulmonary 
Physiology, Series: The lung in health and disease (Wood, S. C., ed.), pp. 279-310. New York: 
Marcell Dekker Inc. 

Wells, R. M. G. & Baldwin, J. (1990). Oxygen transport potential in tropical reef fish with special reference to 
blood viscosity and haematocrit. Journal of Experimental Marine Biology and Ecology 141, 131-143. 

Wells, R. M. G. & Forster, M. E. (1989). Dependence of blood viscosity on haematocnt and shear rate in a 
primitive vertebrate. Journal of Experimental Biology 145, 483-487. 

Wells, R. M. G. & Weber, R. E. (1983). Oxygen properties and phosphorylated metabolic intermediates in 
blood & erythrocytes of the dogfish Squalus acanthias. Journal of Experimental Biology 103, 95-108. 

Wells, R. M. G. & Weber, R. E. (1989). The measurement of oxygen affinity in blood and haemaglobin 
solutions. In Techniques in Comparative Physiology (Bridges, C.R. & Butler, P. J., eds.), pp 279-303. 
Cambridge: Cambndge University Press. 

Wells, R. M. G. & Weber, R. E. (1990). The spleen in hypoxic and exercised rainbow trout. Journal of 
Experimental Biology 150, 461-466. 

Wells, R. M. G. & Weber, R. E. (1991). Is there an optimal haematocnt for rainbow trout, Oncorhynchus 
mykiss? An interpretation of recent data based on blood viscosity measurements. Journal of Fish 
Bzology 38, 53-65. 



References 272 

Wells, R. M. G., Baldwin, J. & Seymour, R. S. (1997). Low concentrations of methaemoglobin in marine fishes 
of the Great Barrier Reef, Australia. Marine Freshwater Research 48, 303-309. 

Wells, R. M. G., Davie, P. S. & Weber, R. E. (1991). The effect of ~-adrenergic stimulation of trout 
erythrocytes on blood viscosity. Comparative Biochemistry and Physiology lOOC, 653-655 . 

Wells, R. M. G., MacDonald , J. A. & Diprisco, G. (1990b). Thin blooded Antarctic fishes: a rheological 
comparison of the haemoglobin free icefishes Chinodraco kathleenae and cryodraco antarcticus with a 
red blooded nototheniid Pagothenia bernacchii. Journal of Fish Biology 36, 595-609. 

Wells, R. M . G. , Mcintyre, R . H., Morgan, A. K. & Davies, P. S. (1986). Physiological stress responses in big 
gamefish after capture:observations on plasma chemistry and blood factors. Comparative Biochemistry 
and Physiology 84A, 565-571. 

Wendelaar Bonga, S. E. (1997). The stress response in fish . Physiological Reviews 77, 591-625. 

Wendelaar Bonga, S . E. & Plik, G. (1991) . Calcium regulation in fish. In Aquaculture: Fundamental and 
Applied Research (Lahlou, B. & Vitiello, P., eds.), pp. 47-59. Washington DC: American Geophysical 
Union. 

Wilkie, M. P., Brobbel , M.A. , Davidson, K., Forsyth, L. & Tufts, B. L. (1997). Influences of temperature upon 
the post exercise physiology of Atlantic salmon (Salmo salar). Canadian Journal of Fisheries and 
Aquatic Sciences 54, 503-511 . 

Wolf, K. (1963). Physiological salines for freshwater teleosts. The Progressive Fish Culturalist 25, 135-140. 

Wolters, W.R., Chrisman, C. L. & Libey, G. S. (1982) . Erythrocyte nuclear measurements of diploid and 
triploid channel catfish, /ctalurus punctatus (Rafinesque). Journal of Fish Biology 20, 253-258. 

Wood, C. M. & Perry, S. F. (1985). Respiratory, circulatory and metabolic adjustments to exercise in fish. In 
Circulation, Respiration and Metabolism (Gi lles, R., ed.), pp. 1-22. Berlin: Springer - Verlag. 

Wood , C. M., Turner, J. D. & Graham, M. S. (1983). Why do fish die after severe exercise? Journal of Fish 
Biology 22, 189-201. 

Yamamoto, A. & Iida, T. (1994a). Haematological characteristics oftriploid rainbow trout. Fish Pathology 29, 
239-243. 

Yamamoto, A. & Iida, T. (1994b). Oxygen consumption and hypoxic tolerance of triploid rainbow trout. Fish 
Pathology 29, 245-251. 

Yamashita, Y. (1993). Histological change in the muscles of diploid and triploid ayu during growth and 
maturation. Nippon Suisan Gakkaishi 59, 1151-1154. 


