Innovation & Consumers Biotechnology & Biomolecules

Value Chain, Processing Food Safety, Environment
& Aquaculture & Genetics

Analysis & Consulting

Food safety and added value of
Icelandic fishmeal.

toxic arsenic species in fish meal

Asta Heidrun E. Pétursdottir
Hronn Olina Jérundsdottir
Helga Gunnlaugsdottir

Oryggi, umhverfi og erfadir

Skyrsla Matis 45-10
Desember 2010

ISSN 1670-7192



Skyrsluagrip Matis ohf / .\
Icelandic Food and Biotech R&D matls/
-
Report summary ISSN: 1670-7192
Titill / Title Food safety and added value of Icelandic fishmeal -

Determination of toxic and non-toxic arsenic species in
fish meal / Verdmaeti og 6ryggi islensks fiskimjols —
Greining eitradra og heettulausra efnaforma arsens i
fiskimjoli

Héfundar / Authors Asta Heidrun E. Pétursdéttir, Hronn Olina Jérundsdéttir, Helga
Gunnlaugsdattir

Skyrsla / Report no. 45-10 Utgdfudagur / Date: Desember 2010

Verknr. / project no. 6019-1865

Styrktaradilar / funding:

AVS Rannsoknarsjodur i sjavarutvegi

Agrip d islensku:

i lifrikinu er mikid til af arseni i lifreenum efnasambéndum sem og & 6lifraenu
formi og hafa fundist meira en 50 natturuleg efnaform af arseni. Sjavarfang
inniheldur fra nattdrunnar hendi haan styrk heildararsens midad vid t.d.
landbunadarafurdir. Staersti hluti arsens i sjavarfangi er hins vegar bundid a
lifreenu formi sem kallast arsendbetanid, sem er talid haettulaust. Onnur form
arsens i sjavarafurdum eru ad jafnadi til stadar i laegri styrk, m.a. élifraent arsen
(arsenit og arsenat) sem er eitrad og fer sjaldan yfir 3% af heildarstyrk arsens i
fiski og krabbadyrum. Formgreining arsens i sjavarfangi er mikilvaeg vegna pess
ad upptaka (bioavailability) og eiturvirkni arsens er had pvi @ hvada efnaformi
pad er. Nylega kalladi EFSA (European Food Safety Authority) eftir upplysingum
um olifreen og lifraen efnaform arsens i faedu og eftir efnagreiningaradferdum til
ad greina dlifreent arsen. | pessari ritgerd koma fram nidurstodur og mat a
maelingum & heildarstyrk i yfir 100 synum af islensku fiskimjoli. Medal annars
var skodad hvort arstidamunur a heildarstyrk arsens veeri til stadar. Synin voru
fyrst brotin nidur med 6rbylgjun og pvi naest meaeld & ICP massagreini, ICP-MS
(Inductively coupled plasma mass spectrometry). Til ad meta hvada efnaform
arsens eru til stadar i mjolinu var fyrst préud priskipt arhlutunaradferd. Sidan
var dhersla 16gd & greiningu eitrads dlifreens arsens. Adur birt alkali-alkéhdl
urhlutunaradferd, til ad greina olifraent arsen, var adlogud og synin maeld med
HPLC bunadi tengdum vid ICP-MS. | ljés kom ad arsendbetanid var i 6llum
tilfellum rikjandi efnaform arsens. Olifraent arsen reyndist vera undir fjérum
prosentum af heildarstyrk i tolf maeldum fiskimjolssynum. Aftur 8 méti kom i
ljés, begar annarri efnagreiningartaekni (HPLC-HGAFS) var beitt 4 syni af
stodludu vidmidunarefni (certified reference material), ad styrkur Oolifreens
arsens meeldist prisvar sinnum laegri. Reyndist alkali-alkohél drhlutunaradferdin
gefa sannfeerandi efri mork a styrk olifreens arsens. Nidurstédurnar syna
ennfremur ad ekki er ndg ad reida sig a eina adferd pegar efnaform arsens eru
greind og magngreind. Aukinheldur syna paer naudsyn a vottudum styrk
Olifreens arsens i stodludu vidmunarefni til ad kanna areidanleika
efnagreiningaradferda. porfin fyrir frekari proun efnagreiningaadferda 4 pessu
svidi er bryn.

Lykilord d islensku:

Faedudryggi, arsen form, dlifraent arsen, fiskimjél
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ummary in English:

Arsenic is found in the biosphere both in organic and inorganic forms, and there
have been recognized more than 50 naturally occurring arsenic species.
Seafood products have naturally high concentration of total arsenic compared
to e.g. agricultural produce. Arsenic is toxic to humans and animals and is
known to be carcinogenic. The toxicity of the arsenic species varies severely and
a large portion of the arsenic in seafood is present in the form of the organic
compound arsenobetaine, which is considered non-toxic. Other arsenic species
are generally present in lower concentrations, including the most toxic
inorganic arsenic species, arsenite, As(lll) and arsenate, As(V), which usually do
not exceed 3% of the total arsenic in fish and crustaceans. Existent European
regulations on limits of arsenic in foodstuff and feed only take into account
total arsenic concentration, not the toxic arsenic species. Recently the EFSA
(European Food Safety Authority) stressed the need for more data on levels of
organic and inorganic arsenic in different foodstuffs and the need for robust
validated analytical methods for the determination of inorganic arsenic. In this
thesis results from total arsenic concentration from over 100 samples of
Icelandic fish meal are presented and evaluated. The samples were microwave
digested and measured with inductively coupled plasma mass spectrometry
(ICP-MS). The samples were screened for a seasonal difference in the total
arsenic concentration. To evaluate the arsenic species present in the meal a
sequential method of extraction was developed. In addition, a special focus was
on the determination of inorganic arsenic and a previously published method
for an alkaline-alcoholic extraction of the inorganic arsenic was modified and
applied. For determination of arsenic species high pressure liquid
chromatography (HPLC) was coupled to the ICP-MS. The predominant arsenic
species found in all samples was the non-toxic arsenobetaine. Inorganic arsenic
was found not to exceed 4% of total arsenic concentration in 12 samples of fish
meal. However, a suspicion of co-elution arose, and when another analytical
instrument technique (Hydride generation atomic fluorescence spectroscopy
(HPLC-HG-AFS)) was applied, concentration of inorganic arsenic was
approximately three times lower in a certified reference material, TORT-2. The
alkaline-alcoholic extraction method was found to give convincing upper limits
of the inorganic arsenic concentration in fish meal samples. These results show
the necessity of further method development and separate methods when
identifying and quantifying species. This furthermore stresses the need for a
certified value of inorganic arsenic in a certified material to check the
robustness of developed methods.

English keywords:

Food safety, arsenic species, inorganic arsenic, fish meal
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Toxic and non-toxic arsenic in Icelandic fishmeal

1 INTRODUCTION AND AIM

Arsenic is found in the biosphere both in organic and inorganic forms, and there have been recognized
more than 50 naturally occurring arsenic species, main species are shown in Table 1 on page 3. The
toxicity of arsenic is highly dependent on the chemical form?. Organoarsenic species such as
arsenobetaine are considered non-toxic. The inorganic arsenic (As(lll), As(V)) is the most toxic followed
by the simple methylated compounds *. Human exposure to arsenic is mainly through intake of food and
beverages *. Normally, arsenic is found in low levels in natural water except for specific regions of the
world, e.g. West Bengal °. Consumers who are most exposed to arsenic are those with a high
consumption of seafood or people from areas where the drinking water is high in arsenic. To assess the
health risk associated with ingestion of arsenic in food the variation in toxicity of the arsenic species
must be taken into account rather than only the total concentration. Special notice should be taken of
species that are toxicologically important, especially the inorganic arsenic. Soluble inorganic arsenic is
rapidly and almost completely absorbed after ingestion in humans. The absorption of different organic
arsenic species is generally greater than 70%. After the absorption the arsenic is widely distributed to
almost all organs °.

Recently the European Food Safety Authority (EFSA) published a scientific opinion
related to the presence of arsenic in food to human health was assessed. From over 100,000 occurrence

® where the risk

data on arsenic in food approximately 98% were reported as total arsenic where only a few
investigations took various arsenic species into account. Since representative speciation data is limited
the EFSA Panel on Contaminants in the food chain (CONTAM Panel) could not assess typical ratios
between inorganic and organic arsenic in foodstuffs. For exposure assessment based on the limited data
on inorganic arsenic a number of assumptions were made for the estimation of the contribution of
inorganic arsenic to total arsenic. The proportion of inorganic arsenic was assumed to range from 50 to
100% of the total arsenic in food other than fish and seafood. In fish and seafood the proportion of
inorganic arsenic is small and tends to decrease as the total arsenic concentration increases, where the
ratio depends on the seafood type. A considered realistic value for calculating human dietary exposure
was set as a fixed value for inorganic arsenic of 0.03 mg/kg in fish and 0.1 mg/kg in seafood °. The
provisional tolerable weekly intake (PTWI) of 15 pg/kg body weight (b.w.) was established by the World
Health Organisation (WHO) in 1989 ’. Since then new data that establishes that inorganic arsenic causes
cancer in the lungs, the urinary tract, the skin, as well as other adverse effects, has been reported at
lower exposure levels than previously considered. The PTWI value of 15 pg/kg is thus no longer
appropriate according to the EFSA opinion. The CONTAM Panel has recommended that dietary exposure
to inorganic arsenic should be reduced and in order to refine the risk assessment of inorganic arsenic a
need for more extensive speciation data for different food commodities is needed °.

The EU commission has not established maximum levels for total or inorganic arsenic in foodstuffs but
maximum levels for total arsenic have been established in animal feeding stuffs 2. If inorganic/total
arsenic ratio varied within a narrow range for different food- or feedingstuffs so that reliable
extrapolations were possible, maximum levels for total arsenic might be justifiable. However, generally
this does not appear to be the case °. Year 2003 the EU commission recognised that more than 95% of
the arsenic present in feed materials of marine origin is in the less toxic organic forms and revised the
maximum contents permitted for undesirable substances in animal feed '° and this change enter into
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Toxic and non-toxic arsenic in Icelandic fishmeal

force with the European Parliament Directive 2002/32/EC *°. When the present work started, year 2008,
the maximum level of arsenic in feedingstuffs obtained from the processing of fish or other marine
animals was 15 mg/kg, while for seaweed meal and feed materials derived from seaweed it was 40
mg/kg and for complete feedingstuffs for fish, 6 mg/kg . Even though the high percentage of
organoarsenicals in material of marine origin was taken into consideration when these maximum levels
entered into force with Directive 2002/32/EC, feedingstuffs with low levels of inorganic arsenic but high
levels of total arsenic were still at a risk of unnecessary exclusion from the market. However, shortly
after the EFSA opinion was published (October 2009) ® the EU commission amended Directive
2002/32/EC and raised the maximum levels of total arsenic further (November 2009) ®:

As regards feedingstuffs obtained from the processing of fish or other marine
animals, recent information provided by competent authorities of the Member States
on the presence of total arsenic (sum of organic and inorganic arsenic) indicates that
it is necessary to increase certain maximum levels for total arsenic. By- products of
the fish filleting industry are valuable raw materials for the production of fish meal
and fish oil for use in compound feed, in particular fish feed °.

The amendment further states that the increase of the maximum levels for total arsenic does not entail
a change in the maximum levels for inorganic arsenic, and thus the increased levels for total arsenic
does not affect the protection of animal and human health . Hence the current maximum level of
arsenic in feedingstuffs obtained from the processing of fish or other marine animals is 25 mg/kg, while
for seaweed meal and feed materials derived from seaweed it is 40 mg/kg and for complete
feedingstuffs for fish it is 10 mg/kg °. Nevertheless, the responsible operator must perform an analysis
to demonstrate that the content of inorganic arsenic is lower than 2 mg/kg upon a request of the
competent authorities .

Arsenic species and their abbreviation and chemical structure are illustrated in Table 1.
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Table 1: Names, abbreviations and chemical structures for selected arsenic species.

Name Abbreviation  Chemical structure
Arsenite As(III) As(O);
Arsenate As(V) AsO(O);
Arsenobetaine AB (CHj3)3As'CH,COO
Arsenosugars THS
O:.i|\5 | 0O—~R
CHa L/O\J
\
OH OH
Arsenolipids e.g.
CH,
O=As

B N N e P
b i

Trimethylarsonio propionate 'TMAP (CH3)3As"CH,CH,COO
Methylarsonate MA CH;AsO(07),
Methylarsonite MA(TII) CH;AS(O )
Dimethylarsinate DMA (CllI3)2As0(0)
Dimethylarsinite DMA(III) (CH;)-AsO
Trimethylarsine oxide TMAO (CH;);As0
Tetramethylarsonium ion TETRA (CH3)4As™
Arsenocholine AC CHy OH

Hio—hs N

&,

The main aims of this project were:

o Determine the total arsenic concentration in Icelandic fish meal and screen for seasonal
differences.

e Develop analytical techniques for determination of toxic and nontoxic arsenic species in fish
meal.

e Evaluate the number and quantity of toxic arsenic species in Icelandic fish meal.

e Include analysis of seafood based certified reference material/s to provide arsenic speciation
data for comparative purposes.

e Discuss the obtained results in relation to the maximum contents of total arsenic permitted

according to EU regulations.

2  MATERIAL AND METHODS

This was a two year project and an overview of the project plan is shown in Figure 1. Altogether
the project was separated into six different work packages (WP1 — WP6). Cooperation in method
development and identification of arsenic species was with Prof. Jorg Feldmann, University of Aberdeen,
Scotland. Details on the analytical method and material used are described in the M.Sc. thesis of Asta H.
E. Pétursdéttir, entitled “Determination of toxic and non-toxic arsenic species in Icelandic fish meal”.
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Figure 1: Schematic layout of the Work Packages

3 RESULTS AND DISCUSSION

Aim: To determine the total arsenic concentration in lcelandic fish meal and extraction of water — and
lipid-soluble arsenic

3.1 Total element analysis and arsenic extraction

3.1.1 Analysis of total arsenic
Approximately 100 different fish meal samples from three species, blue whiting, capelin and herring,
were analysed for total arsenic concentration. This is shown for each species in Figure 2, Figure 3 and
Figure 4.



Figure 2: a) Distribution of the total arsenic concentration for all herring samples. b) Box plot of the herring samples

Figure 3: a) Distribution of the total arsenic concentration for all the blue whiting samples. b) Box plot for the blue

Figure 4: a) Distribution of the total arsenic concentration for all the capelin samples. b) Box plot for the capelin

[
; []
.57 :
T 44 L] E -
x [} 'li _ =5
2 - E{ sa Eiﬁii -
= 34 Trey & [ L2 53
o
S =
o
< 2 *
14
i} T T T T T T
0 5 10 15 20 2 30 35
a) No. of samples
18
16 1 4 _=
14+ 1} E Eﬂ * } *
=] =3 fiﬁg . L33
_g 12 1 ¥ {E EE%E:‘:E
‘gf 10 4 L] $ = !E
g L)
o x
a 9]
=
T 6
e
44
24
0 . . : . . . . .
0 5 10 15 20 25 35 40 45
a) No. of samples
whiting samples.
10
]
8
2
- 64
wm
& L] 5
o E
21 +«F X & a¥ i i K i ii ¥ *
[ - * i 2
= - ¥ 1.
a T T T T T
o 5 10 15 ] 25 30
a) No. of samples
samples.

40

b)

b)

As conc. (mg /kg)

Ascorc. (mg/ kg)

b)

Toxic and non-toxic arsenic in Icelandic fishmeal

As conc. (mg / kg)

-

5.5

5.0+

454

4.0+

351

3.04

25




Toxic and non-toxic arsenic in Icelandic fishmeal

One capelin samples was classified as a outlier with a Q-test (p<0,01) and dismissed from the dataset.

These results provide reliable reference data about the average arsenic concentration in fish meal
samples from each species.

3.1.2 Extraction of water and lipid soluble arsenic:
A sequential extraction method was developed as described in Figure 5. A detailed method description
is in the supporting document for this report .

Shaken overnight In hexane/chloroform (8:2)

v
Fish meal residue extracted
Hexane/CHC, phase evaporated w/mlcrowave In methanol/water (9:1)
v \ v ¥
Ackd digestion Hydrolysls methanol/water Acid digestion of fish meal
¥ ¥ phase evaporated residue
ICPMS HPLC - ICP - M5
[ — S ; y ICPMS
kil kil v Y
Acid digestion  dissolved in water
v 4
ICPMS HPLC - ICP - M5

Figure 5: A scheme of the sequential extraction method.

Each residue was analysed with ICP-MS to determine the arsenic concentration in each fraction as
described in Table 2.



Table 2: The concentration of each arsenic fraction extracted from 15 fish meal samples using sequential
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extraction.
Samples® Total As Concentratimk;\? ;gl]:g?ﬂl from total
[me/ke] I—(I?:[Ee" 1\::1'20" di;f;]t(ijon Sfl[‘ﬂ ?f Recc.)\-'ery
B eOH of the rest steps (%)
dig(r;:l:;:tlicﬁi}n ) (Liitiilpslol.} (W'Sz-lttZ? 231 ) (;;i:prgslt) (L+I+ID)
Herring
Hl 435£0.06 084+£0.06 3204£002 056+001 455+0.08 106 +2
H2 5.31£0.15 1.09+ 0.05 327003 049 £0.03 4.85+0.04 91 £ 1
H3 3.48 £0.15 0.81 £0.02 218+0.03 045001 3.44+0.02 99 + 1
H4 3.45+£0.15 1.15 £0.04 1.50+0.03 051+£0.01 3.16x0.14 92 +£1
H5 251£0.04 071 £0.04 1.44 £ 0.01 036+£0.01 2.51+£0.03 100+ 1
Blue
whiting
Bl 14.0+0.3 0.19 £0.01 124+ 1.7 1.25 £0.04 139+1.6 99 + 12
B2 16.2 £0.6 0.23 £0.01 14.7 £0.5 1.09 £ 0.01 16.0 £0.5 99 +3
B3 124 £0.6 0.13 £0.03 10,6 +£0.2 0.76+0.03 11.5+0.2 93 +2
B4 8§.4+0.1 0.29 £ 0.07 8.3+04 0.69 +£0.01 93+0.3 111 +4
BS 13.3£0.7 0.17 £0.01 11.9+0.1 0.89 £ 0.04 129 £ 0.1 97 +£1
Capelin ' '
Cl 411006 132+£0.13 2354004 074+0.16 4.41+0.33 107 +8
C2 5174020  052+004 3294004 057 £0.03 4.38+0.05 8541
C3 4204022 1.10+£0.02 1.97+0.03 053+0.01 3.60+0.02 86 +1
C4 442+029  1.11+£0.08 1.97£0.05 055+£0.01 3.63+0.06 8242
Cs 205+0.11 087 +0.02 1.62+£0.05 054+£0.04 3.03%0.06 103 +£2

®Water content of the fish meal samples ranged from 4.5-8.3%, concentration given on a product weight basis.
Details about the fish meal samples is described elsewhere .
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Table 3: The mass balance between the three fractions for 15 fish meal samples.

Samples Lipi(l soluble fraction Wa{ ter soluble fraction , The rest
(% of total As conc.) (% of total As conc.) (% of total As conc.)
Step 1 Step 11 Step 111
Herring
Hl1 19.3 73.6 12.9
H2 20.5 61.6 9.2
H3 233 62.6 13.0
H4 333 435 14.8
H5 28.3 57.4 14.3
Average: 25+6 60+11 13+2
Blue whiting '
B1 1.4 89.0 9.0
B2 1.4 90.7 6.7
B3 1.1 85.4 6.1
B4 3.5 08.8 8.2
B5 1.3 89.4 6.7
Average: 21 91 £5 7x1
Capelin '
C1 32.1 57.2 18.0
C2 10.1 63.6 11.0
C3 26.2 46.9 12.6
C4 25.1 44.6 12.4
C5 29.5 549 18.3
Average: 25+9 53 %8 15+3
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3.2 Hydrolysing of lipid soluble arsenicals

Aim: To hydrolyse lipid-soluble arsenic compounds systematically.

A hydrolysis process was developed, Figure 6.

([ Fomea ]
+

Extracted with hexane/chloroform (8:2)

+ _ ¥ _
Hexane/CHCI3 phase (Lipid-soluble - LS) Fish meal residue extracted with
i methanolfwater (Water-soluble WS)
- Ewaporated and dizsolved in ether Evaporated, dissolved m water
1 +
Added TEAH HPLC-ICP-MS
1 [ wsas ]
TEAH labile fraction l
J TEAH stable traction
Neutralized with Digested with NaOH
acetic acid (1 M, 60°C, 2 k)
HPLC-ICPMS Neutralized with HCI
TEAH-hydrolysate !
of lipid-soluble HPLC-ICPMS
Jraction NaOH-hydrolysate
of TEAH-stable fraction

Figure 6: Schema for the hydrolysis.

Three meal samples from each species were tested with the method described in Figure 6. Somewhat
contradicting results were achieved indicating that further development is needed as described by
Pétursdottir ™.
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3.3 Speciation analysis with HPLC-ICP-MS

Aim: To carry out arsenic speciation of fish meal samples using HPLC-ICP-MS.

Speciation was performed on different fractions with HPLC-ICP-MS and compared to authentic
reference standards. Different fractions are described in Figure 5. Detailed description of procedures
and methods are found elsewhere '. A summarisation of main arsenic species in both water soluble
fraction and lipid soluble fraction is shown in Table 4.

Table 4: The detected arsenic species in the three fish meal types.

Capelin Herring Blue whiting DORM-2
AB Major Major Major Major
TMA O* Minor
TMAP* Trace Minor
AC Trace
TETRA? Trace Minor
As(V)* Trace
Inorganic Minor Minor Trace Minor
U / non-polar Minor Minor

*Verification by e.g. spiking is needed

The method development for speciation analysis turned out to be very laborious and time consuming.
Therefore, the main effort was concentrated on the method development for toxic inorganic arsenic. A
detailed description of the method is found elsewhere *. The main results are shown in Table 5. The
results show that even if the total arsenic concentration is high, as is in the case of blue whiting meal,
there is no relationship to the inorganic arsenic concentration.

10
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Table 5: Total arsenic and inorganic arsenic in 12 fish meal samples and two Certified Reference Materials

Samples™ Conc. As(V) (ng/kg) n Total As conc. (mg/kg)  %As(V) of total
Herring
Hl 37 +I18 5 4.35+0.06 0.8
H2 37+9 3 531+0.15 0.7
H4 20+3 3 345+0.15 0.8
H5 829 3 251004 33
Blue whiting
Bl 41 16 9 13.95 £0.29 0.3
B2 T2+3 3 16.18 £0.57 0.4
B3 51 +4 3 12.38 £0.55 0.4
B4 51+£3 3 8.38+0.13 0.6
Capelin . .
C1 50 £18 9 4.11+0.06 1.2
Cc2 198 £8 3 5.17+0.20 3.
C4 36+9 3 442 +0.29 0.8
Cs 47 £5 3 2.95+0.11 1.6
. 19.6 0.4 " A
TORT-2 639 £ 81 4 216+ ]-8|h 33
DORM-3 283 £27 3 02201 45

[6.88 +0.30]°

*Water content of fish meal samples ranges from 4.5-8.3%, concentration given on a product weight basis. "Numbers in
brackets are certified value of total arsenic concentration “LOD = 3¢ and LOQ = 0.014 mg/kg.

11
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3.4 Identification of novel arsenic species in fish meal samples

Aim: To identify novel arsenic species.

It is very important to obtain more information about novel arsenic species because the toxicity of these
is unknown and various chemical forms of arsenic have different toxicity. Therefore, if novel arsenic
species are found, the overall aim is to identify them. As recently discussed *? structural assignments
based solely on HPLC data with atomic mass spectrometric detection may not always provide sufficient
proof of structure, particularly when novel compounds are involved.

As mentioned in Table 4, there was an unidentified peak in the chromatogram for capelin and herring
fish meal samples when the water soluble fraction (Figure 5) was analysed on a reversed phase HPLC
column.

Time (=)

1800 —

Intensity (CP3)
8

Time (=)
Figure 7: Unidentified arsenic species detected in both capelin and herring fish meal samples.

There was not enough time in the project to fully identify this compound. Nevertheless, there are
certain information available, e.g. it is probably water soluble, still less polar that AB and probably not
very large. Further, work of identifying this compound should be carried out in future studies.

12
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3.5 Seasonal screening of total arsenic as well as toxic and non-toxic arsenic species in
fish meal samples
Aim: To distinguish arsenic levels and also arsenic species in the fish meal samples among different
seasons.

As mentioned in Section 3.1.1, approximately 100 samples were analysed for total arsenic. Seasonal
variation was noticed for herring and blue whiting (Figure 8 and Figure 9). The capelin samples were not
well enough distributed over the year to give any clear seasonal variation. This is illustrated in Figure 10.
This is because capelin is only fished at certain seasons. No statistical difference was between the two

groups shown in Figure 10.

55 ot
™ »
50 4 50
“ » . -
45 " i3 .
. -
= 40 . § Lo [ 2 *
= .. e T - = p a - -
E 354 \‘_J/’ . \1___. E 35 P .
2 ¢ i at 4 LRy 'y *
8 304 -.0‘ ot g 3n .y LAY
25 4 - 25 [ ]
» »
20 4 23
is 15 T T
Feb. Apr. Jun. Aug.  Oct.  Dec Apr. Jun.  Aug. Oct Dec. Feb.
a) Time h) Time

Figure 8: Herring samples plotted as total As concentration vs. time with a simple sinus regression, a) January —
December, b) March — January.

There is an negative linear relationship between the total arsenic concentration and the lipid content *
and the fish is commonly leanest just after spawning. Figure 8 indicates two maximums in the total
arsenic concentration in herring meal samples. This could be explained by the fact that there are two
herring populations around the country which spawn at different time periods.
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Figure 9: Blue whiting samples plotted as total As concentration versus time with a simple since regression, a) November
— August, b) January — December.

Figure 9 indicates a single maximum in the seasonal change for blue whiting, in June. A negative linear
relationship between lipids and arsenic concentration has been shown for blue whiting as well, as for

the herring. The blue whiting meal has a minimum in the lipid concentration in May-June, after the fish
spawns, which correlates with the maximum in arsenic concentration .
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Figure 10: Capelin samples plottet as total As concentration versus time (January — July)

The project was unsuccessful in detecting seasonal difference in toxic and non-toxic arsenic species
because of difficulties in method development and shortage of time. On the other hand, no linear
relationship was found between the concentration of inorganic arsenic and the concentration of total
arsenic in the samples analysed so far (12/102) *. Future work will include the seasonal difference of
toxic and non-toxic arsenic species.
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4 CONCLUSIONS

Total arsenic concentration ranges from 2.2 — 16.2 mg/kg for over 100 samples of three types of
Icelandic fish meal; capelin, herring and blue whiting. The blue whiting meal has approximately three
times higher total arsenic concentration compared to herring and capelin meal. This could be due to the
physiological differences of the fish species, the food source of the fish and could also be dependent on
the fish meal production process where different parts of the tissues/organs are used for the meal. For
herring and blue whiting meal a correlation between fishing time and the total arsenic concentration
was observed, while this was not the case for the capelin meal. The total arsenic concentration seems to
be higher when the fish is leaner, e.g. just after spawning, as there are indications of a negative
correlation between the lipid content and the arsenic content. No difference in arsenic content was
found dependent on the fishing location.

The sequential method developed yielded good extraction efficiencies. Analyses on cation exchange
chromatography showed arsenobetaine to be the predominant peak in all fish meal types and when
calculated based as percentage of total area AB was found to be 70 - 96% of the water soluble fraction.
Other arsenicals were present either as trace or minor constituents. Different arsenic species were
detected for the three fish meal types as illustrated in Table 4. The alkaline-alcoholic extraction method
for extraction of inorganic arsenic showed promising results. However, suspicion was raised when a
double peak detected for a herring sample, when the PRP-X100 Hamilton column was new, eluted in
later experiments as a single well defined peak. The decrease in retention time indicates that the degree
of matrix effects depends on the wear of the column. Based on a spiking experiment alone the inorganic
arsenic concentration would have been overestimated by 6% of total arsenic concentration for the
herring sample. For quality control reasons, it is therefore necessary to verify results with at least two
separate analytical methods. This can be accomplished with a verification of selected samples by e.g.
hydride generation. For detection limit purposes hydride generation with ICP-MS as a detector would be
more suitable than HG-AFS. The measured inorganic concentration in the CRMs; DORM-3 and TORT-2
was 0.283 £ 0.027 and 0.639 + 0.081, respectively. Although a suspicion of a co-elution exists, especially
for the TORT-2 sample, were approximately three times lower concentration was measured on HPLC-
HG-AFS. The values measured with both methods are close to previously reported values of inorganic
arsenic in TORT-2, even though they vary by a factor of three. These results stress the need for a
certified value of inorganic arsenic and other species of interest in certified reference materials in order
to check the robustness of developed methods. The alkaline-alcoholic extraction method, however,
gives convincing upper limits of the inorganic concentration in the fish meal. Using this extraction
method the results show that for 12 fish meal samples, most have an inorganic arsenic concentration
close to or under 1% of the total arsenic concentration and all below 4%. This is in accordance with
previously reported values in the literature for seafood. No correlation between inorganic arsenic
concentration and total arsenic concentration was noticed.

Four samples of the blue whiting meal analyzed exceed the previous EU maximum level of 15 mg/kg
total arsenic concentration in feedingstuff and several come close to the level. All samples in this study,
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however, fall below a recently set maximum level of total arsenic concentration that was raised for
feedingstuffs obtained from the processing of fish or other marine animals of 25 mg/kg. Feedingstuffs
high in total arsenic and low in inorganic were previously excluded from the market, however, the
recent EU directive reduces the risk of such unjust exclusion ®. Raising the maximum limits of total
arsenic should, however, be considered a short term solution as total arsenic concentration is not a
good indication of exposure to the undesirable substance. Future legislation should rather aim for
maximum levels of arsenic in food- and feedingstuff to be set in respect to toxic species (inorganic
arsenic, and e.g. arsenic species of medium toxicity). EFSA has recommended that dietary exposure to
inorganic arsenic should be reduced and that more extensive speciation data for different food
commodities is needed for risk assessment of inorganic arsenic. To evaluate the inorganic arsenic
concentration in biological samples robust analytical methods are needed and further work lies ahead
for the scientific community in this area.

5 FUTURE WORK

To refine this study a separation of the unknown arsenical co-eluting with the arsenate would be the

* which the alkaline-alcoholic extraction was based on, for

next step. In the work by Sloth et al. *
separation of inorganic arsenic from organoarsenic species, an isocratic mobile phase ammonium
carbonate, was found to be sufficient ** **
gradient mobile phase. Identification of the unknown co-eluting cationic species and the unknown
species found on the reversed phase chromatography would be of interest. In that regard, comparison

of other known arsenic compounds would be the first step, and then it might be possible to consider

. However, a first step to get separation might be to try a

measurements with ESI-MS. A clean up of the sample before analysis on the column would also be
greatly beneficial as to minimize the effect of the sample matrix and strain on the column. A sequential
extraction method, to look further into the lipid soluble fraction and evaluate the organoarsenicals in
the water soluble fraction, would be of interest in combination with extraction of inorganic arsenic.
Extracting the lipids first could be a partial cleanup procedure. Further steps of cleanup would be
advisable. In general the need for a validated value of inorganic arsenic in a CRM is crucial, but in order
to achieve this, different analytical methods must all reach the same value. However, the current status
in the field is that different analysts and different methods do not yield the same values. The methods
therefore must be refined and further developed. This is a realistic goal as today lower detection limits
than before are achievable and better equipment is on the market. There are also many unanswered
guestions regarding the arsenolipids, where much work lays ahead in that area. Identification of new
arsenolipids is needed and the chronic toxicity must be further evaluated.
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