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Wild fish attracted to salmon farms feed on waste feed that presently contain high levels of fatty acids of terrestrial origin. This study examines
whether mature Atlantic cod (Gadus morhua) caught at spawning grounds has eaten salmon waste feed. Cod were caught at four spawning
grounds around Smela (Norway), an area with multiple salmon farms, during the spawning season in 2018 (n = 327) and 2019 (n = 488). The
fatty acid (FA) profile of their livers, gonads (ovary and testis), and muscles (2019) were determined. Multivariate k-mean cluster analysis of liver
FA profiles revealed three main clusters, which could be allocated to trophic niches using known fatty acid trophic markers (FATMs). Of the
sampled cod in 2018 and 2019, 13 % and 20 % respectively had high liver concentrations of terrestrial FATMs (18:1n-9, 18:2n-6, and 18:3n-3),
indicating waste feed feeding. The remaining cod could be assigned to either the pelagic or benthic food chain. The cod identified as feeding
on waste feed had large, fatty livers. The terrestrial FAs were also transferred to the muscle and gonad lipids. It is postulated that the latter may

result in gametes with sub-optimal lipid composition, potentially impacting fitness, which warrants further investigation.
Keywords: diet composition, dietary biomarkers, fish farms, fish reproduction, lipids.

Introduction

Marine fish farming is an important and expanding indus-
try in many coastal countries. In Norway, marine fish farm-
ing is dominated by salmonid rearing with a total produc-
tion of 1.66 million metric tons in 2021 (Directorate of Fish-
eries, Norway; www.fiskeridir.no). Salmonid farming occurs
in open net pens at over 990 locations dispersed along the
coast and within fjords, causing concerns about the negative
impacts Norwegian salmon farming may have on the coastal
ecosystem (Taranger et al., 2015). A substantial amount of
feed pellets is lost from Norwegian salmon farms, with an es-
timated 3-5% of the pellets passing through the open net pens
uneaten (Uglem et al., 2020). Since the annual feed sale are
>1.6 million tonnes in the Norwegian salmonid farming in-
dustry (Aas et al., 2019), >48000 tonnes of salmon feed may
be lost to the marine environment yearly.

Wild fish are attracted to the fish farms to feed directly on
waste feed or prey on fish attracted to the farms (Callier et al.,
2018). Along the Norwegian coast, large numbers of saithe
(Pollachius virens) and Atlantic cod (Gadus morbua) aggre-
gate around salmon farms (Skog et al., 2003; Dempster et al.,
2009; Uglem et al., 2014). However, it is uncertain if and how
feeding on salmon waste pellets impacts wild fish populations,
e.g. by increasing the energy stores and condition of fish, or
affects reproduction and recruitment (Dempster et al., 2011;
Barrett et al., 2018).

The composition of the feed used in Norwegian aquacul-
ture of salmonid species has changed markedly over time. The
proportion of protein has decreased and fat increased, and the

proportion of marine ingredients has decreased from 90 to
25% from 1990 to 2016, and concurrently the proportion of
plant-based ingredients has increased from nearly 0 to 71%
(Ytrestoyl et al., 2015; Aas et al., 2019). Fish oils have been
primarily replaced by rapeseed (Brassica napus var. napus) oil
(Aas et al., 2019). Rapeseed oil contains ca. 44% oleic acid
(18:1n-9), ca. 15% linoleic acid (18:2n-6), and 8% «-linolenic
acid (18:3n-3), but does not contain the long-chain polyunsat-
urated fatty acids (LC-PUFA) eicosapentaenoic acid (20:5n-3,
EPA), docosahexaenoic acid (22:6n-3, DHA), and arachidonic
acid (20:4n-6) (ARA) present in marine fish oils (Bell ef al.,
2003).

The LC-PUFAs are considered essential FAs (EFAs) for cold-
water marine fish, such as cod, because they cannot be biosyn-
thesized in sufficient quantities to support normal develop-
ment (Glencross, 2009). Egg production and larval survival
are influenced by the availability of LC-PUFAs (Pickova et
al., 1997; Salze et al., 2005; Rojbek et al., 2014; Norberg et
al., 2017), with optimum levels of DHA and ARA, as well as
the ratio between ARA and other LC-PUFAs being important.
Cod feeding on oil-rich diets develops large livers because sur-
plus lipids are stored in the liver (Karlsen et al., 2006), with
the FA composition of the liver lipids reflecting the FA pro-
file of the diet (Lie et al., 1986; Jobling et al., 2008; Jobling
and Leknes, 2010). Although farmed cod does not seem to be
harmed by being fed plant-based diets (Hansen and Hemre,
2013), it is unclear whether feed sources of non-marine origin
can impact reproduction of wild fish (Gonzalez-Silvera et al.,
2020).
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Figure 1. Maps showing fish capture locations in 2018 and 2019. Colour depicts spawning ground, and size of points are scaled to catch size. The colours
in the “cake"” diagram represent the proportion of fish from the three different diet clusters: black = cluster 1 (salmon waste pellets), grey = cluster 2
(pelagic diet), red = cluster 3 (benthic diet), and black circles represent salmon farm location. Inlet shows the study area on the Norwegian coast.

Analysis of specific FAs is a well-established method for
studying trophic interactions and “who eats whom” in ecosys-
tems (Dalsgaard et al., 2003). The Fatty Acid Trophic Marker
(FATM) method utilize that most marine FAs are synthe-
sized at the lowest trophic levels (bacteria, phytoplankton, and
zooplankton) and accumulate through the food chain with
only minor biochemical modifications. Due to the high ter-
restrial lipid composition in salmon feed, FATM analyses are
a powerful tool for determining to what extent wild fish has
eaten salmon feed (Fernandez-Jover et al., 2011; Skilbrei et al.,
2015).

Long chain monounsaturated FAs (MUFAs) as gadoleic
acid (20:1n-11), gondoic acid (20:1n-9), erucic acid (22:1n-9),
and cetoleic acid (22:1n-11) are synthesized by copepods, such
as Calanus sp., and accumulate in pelagic fish such as sandeel
(Ammodytes sp.), capelin (Mallotus villosus), herring (Clupea
harengus), and mackerel (Scomber scombrus). Thus, these FAs
are useful FATMs for pelagic food web feeding (Petursdot-
tir et al., 2008). Similarly, the levels of vaccenic acid (18:1n-
7) are high in benthic organism such as decapods shrimps,
starfish, and brittle stars (Graeve et al., 1997; Howell et al.,
2003), and the levels of 20:4n-6 are very high in shore crabs
(Carcinus maenas) (Styrishave and Andersen, 2000; Jungblut
etal.,2018) and brown crab (Cancer pagurus) (Barrento et al.,
2010). Feeding experiments where Atlantic cod has been fed
with herring and shrimps (Pandalus borealis) (dos Santos et
al., 1993) or herring and shore crabs (van Deurs ez al., 2016)
confirm that long-chain MUFAs increase in cod liver lipids
for the herring diet, and that 18:1n-7 and 20:4n-6 are good
biomarkers for shrimps and crabs, resembling a benthic diet.

The present study examines diet preferences of mature cod
caught on local spawning grounds during the spawning sea-
son, using FATMs as indicators, and discusses potential in-
fluence of waste feed from salmon farms. The study was con-
ducted around the island Smela in mid-Norway, a region hold-
ing multiple salmon farms (Figure 1). In contrast to previous

studies examining the biochemical composition of wild cod
caught underneath the farms (Dempster et al., 2009), cod were
caught on spawning grounds some distance (2-5 km) from
the closest farms. Our data thus shed light on the diet of cod
before appearing on local spawning grounds, and the propor-
tion of spawners feeding underneath fish farms. The FATM
method was used to assign the cod’s dietary preference prior
to spawning to either (i) salmon waste pellets, (ii) pelagic diet,
or (iii) benthic diet. The FA profiles in liver, gonads (ovary
and testis), and muscle were all examined. Finally, the poten-
tial effects of continuous intake of salmon feed on wild cod
reproduction, is discussed.

Material and methods

Fish capture

The cod used for analysis were caught by a local gillnet in the
putative spawning season from February to April (Skjeeraasen
et al., 2021) by a local gillnet fisherman. Fish were caught at
the four spawning grounds Breisvaet, Blasvaet, Lauveysvaet,
and Glaseysvaet around the island Smela in mid-Norway
(Figure 1) in 2018 (7 = 327) and 2019 (n = 488). The length,
sex, catch location, and date were recorded for each sampled
fish (Table 1). Subsequently, the head, liver, and gonads were
packed individually in plastic bags and frozen at —20°C and
sent to the Institute of Marine Research’s facility at Austevoll
for processing. Otoliths were obtained for age determination.
Tissue samples of liver, ovary, testis, and muscle (2019 only)
for FA analyses were frozen in liquid nitrogen and stored at
—80°C until analysed. All liver samples were analysed for FAs,
in addition to a selection of gonads/muscle samples (129 sam-
ples in 2018 and 253 samples in 2019). Salmon feed of the
brand Polarfeed Marin (Polarfeed AS, Leknes, Norway) and
Mowi RI (Mowi ASA, Bergen, Norway), used at two facilities
near the spawning areas, was analysed for comparison.

€202 J9G0J00 £0 UO JasN “jexejoliqig “jejelopfeulpuaysid Aq 869260.L/EY L L/y/08/10E/SWISe01/W00 dno-owepede)/:sdpy Woly papeojumoq



1145
d

tic co

tlan

ild A

cids in wi
a

stria

Terre

di-
ined by
mne ler
term - Me
were d?Ollo\Vlngcle’ go-
sis of FAs aphy iver, mus 16 ml
naly ition atogr (liver, into 1€ rs
ids a IR, f tissue ( hed i he live
ac nd co as ¢ le o weig hile t unt
Fatty Ountell is and g bsamp g) was ken w n amo n-
am olys a su 00 m e ta know | sta
. The than iefly, 0-1 wer » A interna rs
= e Bri (5 les : . nte ste
g t m 6). d) p ding n le
g | 2 o2 al. (200 fee bsamp blee as ai ethy hy-
AR ﬁd(wmmmﬂﬁﬁwdaﬁdawmqmmx
A oAl g ad, abes. The o 0) rted to faltty5 MH ith he h
Py n es. to a 19: 2. dw
RIS =|: d (19:0) wa LS MH rap
2 o g o ~ H O — 2 las ill fro ic aci nve en tra atog
_I% < 2,2, H H © — 8 g sti oic e Cco . reag e ex hrom )
2 + < re an er lysis er c FID
Q o o H el L we dec S Wi oly: s W as C- . r-
. H N a FA an te Ag G te
£ +H N FO I on 1l th les 90 r( n
< R v wal g fn da me hy -78 to m, 11 t
T = e o o n he et P tec 25 len
g <+ % %2y 2 d, a ith t he m a HP-7 de th Agi
x I 2 HHlg dard, ) wit . T don ~at10n.h1eng m ( ime
£ ~ey e 2 FAME hanol). alyse ioniz B wit f0.2u un ti
5 o %= e < ( methan S, 52C s ol ¢ 0°C
o) o O -+ v — < ous beln . h a AX : kne S: to OC (3 1
g . R HHH < e o dr before ) wit CP-W. thic m wa 150 in~1),
5 S o b e o o and £l e eased o "C min™),
o R > <15 ilent, wa an pr ase 5 mo
= L o Lo bt Aglle lumn m, ture incre °C (2. d as R
Il p= o e B Hl e ( colu 25 m era oC, n 240 use mn-
gl S & +H ° The er 0. temp 90 to was flow
-~ < A H # = iamet The ture sed 9%) by a hod
= = Y a4 2283 I dia 131). eraturt crea 999 ed met
& S 0% % H i 5 na 77131 tempera in 99. llowe The ified
= RS % H a8 2 CP initial min, 1r ( in, fo n. 1A nti
= T H H PRI A & p/n in. init ime 0 elium min, 30 m ide e
5 £ H 23 | & in, time O .H 45 for are mix
> 2 +H o \o N % SR o Sm old min -1 for ld fo hat ard i-
2 £ mEES x88% nE ;in_l)i; time 35L min hich was };Znt FAs tith Stanictf‘lm 111y
£ o O ® vy 5 3 .
< = 2 o =8 HH H N and ho eatl n}nJ,W 97 dlffe time Wmass Spevera on e
& SRR HHH ERRNRS g bile pha53 mL mi tween tention d, and ) Howl FAs ar
[T %'\Om H RRN ) 1 to ish be f re card, org). ta ither
5 < H H S92 > ase ineuis ison o index box. he to d eit
2 + REIN] Q= crease ting arison n n om of t nted et ht
3 :' C: j BRE Tz@ ; can gli)n COmF? fetentﬁwww'c}}llr>0'l% are p res'esSue Weilghe
20 o . : ti
2 = % N H| g se AME, http: wit data : dto S8). T
= ) +H 1 ba F ibute e € to .
e T%ss A NS res of C-MS) ( ntribu sis. Th rmaliz bles S3 ltlplylng)
I Ll HHH SIS = e ry (G that co analyAS) or no ary Ta d by muloo e
g 2 0= " °R 3 bra As data IF nt te
st o= H T @ 1F a me la (mg/
S H ~ A [N < 5 in the f tot ple . alcu FA
2 — H H o a0 e % L the d in % 0' Sup is ¢ iver
i = < BIBT EN E‘ ;“ol & : % inclid;roﬁles (et(;velght)t(he ll‘{«e;A L =liv
= LR H i~ w m . -
S P 2 m % — ; H H - 3\3 § as F/loo mgt of FAS Welght 1) . al
3 22ke A SER 2 (mgl amoun ith liver (Table tatistic
g 0 HHH - 17-1 u[\3 £ — g = tota ntent w (g)/loo and s
- e} I @» i
fr 5 '50 = 2 g :t? 23 - ﬁ ‘§ = % FA1~C(;I' Welghf acid data acid dat‘} rmed
S =3 ¥ ISP UNNN:F' H] 8 v tty fatty criorn |
) ~ = N 2 s o 2 S8 H H 2 X f fa on ere p incipa
% -?,’—& Q E‘ 232 H H H “ § § 5 ification o s based roups Wples' Pr e SIR-
2 x4aS H H H ) § % g C|asslf'l diet group nt diet gliver Sg;lmsoftwar) The
= H AN = IS . iffere e . € . _
E A o SRR oyl & a”alyﬁs ation into into thfeﬁles of t}Lted - ::n Nofwﬁg stan
EP PR A =z ific ion ro xec ergen, a his
T g2 palan R H| 23 lass ificatio FAs p as e s,B ring, AT
2 2 el EEE S H Q &b C si f the A)w tems, ente PC es
5 V) Wi 2 + e clas is o is (PC ion Sys n cen the ifferenc
) LR H H 558 H:5 The alysis lysis ( ition mea ng differ As
< 25 o R H H Re& I3 an naly ogn ed, formi tive dif r F
= AR -+ N = gQ from nt a Rec form per tita 1no
2 N S8 §5 one ern ans fore an he m
s — H 38 28 mp Patt -tr be ¢ quanti t
15 = H e £ 3 co 5 log SD the qu in k-
T £ 223 — o 11. re by | out iation ds (
< g5 B3R - — 83 IUS es wet iding leve varia etho m
= — H H g = valu divi ods the . FAS_' ing m imu
5 3 et o :2 FA oo b};ion methure fhjtminat‘ngartiﬂog;n%he oP:mined
g T " = dar rma d ens he do ing p 3.8). dete ad
3 — = HH o &g nsfo an for t usli (ver. ing was Charr
3 + © © = tra FAs as done er ng 1) ( n-
g = H H © P ng ch A as lor ter 0. ) ru
5 NS S8 mo mu S Wi . exp Clus s. 3. org/ k-
G ) 2l e S a ts as alysi 1cs can (ver ject. he
= < = R g coun r an re om k-m Clust -proj ). T into
[ =i Q.9 = = 0 1 ste. lucO the Nb w.R. . om/ h nt
1s) T3 Q9 < < =2 Clu i for e . W 10.C fis .
5 o & g SEEE 75 ns) in Qlusters ackaghttps'//w -rstudi the clagic,
Q 3 EREECR a fc he p W. ng
£ 33, 522 g ESS 2 s me ber o sing t 4 0.3Lttp.//wW grouPll s, (i) pthe R-
S ] IZENS} 'cna_a =] — m u Cr. 4. - fOr ets, .
3 2 & o E g g = 58 nu three inR (v 1.4, ed e pe sing
< kg 2.2 ;in r. us ast ized u 6).
& @ g 8 AR S & S to be 014); io (ve d was n wast aliz 201 ri-
S 3] < E £ ~ l‘s 2 l., 2 Studlo tho . almo visu al-s mpa
S 2 g EE = etal., R-Stu me (i) s ere et~lco~ he
a0 5 =g ing in ng s: ta w (Gu Itiple if t
= 3 M ning lusteri roup Da 6.2) mult test he
& . &4 n clu diet g items. er. 2. mer d to m t
© — = ° mea amn ai rey ap (v —Kra forme ly fro nd
= o — =5 ee m thic p eatm Tukey perto antly iver a
P © £t three. en xH d ntly pe ific liv <
€ ;.‘ —aa Y g r (iii) b 0Irlple VA an bseql,1e ed sign length, Werect _
2 3] — NN s o kage C ANO re su differ of ﬁshf ences dsig
- 2 AR 22 ac ay we up s iffer ),an f
g8 = 238y P p ne-w. tests gro in term ical di USA), ion o
S S L2 2o O -hoc llets s in istic insoft, lati
% . g o2 _qég n post aste pe 1 groupent. Stat (AddlnsThe corre
5 ” t2|3s salmon w F T frware (Addin
5 Z o u%% §s S salm two andFTATSO lues <
$ () L= = E 2 Lqij ‘6 ‘,;D other eighta XLS p_Va
= a)cuTwsTv EE;};) “"‘w adW. the. dat
= LR Tés = g > ot Eﬁ gon ed using assigne
© =2 .
2 y ggi}:Em E"’. a,mlnncewalS
5 A 53 nifica
© \
§ . 5l
= S
[S]
= (@]
(@]
o o0
o b
oM = N
. <
- O]
[ —_ bl
23
RS

umoqg
peo|
0l} po
'sdpy w

Je//S

“olwepe:

‘dno ol

02

[Sao!/u‘l

/swl

|onJe

08/2

60L/EVLLIV
9/

Aa g6

si4

pLaysI

opall

‘191el

19

101q1

1939

Jesn

0 uo

o¢

19qojo

€202


http://www.chrombox.org
https://www.R-project.org/
http://www.rstudio.com/

1146

terrestrial FATM levels between liver and gonads and between
liver and muscle, was analysed using linear regressions. For
comparisons failing to comply with assumptions for paramet-
ric tests (i.e. non-normal and/or heteroscedastic data), robust
versions of ANOVA and post-hoc tests were performed using
the R-package WRS2 (ver. 1.1-3) as described in Mair and
Wilcox (2020).

Cod liver and gonad size and terrestrial FATM content

We also wanted to examine if there were any generic associ-
ations between the size of liver and gonads and the amount
of terrestrial FATMs without any prior classification into dif-
ferent diet types. To do this, we employed regression anal-
yses, where liver or gonad weight was treated as the de-
pendent variable, and fish length (cm), FATM, and sampling
year were treated as independent explanatory variables. Apart
from the categorical variable sampling year, all dependent re-
sponse variables and the independent explanatory variables
were log-transformed. The regressions were done separately
for each sex. The dredge command of the MuMIn library (Bar-
ton, 2020) of R was used for model selection to arrive at the
most parsimonious model. All variables included in a model
with an AICc score < 2 from the top model were retained
given that these models have been given similar empirical sup-
port (Hurvich and Chih-Ling, 1989).

Fish diet as a function of length, sex, spawning ground, and
sampling year

To evaluate if the continuous variable fish length and the cate-
gorical variables spawning ground, year, and sex had an influ-
ence on the probability of a fish having a salmon waste pellets
diet, a logistical regression with a binomial response variable
was employed, using the statistical software R studio version
4.0.2 (R Core Team, 2020; https://www.r-project.org). Fish
diet was coded as 1 if the FA composition indicated salmon
waste pellets diet, and 0 otherwise. All categorical variables
were included as additive effects in the initial model. The same
model selection procedure as described previously (2.3.2) was
used to arrive at the final model.

Results

Grouping of fish according to FATM

The PCAs (Figure 2) show liver samples and salmon pellets
from 2018/2019 using all the 51 FAs in the analysis. The first
two axes in the PCA explained 60% of the total variance (axis
1 = 38%, axis 2 = 22%). The clustering of the samples was
very similar both years, with a group of fish clearly separated
from the others along PC1, and two further groups separat-
ing along PC2. In the k-mean cluster analysis (Figure 3), the
heat plot shows the separation of the samples into three clus-
ters, representative of the diet groups: (1) salmon waste pel-
lets, (2) pelagic, or (3) benthic diet. The k-mean clustering was
very robust, yielding significant differences between two or
more of the clusters for all FAs (p < 0.0001, Supplementary
Tables S1 and S2). The fish likely to feed on salmon waste
pellet (cluster 1) had very high levels of terrestrial FATMs
(18:1n-9, 18:2n-6, 18:3n-3) compared to the other clusters.
The fish in cluster 2 are high in Calanus sp. FATMs (16:1n-11,
18:1n-11, 20:1n-9, 20:1n-11, 22:1n-9, 22:1n-11) indicating a
pelagic diet. Additionally, these fish had significantly higher
levels of 14:0, 24:1n-9, 18:4n-1, 16:2n-4, 18:4n-3, 20:4n-3,
21:5n-3,22:6n-3, and 24:5n-3 than cod in the other two clus-

S. Meier et al.

ters. Fish in cluster 3 had relatively higher levels of branched
saturated FAs (SFAs) (i-15:0, i-16:0, i-17:0, and ai-17:0) and
SFAs with unequal carbon numbers (15:0 and 17:0), which all
are FATMs for bacteria. Cluster 3 also have relatively higher
levels of other SFAs (16:0, 18:0,20:0), MUFAs in the n-7 fam-
ily (16:1n-7, 18:1n-7, 20:1n-7, 22:1n-7), n-6 PUFAs (18:3n-6,
20:2n-6, 20:3n-6, 20:4n-6, 22:4n-6), and n-3 PUFAs (20:3n-
3, 20:5n-3, 22:5n-3) compared to the other clusters (Supple-
mentary Table S3 and S4). Altogether the FA profiles of cluster
3 indicate a domination of benthic animals. Importantly, the
classification does not identify exclusive diets or food chains,
and many fish will prey on items from all food webs. However,
these dietary groups can arguably be used to show individual
cod’s preferred prey or feed type.

Based on the cluster analysis, 13 and 20% of the cod caught
was feeding on salmon waste pellets, 36 and 29% of the cod
were assigned to the pelagic diet group in 2018 and 2019, re-
spectively (Figure 1), and ~51% were assigned to the benthic
diet group in both years. Bivariate plots of the most important
FATMs in each cluster (Figure 4) show that in both cluster 2
(12 out of 258 fish) and cluster 3 (15 out of 316 fish), there
are fish with high levels of terrestrial FATMs (18:2n-6 > 4%),
likely indicating occasional feeding on salmon waste pellets.
The average level of 18:2n-6 was 13.4 £ 2.2% (range: 7.7-
16.9%) in the salmon waste pellet diet group, 1.8 + 1.2%
(1.1-8.5%) in the pelagic diet group and 1.9 + 0.5% (0.5-
9.9%) in the benthic diet group.

The commercial feeds had high relative levels (% of total
FAs) of the terrestrial FAs 18:1n-9 (31 and 37%), 18:2n-6 (17
and 16%),and 18:3n-3 (5 and 6%) (Supplementary Table S8).
The feeds differed in fish oil content, which affected the levels
of the pelagic FATMs 20:1n-9 (5 and 2%) and 22:1n-11 (8
and 2%) (Supplementary Table S8).

Table 1 shows the morphological measurements of the cod
from the different diet groups. The most significant differ-
ences between diet groups are that the cod in the salmon
waste pellets diet group had larger livers with a higher FA
content, and therefore significantly higher energy reserves (to-
tal liver FA content, TFA_L) compared to the other groups.
In 2018, the benthic and pelagic diet groups had 27 and
51%, respectively, of the liver FA content of cod found in
the salmon waste pellets diet group. In 2019, the salmon pel-
lets diet group had very large livers with high lipid content,
more than twice the amount observed in 2018, while the
TFA_L from the benthic and pelagic diet groups were simi-
lar in 2018 and 2019. Accordingly, the benthic and pelagic
diet groups had only 13 and 20%, respectively, of the TFA_L
observed for the salmon waste pellets diet group in 2019.
The differences in the FA content in the liver between the
different diet groups are also seen in frequency distribution
plots (Supplementary Figure S1), especially for the cod on
the benthic diet, where a significant proportion of females
(39%) and males (11%) had low FA levels (<20% of wet
weight) in their livers. In contrast, for the salmon waste pel-
lets group 13 and 73 % of the females and 46 and 92% of the
males had >50% FAs (% of wet weight) in 2018 and 2019,
respectively.

Terrestrial fatty acids in the gonads and muscle

The terrestrial FAs that accumulate in the storage fat in
the liver of cod feeding on salmon waste pellets were
also transferred to both gonads and muscle as shown
in Figure 5. There was a strong correlation between
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Figure 2. PCA of 51 FAs from liver samples of all cod from both 2018 and 2019 and the salmon pellets. The score plots show the grouping of the cod,
the data from 2018 and 2019 are shown in each figure for clarity but are from the same PCA. The first two axes explain 60% of the total variance (axis
1 =38%, axis 2 = 22%). The samples are marked according to the cluster analysis in Figure 3; cluster 1 (black diamond) are eating salmon waste
pellets, cluster 2 (grey circle) have a dominating pelagic diet, and cluster 3 (red triangle) have a dominating benthic diet. The orange square shows the
FATMs from the waste salmon feed used on two salmon farms in the immediate area.

the terrestrial FATM 18:2n-6 in the liver and ovary
(R? = 0.98, p < 0.0001), liver and testis (R*> = 0.85,
p < 0.0001), and in the liver and muscle (R* = 0.95,
p < 0.0001).

Multivariate PCA (Supplementary Figure S3) for the ovary,
testis, and muscle show a similar picture as for the liver sam-
ples (Figure 3), with the salmon waste pellets diet group sep-
arating from the other two diet groups along PC1. The ben-
thic and pelagic diet groups show some separation along the
PC2 axis, but not as clear as for the liver samples. The load-
ing plots grouped the terrestrial FAs 18:1n-9, 18:2n-6, and
18:3n-3 to the far left along PC1, which corresponds to the
salmon waste pellets diet group. To the far right in this plot are
ARA (20:4n-6) and DHA (22:6n-3), which indicate that these
FAs are found in higher proportions in the benthic and pelagic
food webs than in the salmon waste pellets diet group. The FAs
separating the samples along the PC2 indicate that the relative
levels of ARA are higher in the gonad and muscle of the ben-
thic feeders, and that DHA is relatively higher in the pelagic
diet group. The results show that terrestrial FAs are trans-
ferred to phospholipids and transported to both gonads and
muscle.

Cod liver and gonad size and terrestrial FATM
content

Liver size was positively associated with the terrestrial FAs
(sum of 18:1n9, 18:2n6, 18:3n3) for both males and females
(p < 0.001, Table 2) when all data were included without any
a priori classification into diet groups. The final fitted mod-
els explained 55 and 60% of the variation in liver size for
males and females, respectively. The terrestrial FATMs were
also positively associated with gonad size for both males and
females, but the variation explained by the final models was
considerably lower than that of the liver size models, with 6
and 16% of the variation explained for males and females,
respectively (Table 2).

Fish diet as a function of length, sex, spawning
ground, and sampling year

The explanatory variables sampling year, length, and sex were
retained in the final model on fish diet. No effect of spawning
ground was found. There were more fish feeding on salmon
waste pellets in 2019 than 2018 (p < 0.01, Table 3), and fish
feeding on salmon waste pellets were larger than those not
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Figure 4. Bivariate plots of FATM from cod liver collected from fish caught at the spawning grounds of Smela in 2018 and 2019. The data are given as %
of total FAs. (a) Terrestrial FATM; 18:2n-6 and 18:3n-3; (b) Pelagic FATM; 20:1n-9 and 22:1n-11; and (c) Benthic FATM; 18:1n-7 and 20:4n-6. The samples
are classified from cluster analysis; cluster 1 (black diamonds) are eating salmon pellets waste, cluster 2 (grey circles) have a dominating pelagic diet,
and cluster 3 (red squares) have a dominating benthic diet. The orange squares show the FATMs from the salmon pellets used on two salmon farms in
the close vicinity of the spawning grounds. The black lines in (a)A show 18:2n-6 = 4% (see text for explanation).

feeding on salmon waste pellets (p < 0.0001). Sex was also re-
tained in the final model although this was far from significant
(p = 0.249, Table 3). The final model only explained around
3% of the variation in diet. Investigating the difference in size
between the fish consuming the different diets, it was clear
that differences observed were caused by cod feeding on the
benthic diet being smaller than the cod feeding on the salmon
waste pellets. Fish that had a pelagic diet were of similar size
as cod feeding on salmon waste pellets (Supplementary Figure
S2).

Discussion

The FATM analysis indicated that ~20% of wild mature At-
lantic cod of both sexes caught on spawning grounds close to
salmon farms in a coastal area in Norway had been feeding
on waste feed from the fish farms. Further, cod not feeding on
salmon waste pellets could be classified into cod feeding either

mainly in the pelagic food web, or mainly in the benthic food
web.

The different diet groups

The present study demonstrates clearly indirect of direct feed-
ing on waste pellet feed by mature cod and shows the gen-
eral utility of FATM analyses for identifying trophic niches
and assigning wild caught teleosts into different diet groups.
Here, cod were caught on the spawning grounds and not un-
derneath the farms. The results therefore reflects the propor-
tion of the fish utilizing these spawning grounds that visit
fish farms to feed on waste feed. Some of these cod may be
feeding on salmon waste pellets indirectly through the con-
sumption of prey that are feeding on salmon waste pellets.
For instance, both polychaetes (Capitella sp.) and saithe sam-
pled under fish farms contain relatively high levels of the ter-
restrial FATMs18:1n-9 (22 and 26%), 18:2n-6 (7 and 8%),
and 18:3n-3 (2 and 3%), respectively (Arechavala-Lopez et
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Figure 5. Bivariate plots of terrestrial FATM (given as % of total FAs);
18:2n-6 in the liver against the ovary (a), testis (b), and muscle (c) from
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muscle (only data from 2019). The samples are classified from their liver
FA composition from Figure 3 as salmon waste pellets diet (black
diamonds), pelagic diet (grey circles), and benthic diet (red triangles).

al., 2015; Woodcock et al., 2019). The levels of terrestrial
FATMs in the two feeds analysed in this study were 53 and
60% of the total FAs. The very high levels of terrestrial FATMs
(>50%) found in the liver of some of the cod indicate that a
substantial proportion likely feeds almost exclusively directly
on salmon waste pellets. Indeed on several occasions, the local
fishermen at Smela observed that stomachs of cod were filled
with salmon pellets (pers. comm.). Telemetry studies overlap-
ping in time and space with the present study confirmed that
many of the local spawning cod regularly visited fish farms in
the area (Skjeeraasen et al., 2022). Along the Norwegian coast,
in particular gadoids like saithe and Atlantic cod are known
to feed on salmon waste pellets under the nets (Skog et al.,
2003; Dempster et al., 2009).

We did not find any difference between the different spawn-
ing grounds in the proportion of salmon pellets feeding cod.
This is likely caused by the rather uniform distance to the

Table 2. Final models for how liver and gonad size were influenced by fish length (cm), FATM (%), and the categorical variable sampling year.

Gonad size—females Gonad size—males

Liver size—males

Liver size—females

Statistic

Estimates

Statistic

Estimates

Statistic

Estimates

Statistic

Estimates

Predictors

<0.001
<0.001
<0.001
<0.001

—4.56

—5.88

0.239

-2.95 —1.18

<0.001
<0.001
<0.001
<0.001

—12.27

—14.99

<0.001
<0.001
<0.001

—6.65

-9.91

(Intercept)
Length
FATM

8.02

3.98
5.72

609
0.164/0.159

2.48
0.18

0.001
0.033

3.27
2.15

1.94
0.22

13.17
21.57

3.85
0.95
0.19

7.89
14.95
0.74

204
0.599/0.593

2.79
0.93

0.27

7

4.2

611
0.552/0.550

0.460

0.05

Year [2019]

204
0.072/0.063

Observations

R?/R?*-adjusted

The response variable and the continuous dependent variables were log-transformed in the analyses. The treatment contrast of R was used for the analyses, with the intercept value depicting the estimate for 2018.

Brackets indicate a categorical variable with the level inside the bracket showing the level being compared to the reference level of 2018. Significance was assigned at a level of p < 0.05, given in bold.
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Table 3. Final model for the logistic regression on what affects the likelihood of cod being a salmon feeder.

Salmon feeders
Predictors Log-odds CI p
(Intercept) —6.76 —9.20-(—4.36) <0.001
Year [2019] 0.60 0.20-1.01 0.004
Sex [Male] 0.26 —0.17-0.72 0.249
Length 0.07 0.03-0.10 <0.001
Observations 814
R? Tjur 0.029

The treatment contrast of R was used for the analyses, with the intercept value depicting the estimate for 2018 and females as the reference levels. Brackets
indicate a categorical variable with the level inside the bracket showing the level being compared to the reference levels of 2018 and females. Significance was

assigned at a level of p < 0.03, given in bold.

nearest farms at all investigated spawning grounds. If cod also
had been caught at spawning grounds further away from any
farm, e.g. >20 km to the nearest farm, distance effects would
be more likely to occur. Given the density of salmon farms
along large parts of the Norwegian coast, this indicates that a
substantial proportion of locally spawning wild cod in farm
intensive areas along the Norwegian coast may have dietary
inputs from waste feed.

The FATM analysis indicated that ~51% of the cod at
Smela had a diet dominated by benthic prey, with the high
levels of 20:4n-6 (ARA) indicating that crabs are particularly
important prey (Styrishave and Andersen, 2000). The FATM
analysis also indicated that 29-36% of the cod had a diet
dominated by lipid-rich pelagic fish species such as herring.
Atlantic cod are a generalist feeder on both pelagic and ben-
thic prey items (Link et al., 2009). For instance, crabs, hermit
crabs and galatheoids, coastal fish and euphausiids are impor-
tant prey at the west coast of Norway (Svasand et al., 2000).
In northern Norway, coastal cod are relying more on pelagic
fish like Atlantic herring and capelin (Svdsand et al., 2000;
Michalsen et al., 2008). Further south, like the present study
site, it is believed that both stationery local fjord, i.e. costal
cod, and so called bank-cod, which migrate along the coast
(Johansen et al., 2020) utilize local spawning grounds. How-
ever, these latter phenotypes are not genetically distinguish-
able (Johansen et al., 2020). Therfore, we cannot be sure if the
pelagic diet groups are local cod shifting their feeding prefer-
ences from benthic to pelagic prey during, e.g. the annual her-
ring migration (Varpe et al., 2005) or bank-cod coming into
to the spawning grounds at the time of spawning.

Notably, most of the fish caught in the vicinity of the spawn-
ing grounds were males, 72 and 77% in 2018 and 2019,
respectively. Sex-bias in catch numbers have also previously
been reported for gadoid fishes including cod (Morgan and
Trippel, 1996). For cod, this pattern has been ascribed to their
lek-like mating system (Hutchings et al., 1999; Skjzraasen et
al.,2012), whereby males are believed to form a shoal during
spawning, with females being more dispersed on the spawning
grounds (Meager et al., 2010).

The transfer of terrestrial fatty acids into the liver,
ovaries, and muscles of cod

Here, we have shown that terrestrial fatty acids may be trans-
ferred from salmon farms to not only the liver, but also the
muscle and gonads of mature Atlantic cod. However, it is not
clear whether such intake of salmon waste pellets has nega-
tive effects on the population dynamics of the farm-aggregated
wild fishes, or whether it has a positive effect on gadoid repro-

duction by increasing energy levels and condition of the fish
(Dempster et al., 2011; Barrett et al., 2018).

Females had significantly larger gonads and livers than
the males. Apparently, females thus invested more in repro-
duction than males, and females prioritized energy stores
(liver weights) more than males in line with previous findings
(Karlsen et al., 1995). The females had a lower FA concen-
tration in the liver than males, but due to their larger livers,
the total amounts of lipid relative to fish length was similar be-
tween the sexes. Female liver energy content (liver weights and
FA content) is correlated with fecundity (Marshall et al., 1999;
Skjeeraasen et al., 2006, 2010), indicating that the large in-
crease in energy acquisition and condition factor (liver weights
and FA content) observed in cod feeding on salmon waste pel-
lets may increase gamete production (Dempster et al., 2011;
Barrett et al., 2018; McAllister et al., 2021). However, while
we do find a positive overall association between terrestrial
FATM and gonad size, the variation explained was limited to
compare the relationship between terrestrial FATM and liver
size, especially so for females. This may indicate that the liver
energy content was well above what is needed for oocyte pro-
duction and other metabolic requirements, and that the high
liver lipid content found in cod feeding on salmon waste pel-
lets do not necessarily lead to greatly enhanced reproductive
success.

Ovary growth occurs through the production of the
lipoprotein vitellogenin in the liver, which is transported to
the ovaries where it is incorporated into the maturing oocytes.
Vitellogenin is composed of proteins, phospholipids, and stor-
age lipids (triacylglycerols) (Silversand and Haux, 1995). In
male fish, lipids supporting testis growth are controlled by
both uptake of low-density lipoproteins (VLDL) from plasma
and de novo synthesized in the testis (Bogevik et al., 2020).
Our results confirm previous results for cod that feeding on
salmon waste pellets leads to a modified liver FA profile due
to accumulation of substantial proportions of terrestrial FAs
(Jobling et al., 2008). As the terrestrial FAs to a large extent
were found also in the lean tissues (muscle, and gonads), this
shows that terrestrial FAs are also incorporated into phospho-
lipids (Lie et al., 1992). Similar diet effects, with accumula-
tion of terrestrial FAs into gonad lipids, have been reported
for other fish species feeding on plant-based diets (Bell et al.,
1996; Vassallo-Agius et al., 2001; Wassef et al., 2012).

The benthic diet group had higher levels of 20:4n-6 in
both liver and gonads compared to the salmon waste pel-
lets and the pelagic diet group. While the pelagic diet group
had higher levels of 22:6n-3 in both liver and gonads com-
pared to the salmon waste pellets and benthic diet group.
Differences in micro-nutritional requirements for optimal
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reproductive performance of wild cod have been given some
attention (Stoltenberg et al.,2021; van Deurs et al., 2022), but
there is still a lack of experimental data to elucidate how dif-
ferent trophic niches may affect cod reproduction.

In conclusion, the highly modified FA profile in ovary and
testis of the salmon waste pellet group may have negative ef-
fects on reproductive success (Gonzalez-Silvera et al., 2020).
Optimization of lipid and fatty acid composition of brood-
stock diets are very important for successful reproduction and
offspring survival in fish (Izquierdo et al.,2001; Tocher, 2010).
Experiments investigating the effect of broodstock diet of cod
(Salze et al., 2005; Rojbek et al., 2014; Norberg et al., 2017)
and field experiments using wild cod (Pickova et al., 1997)
show that fecundity and survival of cod larvae are positively
correlated with high content of EFAs (20:4n-6, 20:5n-3, and
22:6n-3). These studies were conducted with variations in di-
etary marine FAs, and the reproductive success of cod fed a
dietary lipid composition as found in salmon feed has not yet
been fully examined experimentally. There is thus a lack of ex-
perimental data to determine if diets with high levels of terres-
trial FAs affect sexual maturation, fecundity, or quality of ga-
metes in cod, or the condition, viability, normal development,
and health of the offspring. This should be a topic for further
studies, as this information is imperative to predict and even-
tually mitigate effects on the reproduction of wild cod feeding
on waste salmon feed released from fish farms.
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