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ORIGINAL PAPERS

AVAILABLE FORMS OF NUTRIENT'S
IN SOIL FERTILIZED WITH LIQUID
MANURE AND NPK

Wieslaw Bednarek!, Stawomir Dresler?,
Przemystaw Tkaczyk?, Agnieszka Hanaka?

1Chairt of Agricultural and Environmental Chemistry
University of Life Sciences in Lublin
2Department of Plant Physiology
Maria Curie-Sklodowska University in Lublin
3Regional Chemical-Agricultural Station

Abstract

The aim of the experiment, conducted from 1973 to 1999, was to determine the effect
of long-term fertilization with liquid manure (annual and biennial) and with mineral ferti-
lizers on selected physicochemical and chemical properties of soil, i.e., the content of pho-
sphorus, potassium, magnesium, sulphate sulphur, iron, manganese, pHy and organic car-
bon. Fertilization with liquid manure was observed to have resulted in a significant
reduction in the content of soil-available phosphorus in comparison to fertilization with
NPK. Fertilization with both liquid manure and NPK led to a significant increase in the
content of available potassium and magnesium in the soil profile. The highest amounts of
S-S0, were reported from the topsoil layer, irrespective of the type of fertilizer applied.
Fertilization with liquid manure and NPK caused an irregular rise in the content of iron
soluble in 1 M HCI in the soil, whereas the content of manganese increased slightly and
irregularly in response to the fertilization applied. A negligible rise in pHy, of the topsoil
layer was observed at annual application of increasing doses of liquid manure. It was re-
ported that fertilization with liquid manure led to a steady rise in the organic carbon con-
tent in the soil profile.

Key words: liquid manure; natural fertilizers; soil properties; long-term fertilization.

prof. dr hab. Wiestaw Bednarek, Chair of Agricultural and Environmental Chemistry, Uni-
versity of Life Sciences, Akademicka 15, 20-033 Lublin, Poland, phone: (081) 4456830,
e-mail: wieslaw.bednarek@up.lublin.pl
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PRZYSWAJALNE FORMY SKLADNIKOW POKARMOWYCH
W GLEBIE NAWOZONEJ GNOJOWICA I NPK

Abstrakt

Celem eksperymentu prowadzonego w latach 1973-1999 bylto okreslenie wptywu wie-
loletniego nawozenia gnojowica, co rok i co dwa lata, oraz nawozami mineralnymi na wy-
brane wtasciwosci fizykochemiczne i chemiczne gleby, tj. zawartos¢ fosforu, potasu, magne-
zu, siarki siarczanowej, Zelaza, manganu, pHygs i wegla organicznego. Stwierdzono, ze
nawozenie gnojowica, szczegoélnie stosowang co rok, spowodowalo istotne zmniejszenie za-
wartosci fosforu przyswajalnego w glebie, w poréwnaniu z nawozeniem NPK. Natomiast
zastosowanie nawozenia gnojowica, a takze nawozenia mineralnego, przyczynilo si¢ do istot-
nego przyrostu zawartoSci potasu, o najwiekszej koncentracji K w dwoich najglebszych ba-
danych warstwach. Zastosowanie zaréwno nawozenia gnojowica, jak i NPK przyczynito sie
do istotnego przyrostu zawartoSci magnezu przyswajalnego w profilu glebowym, szczegol-
nie w dwéch (NPK) lub trzech (gnojowica) warstwach. Stosunkowo najwiecej S-SO, byto
w warstwie ornej, niezaleznie od rodzaju nawozenia. Nawozenie gnojowicg i NPK spowo-
dowato nieregularny przyrost zawartosci zelaza rozpuszczalnego w 1 mol HCl w glebie, po-
czgwszy od warstwy 26-50 cm, zas§ zawarto§¢ manganu przyrastala nieznacznie i nieregu-
larnie pod wplywem zastosowanego nawozenia. Zaobserwowano nieznaczny wzrost pHyc;
warstwy ornej gleby pod wplywem corocznego stosowania wzrastajacych dawek gnojowicy.
Stwierdzono, ze nawozenie gnojowicg spowodowalo systematyczne zwigkszenie zawartosci
wegla organicznego w profilu glebowym, szczegélnie w dwoch warstwach: 0-25 cm i 26-
-50 cm.

Stowa kluczowe: gnojowica, nawozenie naturalne, wtasciwosci gleby, dlugoletnie
nawozenie.

INTRODUCTION

Liquid manure is a natural fertilizer composed of faeces and urine
of livestock, usually with addition of a small amount of water. It is produced
in litter-free breeding houses. Its fertilizing value and chemical composition
depend on the animal species and age, feeding system, direction of use and
production of animals, dilution with water and the storage system (BorowiEc
1986, Mackowiak 2000, Mazur et al. 1998, MurzyNsk1I 1998, Porarzycki 2000).
An annual dose of liquid manure (and other fertilizers) should not exceed
the amount corresponding to 170 kg ha—! N. Fertilization with liquid ma-
nure should ensure optimal use of components that would be adjusted to
nutrient demands of plants in order to prevent contamination of the envi-
ronment, particularly with nitrogen and phosphorus. The best results are
obtained by application of liquid manure and mineral fertilizers in combina-
tion (BorowIiEc, MAGIERSKI 1980/1981, Mazur, SADEJ 2002, MAZUR et al. 1998).
Locally, fertilization with liquid manure may pose certain problems related
to its effect on the environment; therefore, it is essential to recognise the
influence of this important element of the environment on soil properties
on the basis of long-term experiments (Mac¢kowiak 2000, MurzyNsk1 1998).
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The aim of the study was to determine the effect of long-term fertiliza-
tion with liquid manure and mineral fertilizers on some physicochemical
and chemical soil properties.

MATERIAL AND METHODS

The present report is based on the results of chemical analyses of soil
samples obtained in the experiment conducted by Mac¢kowiak (2000) in spring
2002 and used in this study with the author’s consent. The experiment was
performed on fenced 1 m? plots located in the vicinity of a vegetation hall
at the IUNG Institute of Soil Science and Plant Cultivation, Putawy, Po-
land. The plots were filled with soil to the level of 1 m depth. The soil was
taken from an arable field of the IUNG Experimental Station in Grabéw,
Poland; its grain size composition corresponded to loamy sand and loam in
the subsoil, where the natural layers of the soil profile were preserved. In
the 0-25 cm layer only, the soil was mixed with low clay, humic, sandy loam
(the 2:1 ratio) sampled from the topsoil of an arable field at the Experimen-
tal Station of the IUNG in Sadlowice, Poland. The concentrations of the
available components in the topsoil were 2.09 mg kg1 P and 6.47 mg kg1
K; pHg — 5.6; the content of humus was 1.06%.

Liquid cattle manure was applied annually at the doses of 25, 50, 100
and 200 m3 ha~! and biennially at double doses. Liquid manure in the above
doses was applied in successive seventeen years, i.e. until 1989. On aver-
age, the fertilizer contained 9.10% d.m., and 0.31% N, 0.07% P, 0.34% K,
0.16% Ca and 0.03% Mg in fresh weight. In 1990, the application of liquid
manure was discontinued and its subsequent effect was investigated until
1999. In 1995, 31.4 kg ha! of phosphorus fertilizers were applied to the
treatments with 25, 50 and 100 m3 doses of liquid manure. Also, all the
treatments with liquid manure were supplemented with 99.6 kg ha™! of po-
tassium fertilizers. In 1998 and 1999, mineral fertilization was applied in
the whole experiment at equal doses of 120 kg ha—1 N, 31.4 kg ha~! P and
99.6 kg ha! K.

In order to compare the liquid manure and mineral fertilizers, the ex-
periment included only four treatments fertilized with NPK in the form of
mineral fertilizers at a dose approximately corresponding to half the dose of
each of these components introduced into the soil in the respective treat-
ments where liquid manure was applied annually. The doses were: 50, 100,
200 and 400 kg ha=! N; 10.9; 21.8; 43.6 and 87.2 kg ha=! P; and 41.5; 83;
166 and 332 kg ha—! K. Nitrogen was applied as ammonium nitrate, phos-
phorus as granular single superphosphate, and potassium as 60% potassium
salt. In 1973-1989, the 1NPK treatment was supplemented with 850 kg N,
185.3 kg P and 705.5 kg K, which was equivalent to the dose of 25 m? ha™1
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of liquid manure. In 1987, the designed nitrogen and potassium doses were
reduced by 50% in treatments SNPK and 4NPK, and the phosphorus dose
was decreased by 50% in the 4NPK treatment. In the two successive years,
the original nitrogen and phosphorus doses in treatment 3NPK were re-
duced by 25% and the dose of potassium by 50%; in treatment 4NPK, the
doses of nitrogen and phosphorus were lowered by 50%, and that of potassi-
um by 70%. This change was necessitated by the lower crop yield resulting
from poorer germination rates and plant density per unit area. Signs of
potassium and, to a lesser extent, phosphorus excess were observed on the
growing plants. Mineral fertilizers in the re-adjusted doses were applied
throughout the experimental period until 1999. In 1990 and 1991, the doses
were as follows: N — 50, 100, 150 and 200 kg ha™l; P — 10.9; 21.8; 32.7 and
43.6 kg; and K — 41.5; 62.3; 83 and 103.8 kg ha=1. In 1993-1994 and in 1997,
the application of phosphorus and potassium fertilizers was discontinued due
to the observed symptoms of excess of the two elements.

The chemical analyses were performed in an accredited laboratory at
the Regional Chemical and Agricultural Station, Lublin, Poland, with the
following methods: available P and K — with Egner-Riehm method; available
Mg — according to Schatschabel method after extraction of 0.0125 mol dm=3
CaCl,, from the soil; the content of humus — according to Tiurin method; Fe
and Mn soluble in 1 M HCl dm=3 — with the ASA method; S-SO, — with the
nephelometric method according to Bardsley-Lancaster; and pH was assessed
in 1 mol KCl dm=3 (A catalogue of methods... 2007). Statistical analyses
were employed such as variance analysis with Tukey’s confidence semi-in-
tervals (a¢=0.05).

RESULTS AND DISCUSSION

The pHy; of the topsoil layer (0-25 cm) increased slightly in response
to the annual application of increasing doses of liquid manure from 5.2 (25 m3
ha1) to 5.7 (200 m3 ha=1) — Table 1. This increase was more pronounced in
the deeper soil layers, particularly at 26-50 and 51-75 ecm. The biennial ap-
plication of double doses of this fertilizer did not change the pH of the top-
soil, which remained at the level 5.4-5.5. In deeper layers, particularly at
51-75 and 76-100 cm, there was a remarkable increase in pH. Application of
liquid manure changed the soil reaction from acid (0-25 cm) to slightly acid
(26-50 cm) and neutral in the deeper layers (or even alkaline in the 51-
-75 cm layer of the soil fertilized biennially with liquid manure). Application
of increasing NPK doses contributed to slight acidification of the soil, partic-
ularly in the 0-25 and 26-50 cm layers (Table 1). Irrespective of the type of
fertilization — organic or mineral — an increase in the pHy in the soil
profile was reported, which was particularly evident to the depth of 51-75 cm.
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It was apparently caused by leaching of alkaline compounds (mainly calcium
and magnesium), primarily from the 0-25 cm layer. Borowitc (1986) observed
an increase in pH in the successive layers of the soil profile induced by
increasing doses of liquid manure as well as by mineral fertilization. PoTarzy-
ck1 (2000) and Mazur et al. (1998) found a slight rise in pHy caused by
increasing doses of liquid manure; a similar finding was reported by
MurzyNskI (1998). An increase in pH resulting from manure application was
also found by CanpEMIRA and GLSERA (2011), whereas Siiva et al. (2009) showed
a pH increase upon application of liquid dairy manure and a fall in pH
following mineral fertilization.

It was found that fertilization (annual and biennial) with liquid manure
led to a steady increase in the content of organic carbon in the soil profile,
particularly in the 0-25 cm layer, and a slightly smaller rise in the 26-50 cm
layer (Table 1). Mineral fertilization did not act as clearly as liquid manure,
but also in this case the highest C_ ., content was observed in the two top
layers of the soil (0-25 and 26-50 cm; Table 1). A similar phenomenon was
reported in other investigations (Borowiec 1986, MAzUR, SADES 2002, MAZUR et
al. 1998, MurzyNskI 1998, Porarzycki 2000). The decline in the content of
organic C after 20 years of the NPK treatment amounted to approximately
10%, whereas the increase in the organic C concentration after 20 years of
the application of cattle manure at the rate of 320 Mg ha—1 y~! reached 30%
(Aovama, Kumakura 2001). The soil total organic carbon measured in black
soil by Han et al. (2006) decreased by 6.5% over 18 years in control and by
5.6% in recycled organic manure treatment.

The annual and biennial fertilization with liquid manure and mineral
compounds resulted in a significant increase in the content of available phos-
phorus, predominantly in the 0-25 and 26-50 cm layers (Table 2). It was
found that fertilization with liquid manure, particularly applied every year,
produced a significant decline in the phosphorus content in the soil profile;
a reverse phenomenon was observed as a result of the NPK fertilization
(particularly at the depth of 26-100 cm). In long-term fertilization with liquid
manure and chemical fertilizers, the content of available P increased in the
0 to 20 cm soil layer (Yanca et al. 2011). Application of high doses of liquid
manure, particularly to acid and light soils, did not prove to contribute to
the transfer (leaching) of phosphorus down into the soil profile. Ssimilar
observations were reported by Borowikc (1986), MurzyNskI (1998) and Porarzy-
ck1 (2000). The study of EBeLING et al. (2003) concerning the impact of vari-
ous sources of phosphorus on its availability in soil demonstrated that P
availability changed depending on the type of organic-mineral fertilization
applied.

Application of increasing doses of liquid manure and NPK resulted in
a significant rise in the content of available potassium (Table 2). Simultane-
ously, regardless of the type of the fertilization used — organic or mineral -
the highest K concentration was observed in the 51-75 em soil layer, being
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slightly lower in the 76-100 cm layer, which implies relatively easy leaching
of this element from the topsoil, particularly in light and acid soils. Such
behaviour of K was not clearly confirmed by Borowikc (1986) or MURZYNSKI
(1998), who claim that the content of available potassium forms in soil of
the control plot and in the plot that had been steadily fertilized with liquid
manure for 20 years did not differ significantly, and that the content was
the highest in the 0-20 cm layer.

Annual or biennial fertilization with liquid manure as well as mineral
fertilizer application contributed to a significant rise in the content of avail-
able magnesium in the soil profile, particularly in two (NPK) or three (lig-
uid manure) layers (Table 3). This implies that Mg easily travels downward
through this soil profile. In his study, Borowikc (1986) did not observe this
phenomenon, and MURzyNsKI (1998) reported that the highest increase in the
content of available magnesium occurred in the 0-20 cm layer. The treat-
ment with liquid dairy manure led to an increase in exchangeable Mg+
levels to the depth of 30 cm, but the mineral fertilizer caused an increase
from 30 cm downwards (SiLva et al. 2009).

The impact of fertilization with liquid manure and NPK on the content
of sulphate sulphur in soil does not demonstrate such a clear tendency as in
the case of the elements discussed above (Table 3). The topsoil layer con-
tained the highest amounts of this S form, whose concentration tended to
rise as this element leached into the deeper soil profile levels.

Application of liquid manure and mineral fertilizers also resulted in an
increase (although irregular) in the content of iron soluble in 1 M HCI in
soil (Table 4). A significant increase in the amount of this element was ob-
served in the profile from the 26-50 cm layer downwards. YE et al. (2006)
showed that Fe availability might be increased by allowing manure to de-
compose in soil.

The content of manganese soluble in 1 M HCI in the soil profile in-
creased slightly and irregularly as a result of the fertilization used (Table 4).
The highest content of this element was observed in the topsoil layer.
A similar regularity was reported by MurzyNski (1998), who found the high-
est content of this Mn form in the 0-10, 10-20 and 20-30 cm layers, as well
as Mazur et al. (1998), particularly upon application of liquid cattle manure.
Borowiec and MacIiersk (1980/1981), however, did not observe such depend-
encies in light soils fertilized with liquid manure.

Selected chemical or physicochemical soil properties were also present-
ed in the papers by DEBska et al. (2010) and PypErs et al. (2011).
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CONCLUSIONS

1. Fertilization with liquid manure applied annually and biennially (dou-
ble doses) and with mineral fertilizers resulted in a steady, significant in-
crease in the content of nutrients (particularly in the topsoil layer), includ-
ing available phosphorus, potassium, and magnesium, and in pHy (only in
the case of liquid manure) and organic carbon.

2. The highest concentrations of available phosphorus, soluble manga-
nese and S-SO, were found in the 0-25 cm layer, irrespective of the type of
fertilization applied; the content of the available forms of potassium and
magnesium increased along with the depth of the profile, especially down-
wards to 75 cm.

3. Annual and biennial (double dose) application of liquid manure and
of equivalent amounts of mineral fertilizers resulted in a similar increase
in the nutrient content (the phenomenon was not always confirmed by sta-
tistical calculations) and in pHy and Corg.
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CONTENT OF SELECTED NUTRIENTS
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Abstract

The success of organic farming results from the need to produce top-quality food and,
additionally, to protect the natural environment by applying eco-friendly agricultural prac-
tices and abandoning synthetic fertilizers and chemical pesticides. The aim of this study
was to assess the impact of organic and conventional production systems on the content
of minerals and fatty acids in grain of oat, wheat and hulled and naked barley.

Wheat grain from organic farming was characterized by a higher content of Mn and
by significantly higher content of Fe, Zn, Ca and Mg when compared to grain originating
from conventional farming. The increased availability of potassium in soil, caused by the
applied potassium salt fertilization, was reflected in a higher content of this macronutrient
in grain of all cereals from conventional cultivation. The tillage system was found not to
exert the same effect on the content of Ca and Mg in all the cereals examined. Lower
content of iron and zinc was determined in organic grains of barley and oat. Grain from
the conventional cropping system (except naked barley) proved to be richer in lipids. Cru-
de oil of organic cereals was richer in the most valuable polyunsaturated fatty acids than
that of the conventionally-grown crops The study demonstrated a stronger dependency be-
tween the level of the elements examined and cereal species than between the level of ele-
ments and cultivation system.

Key words: organic farming, conventional farming, mineral elements, fatty acids, cereal.

dr Anna Ciotek, Department of Chemistry, University of Life Sciences in Lublin, 20-950
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ZAWARTOSC WYBRANYCH SKLADNIKOW ODZYWCZYCH W ZIARNIE PSZENICY,
JECZMIENIA I OWSA Z UPRAWY EKOLOGICZNEJ I KONWENCJONALNEJ

Abstrakt

Popularnos$é¢ rolnictwa ekologicznego wynika z poszukiwania zywnos$ci o najwyzej ja-
koSci oraz z potrzeby ochrony srodowiska naturalnego, przez stosowanie zabiegéw agro-
technicznych przyjaznych ekosystemowi. Celem pracy byta ocena wplywu ekologicznego
i konwencjonalnego systemu uprawy na zawartosé¢ sktadnikéw mineralnych i kwaséw tlusz-
czowych w ziarnie owsa, pszenicy oraz jeczmienia oplewionego i nagiego.

Ziarniaki pszenicy z uprawy ekologicznej zawieraly wiecej Mn oraz istotnie wigcej Fe,
Zn, Ca i Mg w poréwnaniu z pochodzacymi z uprawy konwencjonalnej. Zwigkszona do-
stepno$é potasu w glebie, spowodowana zastosowanym nawozeniem w postaci soli potaso-
wej, odzwierciedla sie wyzsza zawartoScig tego makroskladnika w ziarniakach wszystkich
zb6z z uprawy konwencjonalnej. Nie stwierdzono jednokierunkowego wplywu systemu
uprawy na zawarto$¢ Ca i Mg w przypadku wszystkich badanych zboz, natomiast nizsza
zawarto$¢ zelaza i cynku stwierdzono w ziarniakach jeczmienia i owsa z upraw ekologicz-
nych. Ziarniaki z uprawy konwencjonalnej byly zasobniejsze w ttuszcz (wyjatek stanowit
jeczmiern nagi). Tluszcz zboz ekologicznych byt bogatszy w wiekszosé cennych kwasow
wielonienasyconych w poréwnaniu ze zbozami konwencjonalnymi. Obserwowano silniejsza
zalezno§¢ zawartosci badanych skladnikéw od gatunku zboza niz od systemu uprawy.

Stowa kluczowe: uprawa ekologiczna, uprawa konwencjonalna, sktadniki mineralne, kwasy
ttuszczowe, zboze.

INTRODUCTION

Both in Poland and in the world, agricultural plant production relies on
crop cultivation for food and feed. Cereals are obviously at the top of the
food pyramid. As important sources of carbohydrates, proteins and mineral
compounds, they are characterized by a species-specific combination of nu-
tritive properties. The absorption and accumulation of nutrients by plants
are affected by numerous factors, e.g. the concentration and form of ions
available in soil as well as pH of soil solution (Z6rB et al. 2009). More and
more food products are made from wholemeal flour and provide valuable
nutrients, including mineral compounds, which so far have been removed
along with the seed coat. Daily consumption of food products containing
200 g of wholemeal flour may satisfy over 70% of the recommended daily
intake of Cu, Fe, Mg, Zn, Mn, etc. (HussaIN et al. 2010)

The growing success of organic farming results from the need to pro-
duce top-quality food and, additionally, to protect the natural environment
by applying ecosystem-friendly agricultural practices and abandoning syn-
thetic fertilizers and chemical pesticides. Investigations conducted globally
have focused mainly on the effect of organic crop tillage on parameters of
soil or crop yield (RoHLING, ENGEL 2010). Recently, however, researchers have
been paying more attention to assessment of nutrients in organic food prod-
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ucts. The aim of this study has been to assess the impact of organic and
conventional production systems on the content of mineral elements and
fatty acids in grain of oat, wheat and hulled and naked barley.

MATERIAL AND METHODS

The experiment was conducted with grain of cereals cultivated in the
organic and conventional systems. Grain of winter wheat (cultivar Legenda),
spring barley (gymnospermous cv. Rastik and hulled cv. Skarb), and oat (cv.
Borowiak) originated from a plot experiment conducted by the Department
of Herbology and Crop Cultivation Technology at the Experimental Farm
Czestawice — harvest of 2009. The experiment was established on 284 com-
plex soil (quality class II), characterized by the humus content of 1.2-1.6%,
high to very high content of potassium, magnesium and phosphorus, and
acid to slightly acid pH.

The experiment included two, five-field cereal rotations:

— organic crop: sugar beet ? hulled/naked spring barley + additional red clover
- red clover - winter wheat + tansy phacelia/white mustard (stubble inter-
crop) - oat + broad bean and pea (stubble intercrop);

— conventional crop: sugar beet - hulled/naked spring barley + additional red
clover -> red clover - winter wheat - oat.

In the organic system, the cereals were cultivated without mineral fer-
tilization. Their needs for nutrients and fertilizers were met by plowing the
intercrops and by increased fertilization with manure, whereas weed control
was assured by stubble intercrops and harrowing.

Fertilizers and pesticides applied to the cereals are specified in Table 1.

The grains were analyzed for the content of mineral elements: Ca, K,
Mg, Cu, Mn, Fe, and Zn with atomic absorption spectrometry (AAS) after
incineration in a muffle furnace. Crude lipids were determined with the
extraction method by Soxhlet (PN-64/A-74039) in a Soxtec System HT 1043
apparatus. Fatty acids were separated with the gas chromatography method
using a UNICAM 610 apparatus with flame-ionization detector (FID).
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RESULTS AND DISCUSSION

Mineral compounds in plants serve a variety of functions, e.g. they are
structure-forming elements (macronutrients) and participate in the regula-
tion of biochemical processes (micronutrients) (Barczak et al. 2006). They
are also essential for the proper growth and development of humans and
animals. Their accumulation in cereal grain is influenced by multiple fac-
tors, including species and soil conditions: organic matter content, pH, and
fertilization applied (Wisniowska-KieLiaN, Kriva 2007). Most of the research
addressing the issue of mineral content in organic grain has focused on
wheat (HussaIN et al. 2010, ZORrB et al. 2009).

In the reported experiment, grain of oat, wheat as well as hulled and
naked barley was analyzed for the content of 3 macronutrients, whose level
was decreasing in the following order: K, Mg, Ca (Table 2). Oat grain proved
to be the poorest in these cations (except for potassium). A higher content
of these macronutrients in oat, than in barley had been determined earlier
by Makagrska et al. (2006). In turn, the lowest content of Mg and Ca was
assayed in wheat grain.

The highest content of potassium was found in the grain of hulled bar-
ley (E=6.87 mg kg1, C=7.03 mg kg1). A tendency for its considerably high-
er content (significantly higher in the case of wheat) was observed when

Table 2
Content of mineral elements in grain of oat, wheat and barley from organic (E)
and conventional (C) cultivation
K | Ca | Mg | Cu | Mn | Fe | Zn
Specification 1 1

g kg™ | mg kg~
Oat E 4,159a 0.411a 0.871a 3.386a 30.39 44 .47a 28.90a
Oat C 4.437a 0.475b 0.837b 3.182a 28.25a 45.76a 30.71a
LSD ,_0.05 0328 | 0008 | 0015 | 1715 | 3.020 | 1983 | 1561
Wheat E 3.984a 0.295a 0.692a 2.091a 29.20a 27.59% 29.05a
Wheat C 5.666b 0.245b 0.630b 2.548a 25.64a 22.91b 21.57b
LSD , 005 0332 | 00019 | 00122 | 1000 | 1327 3.64 2.45

Hulled barley E 6.868a 0.365a 0.802a 3.702a 11.99a 30.19a 30.56a
Hulled barley C | 7.028a 0.393a 0.848b 3.675a 10.45b 36.08a 32.18a
LSD , <005 1.225 0.0031 0.0167 1.891 0.629 6.096 12.04
Naked barley E 4.912a 0.330a 0.827a 3.208a 9.40a 30.40a 28.58a
Naked barley C 4.030a 0.306b 0.871b 3.576b 9.46a 38.12b 32.51a
LSD , <005 2.619 0.0206 0.037 0.288 0.331 2.490 6.461

a,b — mean values marked with the same letter do not differ statistically at p<0.05
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compared to the organic grain, which is presumably caused by potassium
salt fertilization.

The content of magnesium was significantly higher in the grain of oat
and wheat from organic cultivation than in conventionally grown crops. In
turn, the level of this element in both cultivars of barley turned out to be
higher in the grain from conventional crop. Hence, the farming methods
were not confirmed to exert the same effect on all cereals. ZOrB et al. (2009)
attributed a slightly lower magnesium content in conventional wheat grain
(analogous dependency was also observed in our study) to the better filling
and higher volume of kernels.

Grains of wheat and naked barley from organic crops were significantly
richer in calcium than those from the conventional cultivation system.
A reverse dependence was observed in the case of oat. In hulled barley, the
lower content of that element in organic grain was not statistically signifi-
cant. ZORB et al. (2009) did not find any significant differences in the calcium
content between wheat grain from organic and conventional cultivation, al-
though grain from the organic biodynamic system was characterized by its
higher content. Despite a few significant system-based differences, no ten-
dency towards higher or lower levels of mineral elements in any farming
system was suggested by MADER et al. (2007).

The level of such cations as iron, manganese, and copper in grain plays
a very significant role. The mean content of micronutrients in grain of the
analyzed cereals is presented in Table 2. The lowest content of Cu and Fe
(analogously to macronutrients) appeared in wheat. The lowest level of Mn
was found in both cultivars of barley. The lowest content of Zn was found in
grain of conventional wheat and organic naked barley.

In turn, the highest content of copper was determined in grain of hulled
barley (E=3.70 mg kg1, C=3.67 mg kg1). Differences in the copper content
between grain from organic and conventional cultivation were statistically
significant only in the case of naked barley cv. Rastik, with a higher content
of copper noted in the conventionally-cultivated crop (E=3.21 mg kg1,
C=3.58 mg kg 1). The same tendency was observed in wheat grain
(E=2.09 mg kg1, C=2.55 mg kg1). Among the analyzed cereals, the highest
content of Mn was determined in oat (E=30.39 mg kg1, C=28.25 mg kg™1)
and wheat grain (E=29.20 mg kg1, C=25.64 mg kg~1). More Mn was found
in grain from the organic cultivation system, except naked barley, in which
the Mn content was identical in both organic and conventional grain.

Further analyses demonstrated the highest content of iron in oat grain
(E=44.47 mg kg1, C= 45.76 mg kg1), and the highest content of zinc in
hulled and naked barley from conventional cultivation (32.18 and
32.18 mg kg1, respectively). In the grain of oat and both barley cultivars,
the content of iron and zinc was higher in the crops with mineral fertiliza-
tion and chemical protection. In contrast, statistically significantly higher
content of Fe and Zn was determined in the organic grain of wheat. RyaN et
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al. (2004) attributed a higher content of zinc in organic grain to improved
colonization of the crops by Arbuscular mycorrhizal fungi, which improved
absorption of mineral elements (including Ca and Zn).

The content of crude lipids in grain was higher in conventionally grown
crops, except naked barley (Table 3). The richest source of crude lipids was
oat grain (E=4.36% and C=4.49%), whereas hulled barley from organic culti-
vation contained the smallest amounts of these compounds. The results of
our determinations of the lipid content in grain of oat and barley from the
organic cultivation system are similar to the findings reported by BoBko et
al. (2009). In contrast, Szumio and RacHoN (2006), who analyzed lipids in
naked and hulled oat, found differences due to the level of pesticides ap-
plied, namely stronger pest control meant a lower content of lipids in na-
ked oat but more lipids in hulled grain.

The ratio of fatty acids in grain lipids of the analyzed cereals is shown
in Table 3. A higher level of saturated fatty acids (SFA) was found in lipids
of cereals from the conventional cropping system, whereas grain from or-
ganic farming was richer in unsaturated fatty acids (UFA). In both cases, it
was only wheat grain that responded differently. A tendency for enhanced
synthesis of monounsaturated fatty acids (MUFA) was observed in the con-
ventional crops except oat. This relationship was evident in the case of crude
lipids of wheat monoens. Cereal grain is an excellent source of essential
polyunsaturated fatty acids, especially linoleic acid. A higher percentage of
these acids was demonstrated in crude lipids of grain from the organic sys-
tem. When comparing the analyzed cereals, the highest content of linoleic
acid (18/2) was determined in lipids of organic wheat grain, whereas the
lowest one — in oat grain from both cropping system. A lower percentage of
polyunsaturated fatty acids in oat grain is compensated for by a very high
content of crude lipids in grains of that cereal and an exceptionally high
level of ecosadienoic acid (22/2), compared to other cereals. In addition to
linoleic acid, grain oil is rich in both oleic (18/1) and palmitic acids (16/0).
Conventional grain (except for oat) appeared to be richer in this monoenic
acid. However, lipids of organic kernels of wheat and naked barley, and
conventional kernels of oat and hulled barley were richer in saturated pal-
mitic acid.
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CONCLUSIONS

1. Wheat grain from the organic cropping system was characterized by
a higher content of Mn and a significantly higher content of Fe, Zn, Ca and
Mg when compared to grain from conventional cultivation.

2. Lower content of iron and zinc was determined in organic grain
of barley and oat but the cropping system was found not to exert the same
effect on the content of Ca and Mg in any of the examined cereals.

3. Crude oil of organic cereals was richer in the most valuable, polyun-
saturated fatty acids than that of conventionally grown crops

4. The study has demonstrated that the content of the macro- and mi-
cronutrients was more strongly dependent on a cereal species than a culti-
vation system.
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CONTENT OF BIOACTIVE COMPOUNDS
IN SEMI-DRY RED WINE
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Abstract

The aim of the present work was to compare the content of bioactive compounds
(polyphenols and minerals) in semi-dry wines. The material for the study consisted of 6 ty-
pes of semi-dry red wine originating from Bulgaria (Sofino Melnik), Hungary (Loci), Fran-
ce (Bongeronde) and Spain (Don Kichot). The wines were subjected to organoleptic sco-
ring assessment, followed by analyses of crude ash, anthocyanins, the total content of
phenol compounds, zinc, manganese, copper, iron and magnesium. Additionally, the brow-
ning index was determined. All the samples attained positive organoleptic assessment. The
highest score for the color was given to the wines from France and Spain. The total acidi-
ty in the analyzed red wines ranged between 4.97 g dm= (Spanish wine) and 5.56 g dm™3
(Bulgarian wine), which fulfills the quality requirements for grape wine. Grape wine con-
tains from 1.0 to 4.0 g dm™3 of polyphenols. The analyzed wine samples contained a sligh-
tly lower concentration of phenolic compounds: 1.28 g dm=3 on average. The average con-
tent of p-coumaric acid in the examined samples was 1.85 mmol dm=. The concentration
of anthocyanins, compounds responsible for the color of wine, was significantly lower in
Bulgarian and Hungarian wine samples (26.05+0.25 mg dm= and 23.60+0.80 mg dm™
respectively), in comparison with French (59.90+0.20 mg dm=3) and Spanish wine particu-
larly (75.90+2.40 mg dm™3). All the analyzed wine samples, independently of their place
of manufacture, achieved high organoleptic assessment, especially for clarity and color. The
highest rated wines from France were characterized a high level of bioactive compounds:
total polyphenols and anthocyanins. They also had a high content of crude ash and mine-
rals such as Mg, Mn, Zn. Relatively high concentrations of polyphenols, anthocyanins and
crude ash were also determined in Spanish wines.

Key words: semi-dry red wine, mineral elements, phenolic compounds, anthocyanins.
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ZAWARTOSC ZWIAZKOW BIOAKTYWNYCH
W WINACH CZERWONYCH POLWYTRAWNYCH

Abstrakt

Celem pracy bylo poréwnanie zawartosci zwigzkéw bioaktywnych (polifenole, antocy-
jany, taniny, sktadniki mineralne) w winach pétwytrawnych. Materiat do badan stanowity
wina czerwone potwytrawne (po 6 prob w kazdej grupie), pochodzace z Bulgarii (Sofino
Melnik), Wegier (Loci), Francji (Bongeronde) i Hiszpanii (Don Kichot). Wina poddano punk-
towej ocenie organoleptycznej. Analizowano réwniez zawarto$¢ popiotu surowego, garbni-
kow, kwasu szczawiowego, kwasowo$¢ ogélng, stezenie antocyjanow, zawarto$¢ zwigzkow
fenolowych ogélem oraz zawarto$¢ cynku, manganu, miedzi, zelaza i magnezu. Oznaczono
indeks zbrgzowienia. Wszystkie poddane badaniom proby win uzyskaly pozytywna ocene
organoleptyczng, a najkorzystniejszg ocene pod wzgledem barwy — wina pochodzace z Fran-
cji i Hiszpanii. Kwasowo$¢ ogolna analizowanych win czerwonych pétwytrawnych wynosita
od 4,97 g dm=3 (wina hiszpanskie) do 5,56 g dm=3 (wina bulgarskie) i spetniala wymaga-
nia jakosciowe dla win gronowych. Wina gronowe zawieraja od 1,0 do 4,0 g dm=3 polifeno-
li. Badane préby win zawieraly nieco mniej zwiazkéw fenolowych, $rednio 1,28 g dm™S.
Zawarto§é kwasu p-kumarowego wynosita $rednio 1,85 mmol dm=3. Antocyjany to zwigzki,
ktore odpowiedzialne sg za barwe win. Ich stezenie bylo istotnie nizsze w winach bulgar-
skich oraz wegierskich (odpowiednio 26,05+0.25 mg dm™ i23,60+0.80 mg dm™3), w poréw-
naniu z winami francuskimi (59,90+0.20 mg dm=3), a przede wszystkim hiszpariskimi
(75,90+2,40 mg dm=3). Wszystkie poddane badaniom wina, niezaleznie od miejsca ich wy-
tworzenia, uzyskaly wysokg ocene organoleptyczna, szczegolnie w zakresie oceny klarow-
no$ci i barwy. Najwyzej oceniono wina pochodzace z Francji, w ktérych stwierdzono takze
wysoki poziom zwigzkow bioaktywnych — polifenoli ogétem i antocyjanéw oraz wysoka za-
warto$¢ popiotu surowego i sktadnikéw mineralnych, takich jak Mg, Mn, Zn. Podobnie do$¢
wysokie stezenie polifenoli, antocyjanéw, a takze popiotu surowego oznaczono w winach
hiszpanskich.

Stowa kluczowe: wina czerwone polwytrawne, sktadniki mineralne, zwiazki fenolowe,
antocyjany.

INTRODUCTION

Red wine is a rich source of healthy components, such as phenolic acids,
anthocyanins and (+)catechins (tannins). Polyphenols are believed to have an
antioxidant effect, which contributes to protecting low-density lipoproteins
(LDL) from oxidation (NIGDIKAR et al. 1998, Zima et al. 2005, AMAaROWICZ et al.
2008). Wine contains hydroxybenzoic (mostly gallic and protocatechic) and hy-
droxycinnamic (mostly caffeic and p-coumaric) acids and high concentrations
of some of their derivatives (HERNANDEZ-ORTE et al. 2006). Grapes and wine
contain many mineral elements. The most important minerals include potas-
sium, magnesium, calcium and sodium, whereas iron, boron, silicon and zinc
occur only in insignificant amounts (ppm range), and there are merely trace
quantities of aluminum, lead, cadmium, fluorine, copper or selenium (<1 mg
dm™3). The content of mineral elements is affected by numerous factors, such
as the type of grapevine, climate and soil as well as the method of wine
production (Cooxk et al. 1995, RupasiNGHE, CLEGG 2007).
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With the growing awareness of the positive impact on health (the French
paradox) and the increasing consumption of red wines, it is interesting to
compare their chemical composition and organoleptic characteristics. As men-
tioned earlier, wine quality is significantly affected by the region in which
grapevine grows, which is why wines from different parts of Europe were
analyzed. The objective of the present work was to compare the content
of bio-active substances (polyphenols, minerals) in semi-dry red wine origi-
nating from different vineyards in Bulgaria, Hungary, France and Spain.

MATERIAL AND METHODS

The material consisted of semi-dry red wine originating from Bulgaria
(Sofino Melnik, 11% vol.), Hungary (Loci, 10.5% vol.), France (Bongeronde,
10% vol.) and Spain (Don Kichot, 11% vol.) produced in 2009.

Bulgarian wine Sofino Melnik is a multistrain wine from the south-west-
ern region of this country (the Mediterranean climate), more specifically
from the Struma Valle. Hungary Loci is a multistrain red wine from Eszak-
Alf6ld. French semi-dry red wine Bongeronde is a multistrain wine made
from grapes growing in Languedoc. Spanish wine Don Kichot is a multist-
rain wine from La Mancha. Each of the examined groups consisted of 6 wine
types (6 wines x 4 countries) in two replications. In total, 48 samples were
examined. The wine was subjected to organoleptic assessment. A panel of
tasters consisted of 20 people (10 males and 10 females), aged from 35 to 45
years. The assessment was made on a 5-point scale in accordance with the
standards PN-90 A-79120/02. Laboratory analyses were performed in order
to determine the content of crude ash according to PN-90A-79120/09, the
share of tannins, based on formation of insoluble tannins with heavy metal
salts (AOAC, 1995). Total acidity was determined according to PN-90A-79120/07
and expressed in tartaric acid. Total anthocyanins were determined using
the pH differential method described by LEE et al. (2005). The methods de-
scribed by SomERs and Evans (1974) were used to determine the browning
index of the wines. The measurements were carried out with a Unicam
5625 UV/VIS spectrophotometer. All samples were analyzed by HPLC-DAD
(Waters) for phenolic acids. The analytical HPLC system (Gilson) employed
consisted of two pumps 306, a detector UV-VIS DAD 170 and an injector
20 nL. Chromatographic separations were performed on a reversed phase
column Symmetry C;q (5.0 um, 250_4.6 mm i.d., Waters). Phenolic acids
were separated using eluents, A: 1% acetic, B: 50% acetonitryle, both in
water (v:v). Elution gradient was following: 0-10 min 92% A, 11-40 min 70%
A, 41-55 min 60% A, 56-72 min 92% A. The monitoring wavelength was 320
nm. The results were calculated from the calibration curve.

The total content of phenolic compounds was determined by the spec-
trophotometric method of Folin-Ciocalteau (GoRISTEIN et al. 2000) and ex-
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pressed as gallic acid equivalent (GAE). For assays of minerals, the samples
were pre-dried in a dryer at a temperature of 60°C for 24 hours, and then
dried at 105°C for another 24 hours. Afterwards, the samples were weighed,
incinerated in a muffle furnace at a temperature of 450°C and solubilized in
6N of spectrally-pure hydrochloric acid. The content of zinc, manganese,
copper, iron, and magnesium was determined in the mineralizates by the
ASA method (PN-EN 14082:2004) using a UNICAM 939 spectrometer. Analy-
sis of the content of oxalic acid was performed following the method pre-
sented by Brzozowska et al. (1999). The determination of the browning index
was based on the procedure recommended by WROLSTAD et al. (1982).

The results presented in the work are the arithmetic means obtained
from 12 measurements (6 types of wine, two replications) analyzed statisti-
cally with Statistica ver. 5 software, and p=0.05 and p=0.01 regarded as
a statistically significant value.

RESULTS AND DISCUSSION

All types of the analyzed wine obtained a positive organoleptic scoring
(Table 1). The highest score for the color was given to the wines from France
and Spain, while the Bulgarian and Spanish wine types had the best clarity.
The aroma and flavor of the French wine obtained the highest score and
this type of wine had the highest total score among all the analyzed types.

Table 1
Organoleptic assessment of semi-dry red wines

) o Number of points in a 5-point scale General
Wine origin c - N - opinion
Bulgaria 3.8+x091 | 49+0.38 3.4+046 | 2.9 =*0.35 |satisfactory
Hungary 3.4 +0.54 4.6 = 0.22 3.1+0.26 3.2 £ 0.17 |satisfactory
France 4.1+ 0.55 46 +0.19 3.6 +0.30 3.6 £ 0.21 |good
Spain 45+047 | 48031 3.1+0.14 2.6 = 0.22 |satisfactory

C — colour, K — clarity, A — aroma, T — taste

The key criterion while purchasing groceries is their sensory attractive-
ness and one of its elements is color. The color of wine red depends mainly
of the anthocynins. These compounds are found predominantly in the grape
skin and are released in the process of maceration. The longer the macera-
tion period before decanting young wine, the richer the wine in dyes and
tannins (BaLik, Kumsta 2008).
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The acidity of wine depends on its content of organic acids, such as
tartaric, malic, citric, succinic or lactic acid (Mackiw 2003). This is a signifi-
cant trait which gives wine its valuable properties enhancing digestion and
ideally wine should contain 2.0-5.0 g dm™3 of organic acids (GawLIK, BIALIK
1998). According to PN-A-79122:1996, the total acidity of grape wine should
range from 3.5 to 9.0 g dm™3, as converted into tartaric acid. The total
acidity of the analyzed semi-dry red wine was from 4.97 g dm™3 in Spanish
wine to 5.56 g dm™3 in Bulgarian wine, which met the requirements set for
the quality of grape wine (Table 2). The total value of acidity in the ana-
lyzed wine was not affected by the amount of oxalic acid, which was signifi-
cantly higher in Bulgarian and Hungarian wine than in the wine from
France and Spain (Table 2).

Table 2
Content of oxalic acid and total acidity and browning in semi-dry red wines
Wine origin
Item Mean
Bulgaria Hungary France Spain
Oxalic acid (mg %) 1.80¢ = 0.61| 1.71¢ = 0.21 | 5.67° + 0.95| 5.49° = 1.56 | 3.66 + 2.07
Total acidity (g dm™3) | 556 £ 0.42 | 5.39+0.54 | 5.06 £ 0.38 | 4.97 =027 | 524 = 0.88
Browning index 2.97% = 0.16 | 3.37%0 + 0.06 | 4.29° = 0.19| 3.75%0 £ 0.11 | 3.59 = 1.11

a, b — values in the same rows marked with different letters differ significantly at p<0.05

Oxalic acid is fairly high in the concord grapes and ooccasionally, crys-
tals of calcium oxalate form in wine. The development occurs late, common-
ly after bottling. The redox potential of most young wines stabilizes the
complex formed between oxalic acid and metal ions, such as iron. However,
as the redox potential of wine rises during aging, ferrous oxalate changes
into the unstable ferric form. After dissociation, oxalic acid may bond with
calcium, forming calcium oxalate crystals (Jackson 2000).

The health-promoting value and the quality of wine also depend on its
content of phenolic compounds (Iwanow et al. 2001). Grapes are a rich source
of phenolic compounds and red grape wine contains from 1.0 to 4.0 g dm™3
of polyphenols (LoPEz-VELEZ et al. 2003). The analyzed semi-dry red wine
originating from France and Spain was relatively low in these compounds
(1.45 g dm™3 in both replications). However, this value was significantly
higher (p=0.05) compared with the wine from Bulgaria (1.25+0.03 g dm=3)
or Hungary (0.97+0.02 g dm=3) — Table 3. Both the content of polyphenols
and the share of anthocyanins and tannins, and hence the wine’s color and
its intensity, depend on the type of grapes, the degree of their maturity and
the climate in which the fruit is cultivated (the warmer the climate, the
darker the wine) (BaLik et al. 2008), which can justify a higher concentra-
tion of the above compounds in French and Spanish wine varieties.



196

Table 3
Content of biological activities compounds in semi-dry red wines
Wine origin
Item Mean
Bulgaria Hungary France Spain

Total phenolic 1.25% = 0.03 | 0.97¢=0.02 | 1.45°+0.03 | 1.45° +0.01 | 1.28 +0.33

(g dm™)

é;‘;}:i"rfl{g‘ms 26.05% = 0.25 | 23.60% = 0.80 | 59.90° = 0.20 | 75.90¢ + 2.40 | 46.36 = 20.11

p-coumaric acid
(mmol dm=3)

Tannins (%) 2.57¢+0.79 | 5352 +098 | 468"+ 081 | 324+ 059 | 3.96 + 1.23

1.95%+ 0.44 | 2.84>+0.08 | 1.45%+0.01 | 1.17¢ = 0.33 | 1.85+0.25

a, b, ¢, d — values in the same rows marked with different letters differ significantly at p<0.05

Numerous studies have proven very beneficial influence of polyphenols
on human health (the French paradox) and have enabled us to determine
which are most effective. The group of compounds with documented bioac-
tive effects includes, among others, hydroxybenzoate and hydroxysuccinic
acids.

A wide discrepancy in the number and concentrations of phenolic acids
was found among the examined wines, which contained from five (French
wines) to eighteen phenolic acids (Spanish wines). The concentration of
p-coumaric acid was used for a comparative study of all the semi dry wines
because it occurred in a high content in all the samples. According to
TuszyNskl and SROKA (1999), the content of p-coumaric acid in red wine is
around 1.56 mmol dm=3. The same content is quoted by Mac¢kiw (2003). Rast-
1JA et al. (2009) reported significant differences in the concentration of
p-coumaric acid in Croatian red wines, where it ranged from 1.7 to 7.4 mg
dm3. As regards p-coumaric acid in the analyzed wines (Table 3), its aver-
age content was 1.85 mmol dm—3, being the highest in the Hungarian wine
(2.84x0.08 mmol dm™3).

The results concerning the total content of anthocyanins were confirmed
by the total content of polyphenol compounds in the analyzed wine. Their
concentration was significantly lower in the Bulgarian and Hungarian wine,
(26.05+0.25 mg dm=3 and 23.60+0.80 mg dm™3, respectively) compared to
the wine from France (59.90+0.20 mg dm—3) and Spain (75.90+2.40 mg dm=3)
— Table 3. Similar correlations were noted for the semi-sweet red wine ana-
lyzed by CzecH (2007), where the highest anthocyanin content was recorded
in Spanish wine and the lowest in the Bulgarian varieties. According to
Tsanova-Savova et al. (2002), the content of anthocyanin in Bulgarian red
wines varied from 22 to 274 mg dm3.

Anthocyanins are responsible for the color of wine. However, they are
exposed to different factors during the manufacturing process and storage,
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such as the presence of oxygen, metal ions or light, which lead to condensa-
tion processes and consequently brown polymer formation (PENG et al. 1998).
An increased share of brown polymers deteriorates the color of wine, mak-
ing it less vivid (Czapski, WALKOWIAK-T'oMczak 2008). Bulgarian wine was cha-
racterized by the lowest degree of browning (2.97+0.16), while this value
was the highest in French wine (p=0.05) — Table 2.

The concentration of anthocyanins in red wine gives it a purple shade,
whereas tannins are responsible for its lighter shade of orange or yellow. In
time, the color of wine changes towards lighter shades as anthocyanins are
less durable than tannins (Man1ak, KuNa-BroNiowska 2007). The content of
tannins in the analyzed wine samples ranged from 2.57+0.79% (Bulgarian
wine) to 5.35+0.98% (Hungarian wine) — Table 3. The results revealed sta-
tistically significant differences at the level of p=0.05.

Tannins form colorful complexes with ion metals. They also affect the
bitterness of wine and, under the effect of oxygen and high temperature,
are oxidized into dark-colored compounds. The content of mineral elements
in the analyzed semi-dry red wine samples is presented in Table 4. Analyz-
ing the content of mineral elements, it should be noted that the number

Table 4
Content of dry ash (g dm=3) and selected mineral elements (mg dm™3) in semi-dry red wines
Wine origin
Item Mean
Bulgaria Hungary France Spain
Dry ash 0.89% + 0.03 | 1.19% +0.08 | 1.63° = 0.03 | 2.56¢ = 0.11 1.57 = 0.80
Copper 0.40° + 0.04 | 0.24%0 + 0.06 | 0.13% + 0.04 | 0.09 = 0.03 | 0.21 = 0.10
Magnesium 50.3¢ = 6.10 | 117.20 + 6.50| 90.20 + 10.40 | 102.4% = 7.60| 90.0 + 29.45
Iron 6412+ 096 | 9.47¢+0.86 | 598" +0.73 | 467+ 095 | 6.63 +2.14
Zinc 1.26% = 0.09 | 2.08° +0.16 | 3.06°+0.17 | 161+ 0.12 | 2.00 = 0.75
Manganese 0.67%+0.11 | 1.13°+0.06 | 0.94° = 0.05 | 0.32¢ = 0.04 | 0.76 = 0.33

a, b, ¢ — values in the same rows marked with different letters differ significantly at p<0.05

of some microelements must be limited to maintain good health-promoting
and organoleptic traits (Cook et al. 1995). An increase in the content of
minerals may lead to turbidity and precipitation of lees in the wine. Accord-
ing to REczasska and JEDRZEJCZAK (1998), the maximum limits in red wines
are 5.0 mg dm=3 of zinc, 3.5 mg dm™ of copper and 18.0 mg dm™> of iron.
Following the regulation by the Ministry of Health and Social Welfare, the
acceptable content of zinc in wine is 5.0 mg dm™3, and the content of copper
in alcohol must not be higher than 1.0-4.0 mg dm™3. Neither of these val-
ues was exceeded in any of the analyzed wine samples. The French wine
was characterized by a significantly higher content of most analyzed miner-
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al elements (magnesium, iron, zinc and manganese). The wine originating
from Hungary also proved to be a rich source of minerals, particularly mag-
nesium, iron and manganese. The Bulgarian wine had a significantly higher
content of copper and iron, while the Spanish wine was richer in magnesium.
The content of copper, manganese and iron in the analyzed wine samples was
close to the results noted by BuLmski et al. (1995) for red grape wine and
Mawik and CzecH (2005). The concentration of zinc in the examined wines was
significantly higher than in the wine studied by BuLiNski et al. (1995). Our
results suggest some regularity related to the fact that certain metals may
indirectly affect the degradation of anthocyanins by catalyzing the oxidation of
ascorbic acid with the formation of HyO, (PENG et al. 1998). Two elements
participate in the processes of forming hydrogen peroxide, namely copper and
iron. A higher content of these minerals in the Bulgarian wine may have led
to the lowering of the content of anthocyanins in those wine samples.

The content of ash in wine, that is the components left after evapora-
tion and roasting, depends mainly on the presence of minerals. The concen-
tration of minerals in wine is slightly lower than in the fruit, which are
used to proliferate yeast in the fermentation process (PoGorzeLskI et al. 2005).
The content of crude ash in the analyzed wine samples was significantly
lower in the Bulgarian and Hungarian wines (0.89+0.03 g dm=3; 1.19+0.08 g
dm=3, respectively). The highest share of crude ash was recorded in the
Spanish wine (2.56 g dm=3) — Table 4. According to WZzoRrexK et al. (2005), the
content of ash in red wine should not exceed 1.7 g dm=3, whereas PoGoRzEL-
skI et al. (2005) suggest that the mean ash content in wine ranges from 1.8
to 2.5 g dm™3. The analyzed semi-dry wine samples revealed a slightly low-
er crude ash concentration: 1.57 g dm™3 on average.

CONCLUSIONS

All the analyzed wine samples, regardless of their origin, achieved a high
organoleptic assessment score, especially for clarity and color. The highest
rated wine was made in France. It was characterized by a high level of
bioactive compounds: total polyphenols and anthocyanins. It also had a high
content of crude ash and minerals such as Mg*2, Mn*2, Zn*2. Similarly,
relatively high concentrations of polyphenols, anthocyanins and crude ash
were determined in the Spanish wines. The results of our analyses showed
a relationship between the content of bioactive compounds and the place of
manufacture of wine. Consumption of wines, especially French ones, may
contribute to increasing the supply of compounds producing beneficial ef-
fects in the human body.
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CONTENT OF NITRATES V AND II1
AND HEAVY METALS IN SELECTED
BRASSICA VEGETABLES DEPENDING
ON STORAGE
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Abstract

The study has been performed to analyze the content of nitrates V and III as well as
lead and cadmium in Brassica vegetables, both fresh and after 5-month storage in a cool
storeroom. The experimental material consisted of Chinese cabbage, red and white cabba-
ge, savoy cabbage and Brussels sprouts. The content of nitrates in the plant material was
determined with the spectrophotometric method based on Griess reaction, whereas con-
centrations of heavy metals were assayed with the AAS method after dry mineralization.

The 5-month storage period was found to decrease (by ca 65+5%) the content of ni-
trates V in savoy cabbage and Brussels sprouts. In turn, a ca 2-fold increase in the con-
centration of these compounds was determined in Chinese cabbage, and a similar tenden-
cy was observed in white cabbage. Chinese cabbage turned out to be the richest in the
analyzed, undesirable elements and compounds, e.g. after storage it was characterized by
an exceeded permissible level of nitrates V (750 mg kg™! f.w.) and by the biggest, ca
10-fold, increase in concentrations of lead and cadmium. Besides, storage was observed to
cause a significant increase in the content of nitrates III in the analyzed vegetables, except
red cabbage, in which their content was shown to decrease by about 40%.

Concentrations of nitrates III and V, Pb2+ and Cd?* in tissues of the cabbage plants
should be monitored regularly in order to prevent their excessive accumulation in the food
chain of man.

Key words: Brassica vegetables, storage, nitrates V, nitrates III, heavy metals.
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ZAWARTOSC AZOTANOW V I III ORAZ METALI CIEZKICH W WYBRANYCH
WARZYWACH KAPUSTNYCH W ZALEZNOSCI OD CZASU PRZECHOWYWANIA

Abstrakt

Celem badan bylo przeanalizowanie zawartosci azotanéw V i III oraz otowiu ikadmu
w Swiezych warzywach kapustnych i po ich 5-miesigcznym przechowywaniu w chiodnych
magazynach. Material badawczy stanowily: kapusta pekinska, kapusta glowiasta czerwona
i biata, kapusta wloska oraz kapusta brukselska. W materiale ro§linnym zawarto$¢ azota-
néw oznaczono metodg spektrometryczna, opartg na reakcji Griessa, natomiast metale ciez-
kie — metodg AAS po mineralizacji suchej.

Okres 5-miesiecznego przechowania wplynal na obnizenie (o ok. 65+5%) zawartosci
azotanow V w gléwkach kapusty wloskiej i brukselskiej, natomiast ok. 2-krotny wzrost
koncentracji tych zwigzkéw odnotowano w kapus$cie pekinskiej, podobng tendencje zaob-
serwowano w przypadku kapusty bialej. Kapusta pekinska okazala sie warzywem najbar-
dziej skazonym substancjami niepozadanymi, po przechowywaniu bowiem odnotowano
przekroczenie (750 mg kgl §.m.) zawartosci azotanéw V oraz najwiekszy, ok. 10-krotny
wzrost zawartosci otowiu i kadmu. Przechowywanie spowodowalo istotny wzrost zawarto-
$ci azotanow III w analizowanych warzywach z wyjatkiem kapusty glowiastej czerwonej,
w ktorej nastapil ok. 40% spadek koncentracji omawianych zwigzkow.

W celu zapobiegania nadmiernemu gromadzeniu sie tych zwigzkow w tancuchu po-
karmowym czlowieka, niezbedne jest regularne monitorowanie azotanéw V i III oraz Pb2+
i Cd** w tkankach badanych roslin.

Stowa kluczowe: warzywa kapustne, przechowywanie, azotany V, azotany III, metale
ciezkie.

INTRODUCTION

Vegetables are an essential component of human diet. They are a rich
source of vitamins, minerals and dietary fibre. Unfortunately, they are also
among the major sources of nitrates in foodstuffs (50-80%). Presence of some
quantities of nitrates V and III in plants is a natural consequence of the
nitrogen cycle in nature. Nevertheless, errors made during cultivation and
storage of plant material coupled by limited oxygen access may trigger un-
desirable biochemical transformations, which in turn can modify the concen-
trations of nitrates. Although nitrates V do not pose any serious health prob-
lem, a product of their microbiological reduction, i.e. nitrates III, are highly
toxic. In addition, genetic traits of vegetables that depend on a species or
variety also influence accumulation of these compounds (RuTtkowska 1996,
Wodiciecaowska 2005, RUsINEk, CzecH 2007).

Another serious problem is food contamination with heavy metals. Lead
and cadmium may enter the human body through the alimentary and respi-
ratory systems and are capable of accumulating in human tissues. The ma-
jor source of Pb and Cd are environmental pollutants, i.e. wastewater, solid
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waste, dust emitted to the atmosphere, chemical fertilizers, and pesticides
(Lo Coco et al. 2000, Yusur et al. 2003, Kuairiaz et al. 2004, RusiNEk, CzECH
2007). The excess of these metals in food is implicated to raise the inci-
dence of many diseases of the cardiovascular, respiratory and nervous sys-
tems. These metals are also involved in carcinogensis and mutagenesis
(STEENLAND, BOFFETTA 2000, RADWAN, SALAMA 2006).

Owing to the great popularity and high intake of Brassica vegetables in
Poland, as well as to increasing environmental pollution, it seems highly
advisable to monitor these crops in terms of concentrations of undesirable
substances they may contain. The present study has been performed to ana-
lyze the content of nitrates V and III as well as lead and cadmium in Brassica
vegetables, fresh and stored for 5 months in cool storerooms.

MATERIAL AND METHODS

The experimental material comprised fresh and stored Brassica vegeta-
bles, including: Chinese cabbage (Brassica pekinensis Rupr.), red cabbage
(Brassica oleracea var. capitata L. f. rubra), white cabbage (Brassica oleracea
var. capitata L. f. alba), savoy cabbage (Brassica oleracea L. var. sabauda),
and Brussels sprouts (Brassica oleracea L. var. gemmifera). The vegetables
originating from local producers were purchased in a hypermarket in Lublin
(in October 2009). Some of the vegetables were stored for 5 months in cool
storehouses, at the optimal temperature (0°C) and air humidity (95-98%).
Control measurements of the temperature and air humidity were carried
out several times.

For each Brassica species, 6 samples were collected in each analytical
period in order to determine levels of the undesirable components (nitrates
V and III, lead and cadmium). The determinations were carried out in three
replications. In total, 60 samples of Brassica vegetables were assayed.

Prior to chemical analyses, the vegetables underwent the necessary prep-
arations (washing, fragmentation). The prepared plant material was divided
into samples: 10 g of vegetables for analyses of nitrates V and III, and 5 g
of vegetables for assays of heavy metals.

The content of nitrates V and III was determined with the spectrophoto-
metric method (acc. to the Polish Standard PN-A-75112), based on Griess
reaction. The determination consisted in diazotization of sodium nitrate III
with sulfanilamide (Griess reagent I) and mixing with N-1-naphtylethylene-
diamine (Griess reagent II). The product of this reaction was two-phase,
red-violet dye, whose color intensity was measured spectrophotometrically.
Nitrates V were determined through direct reduction with cadmium to ni-
trates III.
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For determination of lead and cadmium, the samples were pre-dried
a drier at 60°C for 24 h, and then dried at 105°C for another 24 h. After-
wards, the samples were weighed, mineralized in a muffle furnace at 450°C
and solubilized in 6 N of spectrally pure hydrochloric acid. The mineralizate
was determined for the content of heavy metals with the AAS method after
dry mineralization (acc. to the Polish Standard PN-EN 14082), using a UNI-
CAM 939 spectrometer. Lead content was assayed at 1=217.0 nm, whereas
cadmium content — at 1=228.8 nm. The analytical range for Pb2+ and Cd2+
was: 0-50 pg dm=3 and 0-5 pg dm=3, respectively.

The results were subjected to statistical analysis using Statistica ver. 5
software. The significance of differences between mean values was deter-
mined with the one-way analysis of variance test ANOVA.

RESULTS AND DISCUSSION

The 5-month storage period depressed (by ca 65+5%) the content of ni-
trates V in heads of savoy cabbage and Brussels sprouts (Table 1). In con-
trast, about a 2-fold increase in the concentration of these compounds was
determined in Chinese cabbage and a similar tendency was observed in the
case of white cabbage. Slightly different dependencies were noted while ana-
lyzing the impact of the 5-month storage on the content of nitrates III. The
storage was observed to cause a significant increase in nitrates III in the
analyzed vegetables, except for red cabbage, in which the concentration of
these compounds decreased by about 40% (p=0.05) — Table 1. In turn, the
biggest increase, by about 5-fold, in the concentration of nitrates III was
determined in white cabbage, whereas the smallest one occurred in Brus-
sels sprouts (ca 2-fold).

The binding EU regulations (Regulation...2006) limit the level of nitrates
V only in vegetables, i.e. in lettuce and spinach. According to the previous
Regulation of the Minister of Health (2003), the permissible level of these
compounds in Brassica vegetables is 750 mg kg™ f.w.

The content of nitrates V in both fresh and stored vegetables was far
below the level of 750 mg kg~! f.m., except in Chinese cabbage. The pre-
treatment of vegetable samples may have lowered the content of nitrate
compounds, which are easily water soluble (MonDY, MUNsHI 1990). The stored
Chinese cabbage was characterized by a high content of nitrates V, reaching
953.7 f.w. This might have resulted either from the excessive fertilization or
from neglecting the pre-harvest interval.

Lisiewska and Kmiecik (1991) report that the accumulation of nitrate com-
pounds is affected by light. Diminishing the light intensity or exposure time
may increase the content of nitrates V in vegetables, because a deficient
content of carbohydrates produced under insufficient light might be the fac-
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tor diminishing the reduction rate of these compounds. This factor might
have caused an increased content of nitrates V and III in the vegetables
analyzed in this study (Table 1).

Among the investigated Brassica vegetables, Chinese cabbage had the
highest concentration of nitrates V (Figure 1). In contrast, the lowest con-
centration of NO5~ ions was noted in white, savoy and red cabbage, with
the value being about 45+5% lower than in Chinese cabbage (p=0.05). In

800 -

6004 -1 - b ...............

225: HHHH

Chinese savoy white IBrusselsl red
cabbage cabbage cabbage sprouts cabbage

a, b, ¢ — values marked with different letters differ significantly at p<0.05
Fig. 1. The mean nitrates V content in the selected Brassica vegetables (mg kg! f.w.)

respect of nitrates III, their highest concentration was noted in savoy cab-
bage, higher than in white cabbage, Chinese cabbage or Brussels sprouts
(Figure 2). The values were statistically significant and the differences
reached about 50%. Red cabbage was characterized by a significantly lower
(by 13%) content of nitrates III than savoys cabbage, and lower (by 50%)
content of these compounds than in the other analyzed vegetables (Figure 2).

The content of nitrates V determined in this study was seven-fold lower
than the value reported by Murawa et al. (2008). Those authors determined
the content of nitrates V in white cabbage at the level of 2 642.7 mg kg1
fm. In turn, the concentration of nitrates III reported by these authors
equalled 0.13 mg kg~! f.w., which exceeded by about 2.4-fold the values
presented in Table 1. The research by LisiEwska and Kwmikcik (1991) indicates
that the content of nitrates V in savoy and red cabbage were higher by70%
and 20%, respectively, than in the raw material analyzed in the present
research. With respect to white cabbage, the results were comparable, where-
as Brussels sprouts were characterized by a lower concentration of NOy~
ions when compared to the values reported in our study. This might have
been due to the stage of plant vegetation, for example, because the highest
concentration of these compounds is observed in the early developmental
stages, when the level of carbohydrates, the major source of energy to their
reduction processes, is still low. According to AMR (2000) and McKNIGHT et al.
(1999), vegetables grown in heated greenhouses are characterized by a high-
er content of nitrates than cultivated on a field or in a tunnel, owing to
lesser light intensity and higher nitrogen mineralization.
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a, b, ¢ — values marked with different letters differ significantly at p<0.05

Fig. 2. The mean nitrates III content in the selected Brassica vegetables (mg kg f.w.)

Apart from nitrogen compounds, another group of xenobiotics likely to
occur in plants are heavy metals, e.g. lead or cadmium. The uptake of heavy
metals by plants is affected mostly by the grain size distribution of soil,
which determines its absorption, and by the content of organic matter. For
example, cadmium is very mobile in acid soils. The sources of cadmium are
combustion of solid and liquid fuels, intensive fertilization with phosphate-
based fertilizers, application of calcium and magnesium fertilizers, agricul-
tural application of wastewater sludge, etc. The presence of lead is associat-
ed with the composition of soil, but unlike cadmium, lead is easily absorbed
by plants from soils poor in organic matter, especially at low pH (ScorT et
al. 1996, Voutsa et al. 1996, Zaniewicz-Baskowska 2002). When comparing the
concentration of the two heavy metals (Pb2+ and Cd?*) in the investigated
Brassica vegetables, the highest levels were determined in Chinese cabbage
(Figures 3, 4). In savoy, white and red cabbage, the concentrations of lead
and cadmium were on a similar level and reached 0.031+0.003 mg Pb kg!

0.1 =]

0.08

0.06 T

0.04 a

0.02

Chinese savoy white  Brussels red
cabbage cabbage cabbage sprouts cabbage

a, b, ¢ — values marked with different letters differ significantly at p<0.05

Fig. 3. The mean lead content in the selected Brassica vegetables (mg kg! f.w.)
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Fig. 4. The mean cadmium content in the selected Brassica vegetables (mg kg f.w.)

f.w. and 0.018+0.002 mg Cd kg! f.w. Noteworthy is the fact that the per-
missible levels of lead and cadmium, i.e. 0.3 mg Pb kg~ and 0.05 mg Cd
kg1 (Regulation...2006) were not exceeded in any of the Brassica species
examined. Higher concentrations of heavy metals in Chinese cabbage than
in collards were determined by BanEMUkA and MuBoru (1999). According to
those authors, this was due to the differences in the morpho-physiological
characteristics of vegetables, which was confirmed by SineH and Kumar (2006).
In turn, as claimed by TanvoNEN and KUMULAINEN (1995), the accumulation of
heavy metals depends on the part of a plant (roots>leaves>fruit>seeds), as
well as the species or variety of plants cultivated under the same condi-
tions. WonG et al. (1996) underlined the fact that Chinese cabbage belongs
to vegetables characterized by higher accumulation of lead than other heavy
metals, including cadmium, copper, zinc or nickel. This has been confirmed
in the reported study, where the analyzed samples of Chinese cabbage had
a higher concentration of lead than cadmium (Tables 2 and 3).

The availability of heavy metals is also greatly affected by environmen-
tal pollution. In a study by GonTarz and Dmowski (2000), cabbage samples
were characterized by the lead content of 0.45 mg kg™l f.w. Such a high
concentration of lead, exceeding the permissible level of contamination,
might have resulted from the fact that these vegetables were cultivated in
the vicinity of metal smelting plants, i.e. in an area with increased environ-
mental pollution. According to the Regulation of the Minister of Health (2002),
the content of lead in soil in industrial areas should not exceed 600 mg kg™1.
However, the content of lead in soils in the industrial areas, although below
the stipulated permissible levels, is twice as high as in unpolluted regions,
including the region of Lubelszczyzna.

As mentioned earlier, the uptake of elements is linked directly with
their solubility, which in turn is affected by the following properties of soil:
pH, content of organic matter, texture and redox potential. Hence, of out-
most significance is the application of appropriate agricultural practices, es-
pecially rational organic and mineral fertilization. BEDNAREK et al. (2007) de-
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termined the content of cadmium in white cabbage to reach 0.006-
-0.028 mg kgl similar to our results. The latter authors also observed
a significant correlation between the accumulation of this element in Brassi-
ca vegetables and its presence in soil (correlation coefficient 0.662). The low
content of cadmium in the analyzed vegetables may indicate a low pollution
level of the environment where they were cultivated, which is undoubtedly
typical of the region of Lubelszczyzna, and good agricultural practice (fertili-
zation in particular). It is a very positive finding, showing that producers
adhere to the guidelines of the rational cultivation of vegetables sold on the
market.

The analyzed Brassica vegetables were observed to be characterized by
diversified tendencies for lead and cadmium accumulation in storage organs,
as affected by the process of storage. After the 5-month storage period, the
highest, about 10-fold, increase (per fresh weight) in the content of both
lead and cadmium was noted in Chinese cabbage, whereas the smallest in-
crease (by about 25%) appeared in savoy cabbage (Tables 2, 3). The content
of these elements in the other analyzed Brassica vegetables was also signifi-
cantly higher, reaching 80+15% in white cabbage. In Brussels sprouts, it
was 3.5+0.5-fold higher after the storage, and in red cabbage it rose by
2.5+0.5-fold. Such a high increase in Pb2?+ and Cd?* in the analyzed vegeta-
bles after the five-month storage was likely to be due to high water loss,
which reached about 14% in Chinese cabbage. In the other vegetables, the
water loss equalled to 10% in Brussels sprouts, 4.5% in red cabbage, and
1+0.5% in white and savoy cabbage.

CONCLUSIONS

1. The 5-month period of storage caused a decrease (by ca 65+5%) in the
content of nitrates V in savoy cabbage heads and in Brussels sprouts. In
contrast, a 2-fold increase in the concentration of these compounds was not-
ed in Chinese cabbage, and a similar tendency was observed in white cab-
bage.

2. Chinese cabbage turned out to be the richest in the undesirable sub-
stances and characterized by an exceeded permissible level of nitrates V
(750 mg kg! f.w.) as well as the highest, ca 10-fold, increase in the content
of lead and cadmium after storage.

3. Storage caused a significant increase in the concentration of nitrates
IIT in all the analyzed vegetables except red cabbage, in which the level of
these compounds decreased by ca 40%.

4. In order to prevent excessive accumulation of nitrates V and III, Pb%*
and Cd2* in the food chain of man, it seems necessary to monitor regularly
their levels in tissues of edible plants.
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Abstract

The paper outlines a concept related to selecting a site for experimental purposes.
Selection of an experimental plot most frequently relies on performing visual evaluation of
a given site, followed by the establishment of a field trial. In general, the question of geo-
chemical variability is ‘intentionally’ postponed! Verification of this approach has been un-
dertaken, testing such parameters as soil pH and exchangeable aluminum (Al,) versus
spatial (investigated area, 12 672 m2) and downward (sampling depths, i.e., 0-20, 20-40 and
40-60 cm) distribution. Winter wheat biomass at tillering (BBCH29) and grain yield at ha-
rvest (BBCH99) were additionally considered. The results have revealed that pH values
fluctuated between 3.6 and 4.4 with respective coefficients of variation (CV) ranging from
3.10 to 5.92%. The concentrations of Al, ranged from 38.0 to 144.9 mg kg1, correspon-
ding to CV within 28.34 and 44.03%. The variograms and geostatistical maps have demon-
strated the spatial as well as downward variability of these parameters. The spatial distri-
bution of plant biomass followed quite closely the exchangeable aluminum (Al ) levels,
which implies that natural soil parameters such as Al are not easily compensated for by
agricultural practices, for instance nitrogen application. The spatial grain yield — Al, de-
pendence which emerged at harvest confirmed the variability observed at tillering
(BBCH29). Thus, the spatial variability of pH, Al,, and wheat biomass as well as grain
yields (BBCH99) verified the approach to selecting an experimental site. It was demonstra-
ted that selection of a research site on the basis of its appearance and shape alone may
lead to misinterpretation of experimental results.

Key words: exchangeable aluminum, pH, wheat biomass, grain yield, spatial variability,
geostatistics.
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WPLYW GLINU NA PRZESTRZENNA ZMIENNOSC BIOMASY I PLONU ZIARNA
PSZENICY OZIMEJ NA GLEBACH UPRAWNYCH:
KONCEPCJA 1 BADANIA TERENOWE

Abstrakt

Praca przedstawia koncepcje zwigzana z wyborem stanowiska na cele do$§wiadczalne.
To podejscie opiera sie na czestej ocenie wzrokowej danego stanowiska, a dalej — zalozeniu
doswiadczenia polowego. Zmienno§¢ geochemiczna bywa generalnie ,celowo” odlozona!
Przedstawiong koncepcje zweryfikowano za pomoca parametréw, takich jak pH oraz za-
wartoéé glinu wymiennego (Al ), pod wzgledem przestrzennym (pole badawcze 12 672 m?2)
i w glab profilu glebowego (warstwy gleby: 0-20, 20-40 i 40-60 cm). Nastepnymi parametra-
mi do opracowania przestrzennej zmiennoSci byly biomasa pszenicy ozimej w fazie krze-
wienia (BBCH29) oraz plon ziarna w fazie dojrzatosci petnej (BBCH99). W badaniach wy-
kazano, ze wartoSci pH wahaly sie¢ miedzy 3,6 a 4,4, a odpowiednie wspétczynniki
zmiennosci (CV) wynosily 3,10-5,92%. W przypadku Al,,, jego zawartos¢ zmienita si¢ w sze-
rokich granicach (38,0-144,9 mg kg1), co odpowiadalo wartosciom CV od 28,34 do 44,03%.
Opracowane wariogramy oraz mapy geostatystyczne wyraznie podkreslaly zmienno$é za-
rowno przestrzenng, jak i w glab profilu glebowego badanych parametréw. Przestrzenne
rozmieszczenie biomasy roslinnej postgpowalo zgodnie z zawartoécia Al,,. Oznacza to, ze
naturalne czynniki glebowe, jak Al , nie sa latwo zréwnowazone zabiegami agrotechnicz-
nymi, np. nawozeniem azotowym. Przestrzenna zaleznos¢: plon ziarna — Al , ktéra ujaw-
nita si¢ w fazie zniw, potwierdzita zmiennosé zaobserwowana w fazie krzewienia (BBCH29).
Zatem przestrzenna zmienno$¢ pH, Al , oraz zaréwno biomasy pszenicy, jak i plonéw ziar-
na (BBCH99) zweryfikowaly koncepcje zwigzang z wyborem stanowisk na cele badawcze.
Wykazano, ze wybor stanowiska badawczego oparty tylko na wygladzie terenu i jego ksztal-
cie moze doprowadzi¢ do btednej interpretacji danych eksperymentalnych.

Stowa kluczowe: glin wymienny, pH, biomasa pszenicy, plon ziarna, zmienno$é
przestrzenna, geostatystyka.

INTRODUCTION

The evaluation of agricultural practices requires good knowledge
of mechanisms which control the geochemistry of minerals and interact with
soil spatial variability (BucHTER et al. 1991, Diiwu et al. 1998, Huanc et al.
2001, KircHMANN, THORVALDSSON 2000). The growth of crops is conditioned main-
ly by natural factors, of which climate and soil cover are dominant. For
instance, poor soil fertility prevents crops from reaching the maximum
growth and therefore impairs yields (KarvaL 2003). There have been reports
that poor soil fertility leads to sparse plant cover, which promotes erosion,
especially that 90% of plant available N and S, 50-60% of K, 25-30% of P
and almost 70% of micronutrients are found in organic matter (STEVENSON,
CoLE 1999, Pucer, LaL 2005, DoraN Et al. 2006, Maia et al. 2010). It is com-
monly held that samples taken close to one another have more similar prop-
erties than distant ones. However, classical statistics, where measured data
are independent, is not in line to analyze the spatial dependency of a varia-
ble (BrReJDA et al. 2000). At present, tools are needed to evaluate soil re-
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sources in terms of spatial and temporal changes in soil quality in order to
ascertain sustainability of farm practices (CorviN, LEscH 2005, FLORIN et al.
2009).

The advent of precision agriculture and the environmental impact
of excess nutrients encourage the application of geostatistical procedures for
describing physical and chemical parameters and, on the other hand, nutri-
ent spatial distribution in arable areas (YANG et al. 1995, NEwMAN et al. 1997,
Boruvka et al. 2005, VERMA et al. 2005, YaNnG, ZHANG 2008, DoNG et al. 2009).

Traditionally, a field is regarded as a homogeneous unit. Thus, the agri-
cultural practice and levels of inputs are basically uniform across a whole
field, although it has long been known that yields can vary greatly within
a field and that the intra-field yield variation is caused by variation in soils,
years and soil x year interactions (MERCER, HALL 1911, JOERNSGAARD, HALMOE
2003, PanaviororouLos et al. 2004). Selection of an arable area for experi-
mental trials continues to be a challenge due to several constraints, i.e. (i)
preceding crops, (ii) size of plots, (iii) date when a field trial begins, (iv)
tillage characteristics, (v) soil physical and chemical ‘homogeneity’. Whereas
points (i) to (iv) are mostly modifiable and controllable, it appears that a more
complex point (v) needs some operational approach, which will minimize
(intentionally) soil heterogeneity. Therefore, the subjective assumption im-
plying that an experimental area is morphologically homogeneous (except
a slope), and therefore is expected to comply with experimental principles,
has been broadly accepted. The same concerns mineral elements, including
plant nutrients, generally considered geochemically homogeneous, both spa-
tially and downward. Chemical soil tests performed before a field trial deal
most specifically with liming evaluation and/or supplementation with macro-
and micronutrients, but are less concerned with their in-field variability.
The latter, however, is practically decisive for assessing plant biomass and
yield stability structure on a small or large scale.

Acid soils are frequently low in calcium and magnesium but contain
appreciable concentrations of aluminum in exchangeable and/or active forms.
The problem of nutrient supply to growing crops surpasses the question of
balanced amounts of applied fertilizers, as it also involves crop accessibility
to soil natural nutrient pools (Janik 2008, WrobARCzYK et al. 2008). The latter
is strictly connected with the growth of the root system in soil. There are
some factors limiting roots’ accessibility to nutrients even in soils of high
natural fertility, the most important ones being soil acidity and related alu-
minum phytotoxicity (Kipp, ProcTor 2001, ATKINSON et al. 2005). Spatial dis-
tribution of soil reaction (i.e. pH) and aluminum may probably reflect yield
and plant biomass characteristics.

The purpose of the current paper has been to outline the problem of field
variability that experimenters frequently face when selecting a site for tri-
als. Most specifically, soil pH and exchangeable aluminum concentrations
were the parameters considered in this study. The verification of this con-
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cept was additionally undertaken by applying geostistical tools for evaluat-
ing winter wheat biomass at tillering (BBCHZ29) and grain yield at harvest
(BBCH99).

MATERIAL AND METHODS

Field description

The experimental site was selected in the late summer 2006 and field
trials were established at the same time in Gluszyna Lesna (52°14, N and
16°56, E), on a 300 hectare agricultural farm near Poznan (Poland). Soils
under these trials belong to the agronomical categories comprising soils from
IV to V classes, i.e. mostly sandy ones, vulnerable to chemical degradation,
with low pH and relatively high concentrations of exchangeable and active
forms of aluminum. The site for establishing the field trial was selected
‘visually’ by surveying the whole area (i.e. 300 ha) — Photo 1.

A site of 144 m x 88 m (i.e. 12 672 m?) was delimitated and divided into
16 plots of 30 m x 22 m (i.e. 600 m?). Technical paths occupied 3072 m2.

Photo 1. Area selected 'visually' for a field trial
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Soil samples (initial samples) were collected at the depths 0-20, 20-40 and
40-60 cm within the respective 16 plots under the preceding crop (late sum-
mer, Photo 1) before agricultural practices (i.e. tillage, and winter wheat
sowing, Photo 2). Next, in the early spring 2007, the whole experimental
site was divided into 200 subplots (4 m x 12 m), where nitrogen (ammonium
nitrate) was applied in a dose of 120 kg hal split as follows: 60 kg at
regrowth and 60 kg at ear formation. Soil and plant samples were addition-
ally collected at tillering (BBCH29) and at harvest (grain yields, BBCH99).

Photo 2. Experimental site preparation. 'Visually' homogeneous

Soils chemical analysis

Prior to chemical analyses, soil samples were air-dried, crumbled to pass
through a 1.0 mm screen and stored in plastic bags. The pH was deter-
mined potentiometrically according to Polish Standard (1994) in 1.0 mol KCI
dm™3. Exchangeable aluminium (Al,,) was determined according to LoGaN et
al. (1985) and FiLipEk (1999), by applying 1 mol KCI1 for displacing Al ions.
Recovered extracts were divided into two aliquots, of which one was directly
titrated to determine the concentrations of H and Al, whereas the other one
was titrated after Al precipitation with NaF. Exchangeable Al was obtained
from the difference between these chemical tests. All analyses were per-
formed in duplicates.
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Geostatistical analysis

Data analyses were conducted in three steps: 1) normality tests (Kol-
mogorov-Smirnov test); 2) distribution by classical statistics (mean, mini-
mum, maximum, standard deviation, coefficient of variation, skewness, kur-
tosis); 3) contour maps showing the spatial distribution of each tested
variable. The best results were obtained by applying semivariogram analy-
sis. In our study, the number of observations at the onset of the field trial
was 16, for both pH and exchangeable aluminum (Al,,) in each layer of soil.
In such a case, the minimum curvature methods generally give good re-
sults. The principle of minimum curvature is two-dimensional interpolation,
which allows drawing reasonable maps of geophysical data. As Bricgs puts
it, ‘results are‘ not always as a draftsman would have them, but are an
adequate substitute in most cases’ (Bricgs 1974). Spatial variability with in-
terdependence is commonly described with a semivariogram (WARRICK et al.
1986, GoovaERTs 1997, WEBSTER, OLIVER 2001). In geostatistics, the concept of
variance from classical statistics is extended to semivariance. Considering
a field experimental site with equally spaced samples and measurements of
soil properties Z, a set of values Z(x,), Z(x,)...Z(x,) at location x;, xq, x,
were obtained. The semivariance y(h) is estimated as:

1 N(h)

V(h)=W;[Z(x[)—Z(xf +h)]

where:

N(h) is the number of pairs separated by lag distance A; Z(x,) is a meas-
ured sample value at point i; and Z(x; + h) is a measured sample value at
point i + h.

Semivariograms, which graph the semivariance between spatially sepa-
rate data points as a function of the distance, are well documented, particu-
larly for the spatial relationship of soil properties (WaRRick et al. 1986,
BucaTER et al. 1991, Boccr et al. 2000, Fu et al. 2010). The creation of
a semivariogram requires a large number of observations. The number of
samples of plant biomass at tillering (BBCH29) and grain yield at harvest
(BBCH99) was 200. The same applied to the exchangeable aluminum (Al,,)
content at both growth stages. A set of geostatistical maps is reported in the
current paper.

RESULTS AND DISCUSSION

Soil pH - spatial and downward variability

The most striking finding about the soil of the experimental site was
that it was very acid even far in the depth (Table 1) and the pH values
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Table 1
Statistical parameters for pH values within the experimental site (n=16)
D(gg;c)h Mean | Median Min. Max. SDe CV? (%) | Skewness | Kurtosis
0-20 3.9 3.9 3.6 4.1 0.12 3.10 -0.52 0.94
20 - 40 4.0 4.0 3.6 4.4 0.24 5.92 0.13 -0.66
40 - 60 4.0 4.0 3.7 4.4 0.19 4.76 0.05 -0.55

a — standard deviation; b — coefficient of variation

showed limited spatial variability. These observations were supported by the
coefficients of variation (CV) ranging from 3.10 to 5.92% for the whole in-
vestigated area. This was practically unexpected for such a relatively large
area (ca 12 672 m?2) subjected to intensive agricultural practices for a year.
As it could be observed, the skewness is close to zero, which — along with
the median quite similar to the mean — implies that the distribution of pH
values within the soil layers is symmetric to the mean value. The same
applies to kurtosis, which in fact assumed values different from zero. There-
fore, it can be claimed that the distribution of pH values for a given depth
does not differ from the normal distribution.

Such spatial distribution of pH values implies that pH homogeneity (in-
ter alia) should not be strictly taken into consideration when establishing
a field trial. According to YaNG et al. (1995), conventional pH measurements
treat soil pH as a random, independent variable for providing the mean pH
of soil samples. This is assumed to represent the unsampled neighborhood.
However, the measurement will be inadequate if spatially dependent hetero-
geneity of the soil property exists among the samples. Surface horizons are
considered to exhibit more sensitivity to external influence (acid deposition,
liming, N-fertilization) and their spatial variation is stronger (Boruvka et al.
2005). But in the deepest mineral horizons, the effect of pedogenetic proc-
esses is more important, so it is difficult to clearly distinguish between ef-
fects of the particular factors. This has been illustrated by the spatial distri-
bution of pH values as shown in Figure 1 for the layers 0-20, 20-40 and
40-60 cm. Moreover, correlation coefficients established for pH values be-
tween investigated soil layers exhibited the following values: 0-20 cm versus
20-40 cm: r=0.59; 20-40 cm versus 40-60 cm: r=0.62. It means, that pH values
in the soil layer 0-20 cm are significantly positively correlated with those
recorded for the 20-40 cm layer. The same applies to 20-40 cm and 40-60 cm.
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Fig. 1. Spatial distribution of pH in the investigated area (88 m x 144 m)
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Variability of exchangeable aluminum (Al_,)

The verification of the concept was closely dependent on the concentra-
tions of exchangeable aluminum (Al_,) in soils within the investigated area.
It was assumed that any chemical changes related to soil reaction (pH) may
be directly reflected by correspondingly high or low Al concentrations. More-
over, the geochemistry of this metal in arable soils is strictly connected to
its harmful impact on plants and this could be potentially expected under

such extremely acid growth conditions as the ones in our study.

Table 2 contains detailed data on Al , spatial variability. Noteworthy is
a wide range of the Al content, especially in the deepest layer, i.e. 40-
-60 cm (27.20-144.90 mg kg1), unlike in the upper horizon 0-20 cm (38.00-
-96.00 mg kg1). Aluminum spatial variability (Figure 2) is well expressed by

Table 2

Statistical parameters for aluminum content within the experimental site (n=16)
Depth | Mean | Median | Min. | Max. | sp¢ |cvb@)

) Skewness | Kurtosis

(cm (mg kg_l)

0-20 61.79 56.15 38.00 96.00 17.51 28.34 0.62 -0.64
20-40 | 58.86 55.20 29.00 117.70 24.59 41.79 1.00 0.80
40 - 60 71.56 67.00 27.20 144.90 31.50 44.03 0.92 0.56

a — standard deviation; b — coefficient of variation

high coefficients of variation, whose values for the layers 20-40 cm and 40-
-60 cm are double the ones in the 0-20 cm layer. The positive skewness and
the fact that the medians were lower than the mean values are a proof of
non-symmetrical Al distribution within particular soil layers. The acidifica-
tion as reported above is quite similar throughout the whole investigated
soil profile. This implies that chemical reactions in upper soil layers directly
influence geochemical processes located downward (ROVER, Kaiser 1999). The
same may be expected for aluminum, since its leaching or mobility in soil is
strictly controlled by pH. Correlation coefficients obtained for the pairs
0-20 cm versus 20-40 cm and 20-40 cm versus 40-60 cm were respectively:
r=0.72 and r=0.40. In practice, these results deserve attention when estab-
lishing a young plant stand within the layer 0-40 cm. While planning the
horizontal (spatial) and vertical (downward) management of these soils, we
must take into consideration the actual ‘non-homogeneity’ of the soil.

The spatial studies that are most often cited deal with large or very
large areas considered to represent a given soil or plant parameter (Huang
et al. 2001, Turcur et al. 2008, KoBierski et al. 2011). This approach has
been exploited for several reasons, e.g. (i) the magnitude of an area to be
investigated, (ii) reliability on previously elaborated soil agronomical classes,
and (iii) intentional assumption that the area is homogenous! Such consider-
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ations may be disastrous in terms of plant response to Al phytotoxicity and
further disorders in the plant growth. On average, the coefficient of varia-
tion (CV) is ca 40%, which seems relatively high for an area of 12 672 m2.
The spatial variability of exchangeable aluminum (Al,,) within such a rela-
tively small area confirmed that the concept of selecting an experimental
site most frequently based on visual appreciation/selection followed by agri-
cultural practices may explain the up-to-date irregularities in harvested crops
(Bouma 1997, SawYER et al. 2004).

Aluminum-induced biomass and grain yield spatial variability

Two phenological stages have been selected for this purpose, i.e., tiller-
ing (BBCH29) — Figure 3, when winter wheat growth is intensive, and har-

a
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Fig. 3. Spatial variability of winter wheat biomass at tillering (a) and exchangeable
aluminum (Al,) at the same growth stage (b)
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vest (BBCH99) — Figure 4, so as to obtain a more detailed view on grain
yield spatial distribution. As shown in Figure 3, the plant biomass spatial
distribution resembled the distribution of exchangeable aluminum (Al_,) con-
centrations, implying that natural soil parameters such as aluminum are
not easily compensated for by agricultural practices, for instance nitrogen
application. The distribution of both variables, i.e. winter wheat biomass
and Al_, is spatially dependent. It seems that the visual homogeneity, pre-
viously considered as a site selection criterion, may not give a true picture
of intra-field variability, which affects wheat biomass. For example, most of

Fig. 4. Spatial variability of winter wheat grain yields at harvest (a) and exchangeable
aluminum (Al, ) at the same growth stage (b)
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the high positions expressing the highest biomass corresponded with the
lowest zones of Al concentrations. This implies that biomass spatial varia-
bility was closely dependent on exchangeable aluminum concentrations, i.e.,
naturally controlled.

Studies dealing with spatial variability of wheat yields are scarce (Mo-
HAMMADI 2002, WasHMON et al. 2002, Casa, CASTRIGNANN 2008) as compared to
those concerning soil chemical properties, for instance plant nutritional sta-
tus. The grain yield — Al,, spatial dependence (Figure 4) which emerged at
harvest is a topic rarely investigated by soil scientists or agronomists. The
maps shown in Figure 4 were drawn by using the kriging method and pa-
rameters of semivariograms are summed up in Table 3. Until now, exten-
sion services have dealt with field heterogeneity by elaborating composite

Table 3
Parameters of theoretical semivariograms (n=200)
; Anisotropy
Nué;get Scale C CS% Range
Parameter | Semivariogram 0 *+Lo ratio angle
(mg kg~ 1) (m) ©)
Exchangeable | - ) ool 912 240 1152 | 297 1 0
aluminum
. . (Mg ha—l)Z
Wheat grain | exponential 34.9 2 106.2
yields 0.06 | 0.07473 | 0.13473

soil samples consisting of a number of cores collected from ‘visually homo-
geneous’ agricultural lands. This practice ‘intentionally’ excludes spatial var-
iability, first from soil chemical properties and next from plant biomass as
well as yields (roots, grains). Yield increase and/or decrease is a direct con-
sequence of inherent aluminum spatial variability, which most frequently is
not included in a crop production forecast.

CONCLUSIONS

1. The experimental site for verifying the concept was selected via visu-
al observation. This approach imitated in situ conditions frequently faced by
field experimenters and agronomists.

2. The data have shown that pH values fluctuated between 3.6 and 4.4
with coefficients of variation (CV) ranging from 3.10 to 5.92%. In the case
of Al_, its concentrations ranged from 38.0 to 144.9 mg kg1, corresponding
to CV within 28.34 and 44.03%.
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3. Variograms and geostatistical maps generated on the basis of pH and
Al have emphasized the spatial as well as downward variability of these
parameters. These characteristics outline the complex nature of biogeochem-
ical reactions in arable soils.

4. Plant biomass spatial distribution resembled the distribution of ex-
changeable aluminum (Al,,) levels. The spatial variability of Al,, and wheat
biomass (BBCH29) as well as grain yields (BBCH99) rather than pH variabil-
ity confirmed our concept related to the selection of sites for experimental
purposes.
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BIODEGRADABLE WASTE ON YIELD
AND MINERAL COMPOSITION
OF SPRING WHEAT GRAIN
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Abstract

Both deficiency and excess of mineral components in cereal grain may impair its bio-
logical value, later interfering with the metabolic processes occurring in animal and hu-
man organisms. Potential accumulation of undesirable components in biomass should be
taken into consideration since such compounds occur in large amounts in waste material.
Therefore, it is necessary to assess the effect of waste-based fertilizers on both the amo-
unt of generated biomass and its chemical composition. The present investigations were
conducted to determine the effect of fertilization with farmyard manure, municipal sewage
sludge and compost from biodegradable materials on the yield and mineral composition of
spring wheat grain. The field investigations ran for three years. Nitrogen in wheat grain
was assessed using Kjeldahl’s method, phosphorus by colorimetry, sulphur, copper, manga-
nese and zinc by the ICP-AES method, and potassium, magnesium and sodium by flame
photogrammetry. In the first year, organic fertilizers were observed to be less stimulating
to yield formation than mineral fertilizers. Although the uptake of N, P and K from the
applied organic fertilizers was impeded, their deficiency in wheat grain was preventable by
balancing doses of these components. Despite different amounts of magnesium, sodium
and sulphur applied to the soil with the fertilizers, the concentrations of these elements in
grain were considerably stable in the years of the investigations. Copper and manganese
concentrations in wheat grain were deficient, which significantly depressed grain fodder
value and might indirectly determine the crop yield.

Key words: fertilization, sewage sludge, compost, mineral composition, spring wheat.
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WPLYW NAWOZENIA OBORNIKIEM, KOMUNALNYM OSADEM SCIEKOWYM
I KOMPOSTEM Z BIODEGRADOWALNYCH MATERIALOW NA PLONOWANIE
I SKEAD MINERALNY ZIARNA PSZENICY JAREJ

Abstrakt

Zaréwno niedobodr, jak i nadmiar sktadnikéw mineralnych w ziarnie roslin zbozowych
moze obnizy¢ ich warto$¢ biologiczng, co moze niekorzystnie wplywaé na procesy metabo-
liczne u zwierzat i ludzi. Nalezy bra¢ pod uwage mozliwo$¢ akumulacji niepozadanych sktad-
nikow w biomasie, gdyz takie zwigzki moga wystepowaé w duzych iloSciach w odpadach
wykorzystywanych do nawozenia. Stad tez konieczna jest ocena wplywu nawozow wytwa-
rzanych na bazie odpadow zaréwno na ilo$¢ wytworzonej biomasy, jak i na jej sktad che-
miczny. Trzyletnie do§wiadczenie polowe wykonano w celu okreslenia wplywu nawozenia
obornikiem, komunalnym osadem S$ciekowym oraz kompostem wyprodukowanych z mate-
riatow biodegradowalnych na plonowanie i sktad mineralny ziarna pszenicy jarej. Zawar-
to$¢ azotu w ziarnie pszenicy oszacowano metods Kjedahla, fosfor kolorymetrycznie, siar-
ke, miedZ, mangan i cynk za pomocg metody ICP-AES, natomiast potas, magnez i séd
z uzyciem fotogrametrii plomieniowej. W pierwszym roku stwierdzono, ze nawozy organicz-
ne mialy stabszy wplyw plonotwdrczy niz nawozy mineralne. Pomimo ograniczonego pobo-
ru N, P i K z zastosowanych nawozéw organicznych, mozna byto zapobiegaé niedoborom
tych pierwiastkow w ziarnie przez bilansowanie dawek tych sktadnikéw. Mimo zréznicowa-
nych ilosci magnezu, sodu i siarki wprowadzonych do gleby wraz z nawozami, zawarto$é
tych pierwiastkow w ziarnie byla znaczaco stabilna w ciggu kolejnych lat badan. Zawarto$é
miedzi i manganu w ziarnie pszenicy byla niewystarczajaca, co znaczaco obnizylo warto$é
paszowg ziarna pszenicy i moglo mie¢ posredni wplyw na plonowanie.

Stowa kluczowe: nawozenie, osad $ciekowy, kompost, sktad mineralny, pszenica jara.

INTRODUCTION

Apart from the crop yield, another crucial aspect in the assessment of
the value of cereal grain used as animal fodder is its content of macro- and
microelements, which are an important source of mineral substances for
animals. Concentrations of individual elements in cereal grain are highly
varied depending on a cereal species and its form, soil abundance in nutri-
ents, the weather conditions, plant protection and cultivation measures, in-
cluding fertilization (SrAMKOVA et al. 2009, GoNDEK, GOoNDEK 2010). Fertiliza-
tion may have direct or indirect influence on yielding and mineral content
in grain by affecting speciation of elements in soil and the soil properties
(Misancos et al. 2006, GEaB, GoNDEK 2008, RuTkowsKA et al. 2009). Balanced
application of natural and mineral fertilizers improves crop yields and poses
no threat to the quality of biomass. The risk of adverse changes in yielding
and chemical composition of crops may arise from soil fertilization with
waste organic material whose chemical composition is not stable (Gasco,
Logo 2007).

Both deficiency and excess of mineral components in cereal grain may
lead to its inferior biological value, thus disturbing the metabolic processes
in an animal fed such grain. Potential accumulation of undesirable compo-
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nents in biomass should be taken into consideration, since they may occur
in large quantities in waste material. Therefore, it is necessary to assess
the effect of these substances not only on the amount of biomass but also
on its chemical composition (KALEMBASA, MALINOWSKA 2009).

With high quantities of plant nutrients in natural and organic fertilizers
and waste organic material, fertilization with these substances on crop yields
and their chemical composition can be expected to produce beneficial effects.
This research was conducted to determine the effect of fertilization with farm-
yard manure, municipal sewage sludge and compost from biodegradable ma-
terials on the yield and mineral composition of spring wheat grain.

MATERIAL AND METHODS

The investigations were conducted as a field experiment set up 10 km
west of Krakow (49°59’ N; 19°41’ E) under moderate climate. The data ob-
tained from a meteorological station are presented in Tables 1 and 2. The
soil under the experimental field was classified as Stagnic Gleysoils (Fao
1998). Table 3 shows selected properties of the soil prior to the experiment.

The experiment was set up according to the randomized block method.
The plot area was 30 m2. The experimental design comprised 5 treatments
in four replications: without fertilization (0), NPK mineral fertilization (M)
[110 kg N ha™1, 58.6 kg P ha™! and 120 kg K ha™1]; swine FYM (SF) [14.30 t
ha=l of fresh mass], municipal sewage sludge from a mechanical-biological
treatment plant (SS) [14.15 t ha™! of fresh mass] and compost made from
plant and other biodegradable waste (C) [6.46 t ha=! of fresh mass]. Selected
properties of the manure, municipal sewage sludge and compost are pre-
sented in Table 4.

Before the experiment (autumn 2004), the field was limed according to
half the value of hydrolytic acidity (962.0 kg CaO ha™1).

In the spring of the following year, after basic cultivation measures, the
plots were evenly covered with farmyard manure, sewage sludge or compost
and ploughed. Two weeks later, supplementary mineral fertilization was con-
ducted and the fertilizer was mixed with the soil using a cultivator and
harrow aggregate. The nitrogen dose supplied with the organic materials
was 110.0 kg N ha~1. Phosphorus and potassium were supplemented in min-
eral fertilizers to the equal level introduced with fertilizers in all the treat-
ments (except the control), [phosphorus to 58.6 kg P ha™! as single super-
phosphate and potassium to 120.0 kg K ha—1 as 60% potassium salt]. In the
second and third year, doses of these elements were identical as in the first
year but were introduced only in the form of mineral fertilizers, applied in
order to supplement nutrients (nitrogen, phosphorus and potassium) removed
with wheat yield.
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Table 3

Physical and chemical properties of the soil before experiment
(0-20 cm layer)

Determination Unit Value
pH (KCD) - 5.60
Organic C g kg1 15.3
Total N g kg1 1.59
Total S g kg1 041
Total Cu mg kg1 15.8
Total Zn mg kg1 132.8
Total Mn mg kg1 2230
P available mg kg1 71.8
K available mg kg1 297.5
Mg available mg kg1 367.7
Bulk density g cm™3 1.52
Total porosity cm3 cm™3 0.41
Fraction < 0.02 mm g kg1 520

The test plant was cv. Jagna spring wheat. In the first year, wheat was
sown on 7 April 2005, then on 10 April 2006 and finally on 28 March 2007.
The plant density was 485 plants per 1 m2. During vegetation, chemical
preparations were applied to protect wheat from weeds (spraying with 1 dm?3
ha~1 of Puma Universal herbicide, manufactured by Bayer CropScience, and
1 dm? ha™! of Aminopielik Gold, manufactured by Makhteshim Agan Agro
Poland S.A.) and from fungal diseases (spraying with 1 dm? ha™! of Alert
375 S.C. fungicide, manufactured by Du Pont). The duration of the wheat
growth period in each year depended on the weather conditions. Wheat was
harvested at grain full maturity on 13 August 2005, on 3 August 2006 and
on 31 July 2007. In order to determine grain yield, wheat was gathered
from an area of 4 m2, separately from each plot.

Sewage sludge used for the experiment originated from a municipal me-
chanical and biological sewage treatment plant located in Malopolska. Com-
post was produced from plant and other biodegradable waste in a compost-
ing plant located in Krakow, using the MUT-Kyberferm technology. The types
and shares of waste in the composted biomass were: 25% grass, 20% wood
pellets; 20% leaves; 10% market waste; 5% tobacco waste and 20% coffee
production waste. Swine FYM was stored for 6 months on a manure plate.

The following were determined in the fresh samples of sewage sludge,
compost and manure: dry mass by drying at 105°C for 12 hrs, pH by poten-
tiometery, conductivity with a conductometer and total nitrogen content af-
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ter sample mineralization in concentrated sulphuric acid with Kjeldahl’s
method. Dried and ground material samples were used to determine the
content of organic matter through annealing and the content of minerals
after sample mineralization in a chamber furnace (at 450°C for 5 hrs) and
dissolution of the ash in diluted (1:2) v/v nitric acid. The phosphorus concen-
tration was assessed by colorimetry on a Backamn DU 640 spectrophotome-
ter and potassium was determined by flame photometry on a Philips PU
9100X apparatus. Heavy metal concentrations were determined using the
ICP-AES method on a JY 238 Ultrace apparatus. The analyses were con-
ducted according to the methodology described by Baran and Turskr (1996)
and Krzywy (1999) and the results are given in Table 4.

Wheat grain was crushed in a laboratory mill. Afterwards, crushed wheat
grain samples were mineralized in concentrated sulphuric acid and nitrogen
was determined with Kjeldahl’s method. Sulphur was determined after min-
eralization of the material in concentrated nitric acid by with the ICP-AES
method. The remaining elements were determined after sample mineraliza-

Table 4
Physical and chemical properties of the organic materials
Determination Unit Pig FYM (PF) Sewa(gsess)ludge Compost (K)

Total N gkg! dm?b 34.0 26.2 38.9
P gkg !l dm. 12.8 8.2 5.8

K gkg !l dm. 21.8 1.9 29.9
S gkg !l dm. 4.76 9.66 3.61
Cu mg kg1 d.m. 156 103 33

Zn mg kg1 d.m. 284 1146 194
Mn mg kg~ d.m. 355 194 280
Cr mg kg1 d.m. 2.8 23.4 15.0
Pb mg kg1 d.m. 1.2 55.7 9.3

Cd mg kg1 d.m. 0.80 3.97 1.42
Ni mg kg1 d.m. 10.1 21.1 10.4
ECe mS em! 2.89 1.69 2.62
pH (Hy,0) - 8.23 6.23 7.31
Organic matter gkgldm. 831 414 531
Water content g kgl fme 774 703 563
Ash gkgldm. 169 586 469

a — EC = electrical conductivity
b — data are based on 105°C dry matter weight
¢ — fm. = fresh matter
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tion in a chamber furnace (at 450°C for 5 hrs) and dissolving the residue in
diluted (1:2) nitric acid. Phosphorus was determined by colorimetry on
a Backman DU 640 spectrophotometer, whereas the concentrations of potas-
sium, magnesium and sodium were determined by flame photometry on
a Philips PU 9100X apparatus. The concentrations of copper, manganese and
zinc were determined using the ICP-AES method on a JY 238 Ultrace appa-
ratus. The analyses were conducted according to the methodology described
by OstrowskaA et al. (1991).

Chemical analyses of the plant material were carried out in four repli-
cations, and the initial material (manure, sewage sludge, compost and soil)
was analyzed in two replications. A plant reference sample NCS DC733448
(China National Analysis Center for Iron &Steel) or a soil reference sample
AG-2 (AgroMAT) was assigned to each analyzed series and the result was
regarded reliable if the estimated determination error did not exceed 5%.

The results were verified statistically using two-way ANOVA (factors:
fertilization and years of the experiment) in a totally randomized design
using f-Fisher test. Significance of differences between arithmetic means was
verified on the basis of homogenous groups determined by Duncan’s test at
the significance level @<0.05. All calculations were made using Statistica
software (Stanisz 1998).

RESULTS AND DISCUSSION

The average spring wheat grain yield in the first year of the experi-
ment from the treatments with organic fertilization was lower, between
0.30 t and 1.06 t of dry mass ha=1, than the yield from the treatments where
mineral NPK (M) fertilizers had been applied (Table 5). With respect to or-
ganic fertilization treatments, the lowest grain yield was harvested after the
application of compost (C). In the third year, significantly the lowest yield of
spring wheat grain dry mass was obtained from the treatment where only
mineral fertilizers (M) had been used. An increase in wheat grain yield after
the application of swine FYM (SF), sewage sludge (SS) and compost (C) in
relation to the yield from the treatment where only mineral fertilizers (M)
were used was 25%, 9% and 26%, respectively.

Fertilization with organic material usually has a weaker effect on the
growth and development of plants than application of mineral fertilizers.
The so-called residual effect is frequently missing because a considerable
amount of nutrients from fertilizers is removed with harvest in the first
year. The present study demonstrates a weaker effect of organic fertilizers
than mineral ones in stimulating better yields. However, in the third year,
organic fertilizers proved to be more effective. These results do not com-
pletely coincide with the research by IzEwska (2009), who demonstrated that



238

Table 5
Yields of grain spring wheat (t ha—1+ SD)
Objects 15t year Relative 3rd year Relative
No fertilization (0) 2.53 + 0.15a 61 2.55 + 0.12a 59
Mineral fertilization NPK (M) 4.13 £ 0.54d 100 4.30 = 0.04de 100
Swine FYM (SF) 3.36 = 0.196¢ 81 5.39 + 0.36f 125
Sewage sludge (SS) 3.83 = 0.32¢d 92 4.70 + 0.41e 109
Compost (K) 3.07 £ 0.71ab 74 542 = 0.13f 126

Means marked by the same letters did not differ significantly at a < 0.05 according to Duncan's
test.

higher doses of municipal sewage sludge significantly increased yields
of spring rapeseed and winter triticale grain in comparison with the yield
from plots receiving mineral fertilizers. Such a result did not occur when
composted sewage sludge had been applied. However, it should be empha-
sized that under controlled conditions (pot experiment) plants have optimal
moisture conditions, which may stimulate biochemical processes accelerat-
ing mineralization of organic matter supplied with the tested materials. Also
JamiL et al. (2004) and KuaN et al. (2007) reported a beneficial effect of ferti-
lization with sewage sludge on wheat yielding. IBraHIM et al. (2008), who
investigated compost fertilization on wheat yield, point to the fact that
amounts of nutrients supplied with fertilizers need to be balanced.

Concentrations of macroelements wheat grain dry mass from the treat-
ments where fertilization had been applied were as follows: nitrogen 19.0 g -
-9.5 g kg1, phosphorus 4.61 g - 5.01 g kg1, potassium 3.97-5.32 g kg1, mag-
nesium 0.83-1.13 g kg, sodium 0.02-0.06 g kg1, sulphur 1.19-1.60 g kg!
(Tables 6,7). Concentrations of nitrogen, potassium, magnesium and sulphur
were significantly varied between the years of the experiment. Higher con-
centrations of these elements were detected in the grain from the third
year of the research. The phosphorus and sodium concentrations in grain
did not differ significantly between the years.

The nitrogen concentration in the first year was markedly the highest
in wheat grain fertilized with mineral fertilizers, whereas in the third year
much larger quantities of this element were assessed in wheat grain from
the treatments where manure, sewage sludge or compost fertilization had
been applied in the first year (Table 6). However, the statistical analysis of
arithmetic means of the concentrations of this element in grain did not
confirm the significance of differences.

Concentrations of phosphorus in wheat grain were relatively stable, ir-
respective of the year or applied fertilization (Table 6). Despite the lack
of significant differences, there was a tendency towards increasing levels
of this element in grain from the treatment where only mineral NPK ferti-
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Table 6

Nitrogen, phosphorus and potassium content (g kg=! d.m. + SD) in grain of spring wheat

N P K
Treatments™
15t year 31d year 15t year 31d year 1%t year 31d year

0) 20.1 = 1.0ab | 26.1 = 0.3¢d | 5.00 = 0.21a | 4.99 = 0.14a | 4.54 + 0.28b | 5.27 = 0.16¢
(M) 24.6 = 0.9c | 27.7 + 0.7de | 4.68 = 0.46a | 5.01 = 0.19a | 3.97 = 0.54a | 5.32 = 0.35d
(SF) 215 +2.1b | 282 % 1.8e [4.61 +0.24a|4.83 = 0.25a | 4.06 + 0.13a | 5.15 = 0.23¢
(SS) 20.5 = 1.3ab| 29.5 = 0.5e [4.82 = 0.18a |4.82 = 0.15a | 4.30 = 0.17b | 5.21 = 0.12¢
(K 190+ 12a | 279 = 1.0e [4.63 = 0.17a |4.70 = 0.23a | 4.33 = 0.18b | 5.08 = 0.15¢

*see Table 5
Means marked by the same letters did not differ significantly at a < 0.05 according
to Duncan's test.

lizers (M) were used. The increase in P in wheat grain from this treatment
in the third year was over 7%. In the treatments where manure (SF) and
compost (C) fertilization was applied, the increase in P concentrations in
wheat grain in the third year versus the first one did not exceed 3.5%.
According to the Danish feeding standards for cattle, the phosphorus con-
centrations in grain determined in our study were satisfactory (MRLLER et al.
2000).

Potassium concentrations in spring wheat grain in the first year of the
experiment were significantly the lowest following the application of miner-
al fertilizers (M) and manure (SF) — Table 6. Wheat grain fertilized with
sewage sludge (SS) and compost (C) contained 8% and 9% more potassium,
respectively, than the grain from the treatment where mineral fertilizers
(M) were used. In the third year of the experiment, the highest concentra-
tions of potassium were detected in wheat grain gathered from the treat-
ment where mineral NPK fertilizers (M) were applied. Assessment of the
fodder value of the analyzed material shows a deficient potassium concen-
tration in grain from the first year of the research (MRLLER et al. 2000).

Magnesium in grain from both the first and the third year of the inves-
tigations was on a similar level, independently of the applied fertilization
(Table 7). On average, the Mg content from all fertilized treatments in the
first year was 0.86 g kg1 and in the third year — 1.09 g kg! of grain.
Considering the fodder value, the magnesium concentration in grain from
the first year was deficient, irrespectively of the applied fertilization (MRLLER
et al. 2000).

Our results demonstrate a relatively high increase in the sodium con-
tent in wheat grain harvested in the third year in comparison to the first
year. Despite a considerable increase in this element, it continued to be
deficient in respect the fodder value (MRLLER et al. 2000). The applied fertili-
zation did not differentiate the Na content in grain (Table 7).
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The content of sulphur, like magnesium and sodium, was on a relative-
ly low level (Table 7), independently of the fertilizers used. However, it was
adequate considering the fodder value (MRLLER et al. 2000). Nonetheless, it
should be emphasized that an increased content of this element in wheat
grain (from 7% to 27%) was observed in the third year, particularly after
the application of sewage sludge (SS) and compost (C).

Beside the crop yield, plant chemical composition is conditioned by many
factor s and their interactions. On the one hand, availability of nutrients is
limited by the soil properties. On the other hand, their uptake is deter-
mined by the plant’s genetic traits. Despite impeded absorption of nitrogen,
phosphorus or potassium from organic fertilizers, by balancing their doses
introduced to soil it was possible to diminish differences in concentrations of
these components in wheat grain. Also, despite various amounts of magnesi-
um, sodium or sulphur brought to soil with fertilizers, their levels in grain
proved considerably stable in the years of the experiment, which was main-
ly because the wheat plants uptake of these elements was not excessive.
A study by Bowszys et al. (2006) shows that concentrations of macronutri-
ents are conditioned by the type of applied organic material and duration of
its activity. As the above authors claimed, nitrogen concentrations in barley
grain from treatments where composts were applied were higher only than
in grain from an unfertilized treatment. Mineral fertilizers affected most
strongly the concentration of this element. Fertilization with composts pro-
duced from municipal waste had no significant effect on concentrations of
phosphorus or magnesium in barley grain. Analogously, in the present ex-
periment (in the first year) the potassium content in spring wheat grain
was higher following the application of sewage sludge and compost than in
grain from the treatment receiving mineral fertilizers.

Zinc is important in plants, mainly because it co-activates many en-
zymes. In the first year of the experiment, the highest zinc concentrations
were found in wheat grain fertilized with mineral fertilizers NPK (M) and
compost (C) — Table 8. These concentrations differed significantly from the
ones in wheat grain fertilized with manure (SF) and sewage sludge (SS). In
the third year, the concentration of zinc content in grain increased marked-
ly after the application of mineral fertilizers (M), manure (SF) and sewage
sludge (SS) (the increases were 12.7%, 42.5% and 28.7%, respectively). With
respect to the fodder value, zinc concentrations were optimal (GorLacH 1991).

Copper also belongs essential elements in plants, as it is a component of
enzymes and proteins participating in many metabolic processes. The average
copper concentration in wheat grain harvested in the first and third year of
the experiment was 4.39 mg kg™! of grain dry mass (Table 8), irrespectively
of the applied fertilization. A significant increase in this element in wheat
grain between the first and the third year was observed after manure (SF)
application. The lowest copper concentration in the third year was found in
grain from the treatment where only mineral fertilization has been applied
(Table 8). Considering the fodder value, copper content was low (GorLAcH 1991).
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Manganese is equally important for good fodder value. Mn content in
the analyzed grain was low (GorracH 1991). Fertilization with sewage sludge
(SS) and compost (C) favourably affected concentrations of this element. In
the third year, the Mn content decreased in comparison with the first year,
except the treatment where compost (C) had been applied. An average de-
cline in the grain manganese concentrations was 4.43 mg kg~! of dry mass.

According to GorracH (1991), both excess and deficiency of micronutri-
ents in fodders is dangerous to animals. The content and bioavailability of
micronutrients in soil are modified by many factors, such as soil pH, organ-
ic matter content, soil sorption capacity. But they also depend on the plant’s
ability for their absorption and on fertilization. A study by Ruszkowska et al.
(1996) demonstrated that producing long-term production of high yields re-
quires control over the plant supply with micronutrient, a conclusion which
supports the purposefulness of the present experiment.

The concentrations of all the analyzed micronutrients, except zine, in
wheat grain were deficient, which evidently depresses the grain’s fodder val-
ue and may also indirectly affect the crop yield, especially that manganese
or copper are part of enzymes and proteins which participate in specific
metabolic processes (RUEGSEGGER et al. 1990, Prasap 1995, YERUELA 2005). Much
of these elements is arrested in the root system, which strongly inhibits
their transport to biomass, a source of animal feed (GONDEK, FILIPEK-MAZUR
2003). Limited bioavailability of these elements might have resulted from
the soil properties, particularly its sorptive characteristics. Lower copper
content in crop yields from highly productive fields was also pointed out by
CzuBa (1986). Our results demonstrated stronger influence of the applied or-
ganic materials than that of manure on the content of the analyzed micro-
nutrients in wheat grain.

Right proportions of the nutrients are crucial for assessment of biomass
fodder value. In the analyzed wheat grain, the of K : Mg ratio was relative-
ly stable and, independently of the year, ranged from 4.46 to 4.99 (Table 9).

The N:S ratio is important for the proper nitrogen economy in plant. In
the present investigations, values of this parameter in wheat grain harvest-
ed in the first year from the treatments fertilized with manure (SF) and
sewage sludge (SS) were 15.8 and 15.0 respectively (Table 9). A higher value
of this parameter was demonstrated for wheat grain fertilized with mineral
materials (M) and compost (C). In the third year, the value of this ratio
increased significantly in wheat grain from all fertilized treatments, which
resulted from the increase in nitrogen in grain. The highest increase in the
N:S value between the first and third year (by 23%) appeared in wheat
grain fertilized with sewage sludge (SS).

Significant diversification, both in the impact of the applied fertilization
and between the years of the research, was observed for the P:Zn ratio
(Table 9). In the first year, the highest value of this ratio was in wheat
grain fertilized with manure (SF) and compost (C). The lowest value was
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observed in wheat grain receiving mineral fertilizers. In the third year, the
value of P:Zn ratio declined in grain from all the treatments. Statistically
significant differences were computed for all the treatments except the one
enriched exclusively with mineral NPK fertilizers (M).

CONCLUSIONS

1. In the first year of the experiment, organic materials were less effec-
tive than mineral fertilizers in stimulating higher yields. A superior yield
forming effect of organic materials compared with mineral fertilization was
obtained in the third year.

2. Balancing N, P and K dose, despite worse uptake of these compo-
nents from organic materials, minimizes the differences in their concentra-
tions in wheat grain.

3. Despite various quantities of magnesium, sodium and sulphur in or-
ganic materials, the content of these elements in grain remained considera-
bly stable in the years of the experiment.

4. The content of all micronutrients except zinc in wheat grain was defi-
cient, which evidently depressed the grain fodder value. It may have also
indirectly determined the crop yield.
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Abstract

Studies were conducted on samples of potato tubers harvested in a field experiment
carried out at Zawady Experimental Farm of the University of Natural Sciences and Hu-
manities in Siedlce in 2005-2007. The experimental design was a randomised complete block
in a split-plot arrangement with 2 cultivars (Irga and Balbina) as main plots, and 4 weed
control technologies (with the following herbicides: Plateen 41.5 WG, Racer 250 EC and
Sencor 70 WG) as subplots. There was also a control plot with no chemical control of we-
eds. The purpose of the study was to determine magnesium and calcium content in the
dry matter of edible potato tubers depending on weed control methods based on some her-
bicides. Magnesium and calcium content in the dry matter of potato tubers was determi-
ned by the AAS method. The content of the elements depended significantly on cultivars,
weed control methods and weather conditions during the growing season. The herbicides
Plateen 41.5 WG and Sencor 70 WG significantly increased the magnesium content in the
dry matter of the tubers of potato whose cultivation included weed control based on Racer
250 EC and control potato (only mechanical weed control). The highest magnesium con-
tent was determined in the tubers of potato sprayed with Sencor 70 WG (metribuzin) —
1.032 g kg1, on average. Moreover, the experimental herbicides increased the tuber con-
tents of calcium compared with the control, by 0.016 g kg~l, on average. There were de-
termined different magnesium and calcium contents in the experimental cultivars. Balbina
accumulated more and Irga less magnesium and calcium, on average 1.138 and 0.575 g
kgl as well as 0.890 and 0.510 g kg1, respectively. Weather conditions in the study years
significantly affected the potato tuber contents of magnesium and calcium.

Key words: magnesium, calcium, potato, herbicides.
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ZAWARTOSC MAGNEZU I WAPNIA W BULWACH ZIEMNIAKA W ZALEZNOSCI
OD ZABIEGOW ODCHWASZCZAJACYCH

Abstrakt

Badania wykonano na préobach bulw ziemniaka pochodzacych z do$wiadczenia polowe-
go przeprowadzonego w latach 2005-2007 w Rolniczej Stacji Doswiadczalnej Zawady, nale-
zacej do Uniwersytetu Przyrodniczo-Humanistycznego w Siedlcach. Eksperyment zalozono
metodg losowanych podblokow. Czynnikami eksperymentu byly: 2 odmiany ziemniaka ja-
dalnego — Irga, Balbina i 4 sposoby pielegnacji z uwzglednieniem herbicydéw: Plateen 41,5
WG, Racer 250 EC, Sencor 70 WG oraz obiekt kontrolny bez ochrony chemicznej. Celem
badan bylo okreslenie zawarto$ci magnezu i wapnia w suchej masie bulw ziemniaka jadal-
nego w zaleznosci od zabiegow odchwaszczajacych z uwzglednieniem niektorych herbicy-
dow. Zawarto$¢ magnezu i wapnia w suchej masie bulw ziemniaka oznaczono metoda ASA.
Zawarto$§¢ pierwiastkow zalezala istotnie od odmian, sposobéw zwalczania chwastow i wa-
runkow pogodowych w okresie wegetacji. Herbicydy Plateen 41,5 WG i Sencor 70 WG
wplywaly istotnie na zwiekszenie koncentracji magnezu w suchej masie bulw ziemniaka
w odniesieniu do pielegnacji z uzyciem preparatu Racer 250 EC i obiektu kontrolnego (pie-
legnacji mechanicznej). Najwieksza zawartos¢ tego makroskladnika stwierdzono w bulwach
ziemniaka opryskiwanych herbicydem Sencor 70 WG (metribuzin) — $rednio 1,032 g kgL
Ponadto stosowane w doswiadczeniu herbicydy wplywaly na zwiekszenie koncentracji wap-
nia w odniesieniu do obiektu kontrolnego, przecietnie o 0,016 g kg~l. Badane odmiany réz-
nily sie istotnie pod wzgledem zawartosci magnezu i wapnia, i wiecej tych sktadnikéw gro-
madzily bulwy odmiany Balbina — odpowiednio 1.138 g kg™ i 0,575 g kg1, a mniej odmiany
Irga — érednio 0,890 g kg1 i 0,510 g kg~!. Warunki pogodowe w latach badari istotnie
roznicowaly zawarto$é magnezu i wapnia w bulwach ziemniaka.

Stowa kluczowe: magnez, wapn, ziemniak, herbicydy.

INTRODUCTION

Plant-derived food is the major source of nutrients for man. One of such
plants is potato so potato tuber content of nutrients is very important
(Bouict.owa, Dzienia 1999, NeEmuTLU, OzartMm 2005, ABULUDE et al. 2006).

Potato tubers contain 1-1.2% mineral compounds, the most basic being
potassium, magnesium, calcium and phosphorus (Korasa 1993). Macroele-
ments perform important building functions, are an integral part of enzymes,
and play an important role as regulators of metabolic processes (STEFANSKA
et. al. 2003). A recommended daily intake of Mg and Ca by man is around
300-400 and 800-1000 mg, respectively (HENDRIX et al. 1995). Both the short-
age and excess of the elements result in disturbed metabolism in plants and
animals (SzyNAL, SyKuT 1992, RivEro et al. 2003). Magnesium and calcium
contents in potato tubers are conditioned by varietal properties, soil, weath-
er conditions during growth and agrotechnological practices, including weed
control and mineral fertilization (BoLicLowa, Dzienia 1999, Mazurczyk, Lis 2001,
TEkALIGN, HAMMER 2005, GuGatA, ZARzECKA 2009, MiLes, Bucaman 2009,
WicHrRowsKA et al. 2009). The literature on the subject reveals that the effect
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of herbicides on minerals in potato tubers or cereal grains has not been
fully explained and remains dubious (Brzozowska 2008, Gucata, ZarRzECKA 2009).

Hence, the purpose of this study was to determine magnesium and cal-
cium contents in edible potato tubers depending on different weed control
methods incorporating some herbicides.

MATERIALS AND METHODS

Potato tubers were harvested in a field experiment conducted at the
Zawady Experimental Farm of the University of Natural Sciences and Hu-
manities in Siedlce over 2005-2007. The experiment was set up on the soil
of very good rye complex. Selected soil chemical properties prior to experi-
ment set-up are presented in Table 1. The experimental design was a ran-
domised complete block in a split-plot arrangement with 2 cultivars (Irga

Table 1
Chemical properties of the soil

Specification 2005 2006 2007
Organic matter (g kg™1) 115 11.3 14.0
Soil pH (1 M KCD) 6.74 5.50 4.99

Content of available nutrients (mg kg1):
P 43.0 55.4 994
K 85.6 179.4 1494
Mg 145.2 50.0 39.0

and Balbina, both mid-early cultivars) as main plots, and 4 weed control
practices as subplots (Table 2). The herbicides were applied prior to potato
plant emergence. The same farmyard manure amount of 25 t ha~! was ap-
plied. Mineral fertilizers were applied at the following rates: 90 kg ha™! N,
32.9 kg ha™! P and 112.1 kg ha™! K. The area of one plot was 25 m2. Pota-
toes were harvested at the technological maturity stage in early September.

Potato tubers, later used for chemical analysis, were sampled from plots
during harvest. Initially prepared samples (cleaned and mixed) were stored
till analysed (for two days) in paper bags at the temperature of 18-20°C.
Then, they were analysed for magnesium and calcium using atomic absorp-
tion spectrometry — AAS (Azcug, MurpocH 1994). The chemical analyses were
performed on dry material in three replications. The material was washed
in tap and then distilled water and ground down. Next, it was dried until
a constant weight was reached initially at 70°C, and then 105°C. Dried pota-
toes (1.0 g of a sample) were ground and a mixture of HNOg (7 ml) and
H,0, (1 cm3) was added. Then, the plant material was mineralised in
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Table 2

Factors of the experiment

Factor I — Cultivars

1. Irga
2. Balbina

Factor IT — Weed control methods

1. Control object — mechanical weeding until and after potato rising
2. Plateen 41.5 WG (metribuzin + flufenacet) 2.0 kg ha™!

3. Racer 250 EC (fluorochloridon) 3.0 dm3 ha1

4. Sencor 70 WG (metribzin) 1.0 kg ha1

a laboratory oven Ethos plus during 1 cycle (0.5 h). Following filtration, mag-
nesium and calcium contents were determined. Mg and Ca contents are
expressed as g kg1 dry matter.

The results of the study were statistically analysed by means of vari-
ance analysis. Mean separation between variables was obtained by Tukey’s
test at the significance level of p=0.05. Weather conditions the growing sea-
sons under study varied (Table 3).

Table 3
The mean temperature and rainfalls from April to September at Zawady in 2005-2007
Meteorological conditions from April to September
Year rainfalls sum in comparison mean temerature in comparison
(mm) to long term (°C) to long term
2005 268.8 -2.3% 15.0 +2.0%
2006 358.6 +30.3% 15.8 +7.5%
2007 308.2 -12.0% 154 +4.8%
1987-2000 275.2 - 14.7 -
RESULTS AND DISCUSION

There are very few data in the literature concerning the influence
of plant protection agents, including herbicides, on mineral contents in pota-
to tubers (ABULUDE et al. 2006, ZARZECKA et al. 2009).

Under the conditions of the experiment discussed, the dry matter of pota-
to tubers contained between 0.875 and 1.149 g kg~! magnesium (Tables 4, 5).
There was found a significant effect of cultivars, weed control methods and
weather and moisture conditions on magnesium concentration. Tuber content
of magnesium was similar to the values reported by other authors (BRETZLOFF
1971, Y.ormM, ToxusopLU 2005, TEraLIGN, HaMMmES 2005, ZARZECKA et al. 2009).
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Table 4
Content of magnesium in dry mass of potato tubers depending of cultivars (g kg~! d.m.)
Cultivars (I)
Weed control methods (IT) Mean value
Irga Balbina
1. The control object — mechanical weeding 0.877 1.124 1.001
2. Plateen 41.5 WG 0.900 1.147 1.024
3. Racer 250 EC 0.867 1.133 1.000
4. Sencor 70 WG 0.914 1.149 1.032
Mean 0.890 1.138 1.014
LSDy, o5 for:
cultivar — I 0.024
weed control methods — IT 0.029
interaction I x IT n.s.

n.s. — not significant

Table 5
Content of magnesium in potato tubers depending on years of study (g kg~! d.m.)
Years (III)
Weed control methods (IT) Mean value
2005 2006 2007
1. The control object — mechanical weeding 1.039 0.875 1.088 1.001
2. Plateen 41.5 WG 1.072 0.895 1.104 1.024
3. Racer 250 EC 1.022 0.885 1.094 1.000
4. Sencor 70 WG 1.079 0.899 1.119 1.032
Mean 1.053 0.889 1.10 1.014
LSDy) 5 for:
weed control methods — II 0.029
years — IIT 0.038
interaction II x IIT n.s.

n.s. — not significant

The cultivars contained significantly different magnesium amounts; Bal-
bina accumulated more and Irga less magnesium, on average 1.138 and
0.890 g kg1, respectively. Many workers (KarM et al. 1997, GUGALA, ZARZECKA
2009, MiLes, BucaMan 2009) have found that potato tuber chemical composi-
tion is primarily influenced by the genotype.

Plateen 41.5 WG and Sencor 70 WG significantly increased magnesium
concentrations in potato tuber dry matter compared with Racer 250 EC and
the control (mechanical weed control). The tubers of potato sprayed with
Sencor 70 WG (metribuzin) contained most magnesium, on average 1.032 g
kg~1l. Similar changes were reported by Zarzecka and Gasiorowska (2000) who
used herbicide mixtures to control weeds in potatoes, and Brzozowska (2008)
who applied herbicides in winter wheat and examined its grain.
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Calcium content in potato tuber dry matter was 0.543 g kg1, on aver-
age (Table 6). Similar tuber contents of this element were reported by Karim
et al. (1997), KoLBE and STEPHAN-BECKMANN (1997), ZARZECKA and GASIOROWSKA
(2000). Statistical analysis confirmed that calcium content significantly de-
pended on the weed control methods, cultivars and weather conditions in
the study years.

Table 6
Content of calcium in potato tubers (g kg~ d.m.)
Cultivars (I)
Weed control methods (IT) Mean value
Irga Balbina
1. The control object — mechanical weeding 0.488 0.564 0.526
2. Plateen 41.5 WG 0.529 0.582 0.556
3. Racer 250 EC 0.507 0.574 0.541
4. Sencor 70 WG 0.514 0.581 0.548
Mean 0.510 0.575 0.543
LSDy o5 for:
cultivar — I 0.009
weed control methods — IT 0.020
interaction I x IT n.s

n.s. — not significant

Herbicides increased calcium concentration compared with the control
where no chemicals were applied, by 0.016 g kg1, on average. These find-
ings agree with earlier studies by ZaArzEcka et al. (2002). What is more, in
the study by Gucata and Zarzecka (2010), the herbicides they applied in field
pea cultivation increased seed contents of calcium compared with the con-
trol. By contrast, Brzozowska (2008) demonstrated that crop protection chem-
icals — herbicides — had no significant effect on calcium concentration in
winter wheat grain.

The genetic traits of the cultivars significantly determined calcium con-
tents. More calcium was accumulated by Balbina than Irga, on average
0.575 g kg1 and 0.510 g kg1, respectively. The cultivars responded with an
increased tuber content of calcium to the herbicides applied, however, there
was found no interaction between the experimental factors. The influence of
cultivar on calcium concentration has been reported by TEKALIGN and HAMMES
(2005), M1LEs and Bucaman (2009), ZArRzECKA et al. (2009).

According to Baémaca et al. (2007), pesticides applied under field condi-
tions to protect crops do not usually influence macroelements contents in
plants, but it is easier for a crop plant to take up more individual nutrients
when there is no competition with weeds.

In general, weather conditions in the study years significantly influenced
magnesium and calcium contents in potato tuber dry matter (Tables 5,7).
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Table 7
Content of calcium in potato tubers depending on years of study (g kg~! d.m.)
Years (III)
Weed control methods (IT) Mean value
2005 2006 2007
1. The control object — mechanical weeding 0.558 0.447 0.574 0.526
2. Plateen 41.5 WG 0.594 0.469 0.605 0.556
3. Racer 250 EC 0.577 0.458 0.587 0.541
4. Sencor 70 WG 0.582 0.465 0.597 0.548
Mean 0.578 0.460 0.591 0.543
LSD,, 5 for:
weed control methods — II 0.020
years — IIT 0.015
interaction II x IIT n.s.

n.s. — not significant

Less magnesium and calcium were accumulated in 2006, when the weather
was wet and warm, and more in 2005 and 2007, when the temperature was
moderate and the rainfall was quite evenly distributed. The works by
ZarzECKA and GasiorRowska (2000) as well as Wapas et al. (2008) have con-
firmed that there is an effect of weather conditions on magnesium and cal-
cium contents

CONCLUSIONS

1. The herbicides Plateen 41.5 WG and Sencor 70 WG significantly af-
fected the potato tuber dry matter contents of magnesium and calcium. In
turn, Racer 25 EC had less impact, in particular on magnesium concentra-
tion.

2. Varietal traits influenced the concentration of both the elements. More

magnesium and calcium in tuber dry matter was determined in Balbina
compared with Irga.
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Abstract

Cu is a transition metal essential for every organism, but an excess can lead to toxici-
ty caused by oxidative stress, which can disturb the natural antioxidant defence systems.
Since catalase (CAT) is a major enzyme involved in the decomposition of oxygen peroxide,
the main goal of this study was to evaluate changes in the concentration and activity of
CAT by means of enzymatic and immunohistochemical methods. Modifications in the blood
biochemistry profile of Cu-exposed gilthead sea bream (Sparus aurata L.) were also stu-
died. In gills of the exposed fish, Cu significantly increased throughout the study to a ma-
ximum of 6.9x4.7 ug g! wet weight at the end of the treatment. Immunohistochemistry
(IHC) evidenced a brown cytoplasmic stain in the epithelial cells of the primary and secon-
dary lamellae and in pillar cells, while enzyme activity was localized in the epithelium and
pillar cells of both primary and secondary lamellae and appeared as a strong cytoplasmic
stain particularly at the base of the primary lamellae. IHC and enzymohistochemistry (EHC)
quantitative analysis suggested that the main variations in amount and activity of the en-
zyme were recorded 15 days after exposure (both IHC and EHC expressed a decrease in
CAT in exposed fish compared to controls, P<0.0001) and 28 days after exposure (IHC re-
corded increased CAT in exposed specimens compared to controls, P<0.0001; EHC eviden-
ced a decrease in CAT in exposed subjects compared to controls, P<0.0001). The biochemi-
cal blood profile was monitored with a standard blood biochemistry panel. An increase in
plasma urea was evident only in exposed fish, while — as a function of time — a decrease
of glucose in both exposed and control fish was apparent. The three investigation methods
evidenced that CAT was effective against Cu toxicity, and the increase in plasma urea co-
uld be considered a suitable metabolic marker of Cu exposure in fish.
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WPLYW MIEDZI W WODZIE NA KATALAZE W SKRZELACH I BIOCHEMIE
KRWI U DORADY (SPARUS AURATA L.)

Abstrakt

Miedz jest metalem przejSciowym niezbednym w kazdym organizmie, lecz jej nadmiar
moze prowadzi¢ do skutkéw toksycznych powodowanych przez stres oksydacyjny, ktory za-
kloca naturalne systemy obrony antyoksydacyjnej. Poniewaz katalaza (CAT) jest jednym
z gtéwnych enzyméw uczestniczacych w rozktadzie nadtlenku tlenu, glownym celem badan
byla ocena zmian zawartosci i aktywnos$ci CAT za pomoca metod enzymatycznych i immuno-
histochemicznych. Badano réwniez zmiany w biochemicznym profilu krwi u dorady (Spa-
rus aurata L.) poddanej dziataniu Cu. Stwierdzono znaczaco wyzsze stezenie tego metalu
w skrzelach ryb, na ktére oddzialywala mied7, az do maksymalnej zawartosci 6,9+4,7 ng g}
mokrej masy pod koniec do$wiadczenia. Badania immunohistochemiczne (IHC) ujawnity
brazowa plamke cytoplazmatyczng w komorkach nablonka blaszek pierwszego i drugiego
rzedu oraz w komorkach filarowych, podczas gdy aktywno$¢ enzymatyczna zostata zlokali-
zowana w nablonku oraz w blaszkach pierwszego i drugiego rzedu, i ujawnila si¢ jako sil-
na plamka cytoplazmatyczna, szczegélnie u podstawy blaszek pierwszego rzedu. Analiza ilo-
Sciowa wynikow badan IHC oraz enzymohistochemicznych (EHC) sugeruje, iz gléwna
zmienno$¢ w iloSci oraz aktywnosci enzymu nastgpita w 15. dniu po ekspozycji (zaréwno
IHC, jak i EHC wykazaly spadek zawarto$ci CAT u ryb wystawionych na dziatanie Cu w po-
rownaniu z kontrola, P<0,0001) oraz w 28. dniu po ekspozycji (IHC wykazato wzrost CAT
u ryb wystawionych na Cu w poréwnaniu z kontrola, P<0,0001; EHC ujawnito spadek CAT
u ryb do$wiadczalnych w poréwnaniu z kontrola, P<0,0001). Biochemiczny profil krwi mo-
nitorowano za pomocg standardowego zestawu biochemicznego krwi. Wzrost zawartosci
mocznika we krwi ujawnilt sie jedynie u ryb poddanych dziataniu Cu, natomiast spadek
zawartoSci glukozy — z uplywem czasu — wystapil u ryb do$wiadczalnych i kontrolnych.
Trzy zastosowane metody badawcze udowodnily, iz CAT skutecznie przeciwstawia sie tok-
syczno$ci Cu, a wzrost zawartoSci mocznika we krwi mozna uznac¢ za odpowiedni marker
metaboliczny oznaczajacy wystawienie ryb na dziatanie miedzi.

Stowa kluczowe: miedZ, Sparus aurata, katalaza, skrzela, biochemia krwi, immunohisto-
chemia, enzymohistochemia.

INTRODUCTION

Cu is an essential trace element for all organisms, but an excess can
result in reactive oxygen species (ROS) production (GaETKE, CHOW 2003) and
lipid peroxidation (HALLIWELL, GUTTERIDGE 1992). Recently, changes have been
reported in Sparus aurata in the expression of proteins involved in the in-
flammation/immunity network (Isant et al. 2011).

Defense systems against oxyradicals include catalase (CAT) among other
enzymes. CAT is a Fe3* dependent metalloenzyme fundamental to all living
organisms exposed to oxygen and is usually located in the matrix of cellular
peroxisomes (NovikorF, Novikorr 1973), where CAT has been immunohisto-
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chemically evidenced in primary cell cultures from fish (Danio rerio) (KrRYSKO
et al. 2010). CAT is present in nearly all cells exposed to oxygen, but its
distribution in gilthead sea bream Sparus aurata (L.) gills is still unknown.
Gilthead sea bream was chosen as a model for our study due to the availa-
ble knowledge of its basic biochemical response to Cu (Isant et al. 2003,
2011) and economic importance.

Since studies concerning blood biochemistry, immunohistochemistry (IHC)
and enzymohistochemistry (EHC) for CAT on fish tissues exposed to a toxic
amount of Cu are lacking, the aims of this work are: 1) to evaluate the
effects of Cu exposure on blood biochemistry; 2) to test the methods for
CAT location; 3) to show any variation in quantity and activity of the en-
zyme in S. aurata gills after Cu exposure.

MATERIALS AND METHODS

All experimental procedures were approved by the Ethics and Scientific
Committee of the University of Bologna and were carried out in accordance
with European legislation regarding the protection of animals used for ex-
perimental and other scientific purposes (Council Directive 86/609/EEC).

Experimental design

Eighty juvenile gilthead sea bream (S. aurata), average wt 65+5 g, were
obtained from farmed stock. The fish were maintained in ten 500L tanks (at
a density of eight fish/tank) filled with natural sea water taken from 300 m
offshore Cesenatico (FC, Italy). Before the experimental exposure, fish were
acclimatised for 15 days at 13°C and at a salinity of 32.0+2.6%o.

The work was performed during January-February 2009 when water
temperature drops below 13°C and S. aurata experience the natural period
of starvation (IBarz et al. 2007). Therefore, fish were not fed throughout the
Cu exposure time avoiding water contamination and additional Cu intake
with the diet.

CuSO, was added to 5 tanks (40 specimens) to give a nominal Cu con-
centration of 0.5 mg dm=3, while the fish in the other 5 tanks (40 speci-
mens) served as controls. The waterborne concentration of Cu was chosen
based on the evidence of previous studies (Isant et al. 2003). Cu concentra-
tions in water were verified by atomic absorption spectrometry (AAS). On
day 0 (TO) prior to Cu exposure and after 15 (T1), 28 (T2) and 50 (T3) days
fish were randomly chosen from each tank, sacrificed and tissues immedi-
ately sampled for metal, IHC and EHC analysis.
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Sample collection

Gills were sampled from 32 control and 24 exposed fish and divided into
two aliquots: 1) one for metal analysis was stored at -20°C; 2) the other one
was cut into halves, one for routine histology and IHC and the other for
EHC: the samples for histology and IHC were formalin-fixed and paraffin-
embedded, then processed according to routine procedures and cut at 4 um;
one section was stained with Haematoxylin and Eosin (H&E) and a further
serial section was used for CAT IHC; for EHC, fish gill specimens were
frozen in liquid nitrogen and stored at -80°C for 7 days before processing
and 4 um-thick sections were cut with a cryostat.

Cu determination

Cu determination in gill samples and sea water were determined as
reported by Isant et al. 2011. The accuracy of the method was evaluated by
calibration to an international standard (CRM 278).

Blood collection and biochemistry analyses

Blood samples from 21 control and 16 exposed specimens were collected
and treated as previously reported (Isani et al. 2011). Plasma samples were
immediately analysed with an automated biochemical analyzer (Olympus
AU400). A standard biochemical profile was chosen, including: glucose, urea,
aspartate aminotransferase (AST), alanine aminotransferase (ALT), alkaline
phosphatase (ALP), creatine kinase (CK), gamma glutamyl transferase (GGT),
Ca, P, Mg, Na, Cl and K.

Immunohistochemistry

Four-m-thick paraffin-embedded tissue sections were dewaxed and rehy-
drated in decreasing ethanol solutions. Endogenous peroxidase was blocked
by immersion in 0.3% hydrogen peroxide in methanol. Sections were then
rinsed in Tris buffered saline (TBS) and antigen was retrieved with citrate
buffer (2.1 g citric acid monohydrate/litre distilled water), pH 6.0, and heat-
ing for two 5 min periods in a microwave oven at 750 W, followed by cool-
ing at room temperature for 20 min. A reduction of background staining
was achieved with Protein Block Serum Free (cod. X0909 DAKO, Milan,
Italy) for 10 min. The primary antibody (cod. C0979 Sigma, St. Louis, Mis-
souri, USA), diluted (1:300) in PBS containing bovine serum albumin, was
incubated with the tissue sections overnight at 4°C. Sites of antibody bind-
ing were identified with Dako LSAB+ System-HRP code K0690. 3,3'-Diamino-
benzidine (DAB) (cod. D5637 Sigma) was used as chromogen (0.05% in TBS
0.05 M pH 7.2 and H50,: concentration 0.05% for 10 min at room tempera-
ture). The sections were then counterstained with Papanicolaou hematoxy-
lin. In negative control sections, the primary antibody was replaced with
phosphate buffered saline (PBS) containing bovine serum albumin.
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Enzymohistochemistry

EHC CAT was performed according to CaAJARAVILLE et al. (1993) on gill
frozen specimens.

Control reactions were carried out with incubation media lacking H,0,,
DAB or containing only imidazole (0.01 M) (CAJARAVILLE et al. 1993).

Quantitative analysis of CAT

CAT IHC: ten fields per each gill section, randomly chosen, were ana-
lysed to obtain a total number of 260 fields. Digital images of the selected
fields have been achieved with a digital camera (Leica DFC320, Solms, Ger-
many) mounted on a Leica DMLB (Solms, Germany) microscope and con-
nected with a PC. All images were obtained using a 63x objective and a 10x
eyepiece, yielding a final magnification of 630x. Images were acquired with
an image analysis software Leica QWIN at 24-bit, saved as JPEG format.
Each selected field had an area of 2.1x10~2 mm2. For image analysis
a standard grid with sixteen horizontal-lines was set up and superimposed to
each image. Only the positive cells with nucleus adjacent to or cutting one
of the lines were counted and the data expressed as the mean number
of positive cells assessed irrespectively of the location (stroma or epithelium
of the lamellae).

CAT EHC: images (400x magnification, 5.4x10~2 mm? per field) were
acquired using the same tools as for IHC. Intensity of cytoplasmic staining
was estimated in each of the 260 images, automatically measuring the inte-
grated optical density with the image analysis software Leica QWIN.

Statistical analysis

The recorded values of IHC and EHC quantification were expressed as
means +SE (Standard Error) of the ten measured fields. For each case, CAT
EHC and IHC quantitative data were tested for normality using the Sha-
piro-Wilk W-test. As the data distribution was not normal, the non-paramet-
ric Spearman rank order correlation test was utilized. Values of P<0.05 were
considered significant. Blood biochemistry parameters were analysed by a two
ways full factorial design time exposure with the R-statistics program.

RESULTS

Cu concentration

Cu analysis in the sea water samples after 50 days of exposure resulted
in 0.35+0.05 mg dm™3, indicating that 70-80% of the nominal dose of Cu was
present in the exposure tanks at the end of the experiment. Cu concentra-
tions in gills of controls at TO, T1, T2 and T3 did not change significantly;
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while in exposed fish, metal concentrations increased significantly reaching
a maximum of 6.9+4.7 ng g1 wet weight at the end of the treatment
(P<0.05) — Figure 1.

14
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Cu (ng g1 wwt)
N

) ==
== é:nl:] e—rr— L +Std Dev
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Fig. 1. Cu concentrations in gills of control (N=32) and exposed (N=24) fish.
Significant increases were noted in treated fish (P<0.05)

Blood biochemistry

Only plasma urea significantly increased in Cu exposed fish (P<0.01).
A significant decrease in glucose (P<0.01) and a significant increase for CK
and ALP (P<0.05) were observed in control and exposed fish, as a function
of time. The free ions did not show significant variations with the exception
of a significant increase (P<0.05) of P both in control and exposed fish,
as a function of time (Table 1).

Macro- and microscopic aspects

No mortality and no gross lesions were detected in the gills of exposed
and control subjects. On histological ground no lesions were recorded.

CAT IHC and quantitative analysis

Brown intracytoplasmic positivity was evident in both exposed and con-
trol fish only in the epithelial cells of the primary and secondary lamellae
and in pillar cells of the latter (Figure 2a). Scant positivity was noted in
stromal cells. Quantitative analysis for CAT presence (Figure 3a), expressed
by IHC, demonstrated a significant decrease in exposed subjects compared
to controls at T1 (P<0.0001), an increase in positivity in exposed fish com-
pared to controls (P<0.0001) at T2; similar values in positivity were obtained
in exposed and control fish (P=0.09) at T3.
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CAT EHC and quantitative analysis

Enzyme activity was localized in the epithelium and pillar cells of both
primary and secondary lamellae and appeared as a strong cytoplasmic stain
particularly at the base of the primary lamellae (Figure 2b). Low positivity
was observed in the connective tissue of the blood vessel walls of primary
lamellae. Some positive spots were recorded within the branchial arch stro-
ma. Quantitative analysis of enzyme activity in positive areas, evaluated as
integrated optical activity, showed a significant decrease in exposed subjects

Fig. 2. Gills of the same control specimen: a — CAT IHC: pulverulent brown positivity
in the cytoplasm at the base of secondary lamellae 40x; &6 — CAT EHC: enzyme activity
is evidenced by brown colour in the epithelial cells of secondary lamellae 40x

compared to controls at T1 and T2 (P<0.0001) — Figure 3b. At T3 the activi-
ty of the enzyme in the exposed and control fish reached equal values
(P=0.68).

Correlation analysis of CAT data

No evident correlation (R=0.3; P=0.12) was found between CAT IHC and
EHC by linear regression analysis.
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Fig. 3. CAT IHC (a) and CAT EHC (b) quantitative analysis.
*Indicates significant differences with respect to TO (P<0.0001).
DISCUSSION

Cu accumulation in gills

Cu exposure has resulted in a significant increase in metal (5.3 folds)
concentration in gills of exposed fish. Similar accumulation rates were found
in S. aurata exposed for 20 days to 0.1 mg dm=3 and 0.5 mg dm=3 (IsanI et
al. 2003) and in black sea breams exposed to 0.05 mg dm™3 for 20 days
(DanG et al. 2009). Cu concentrations in gills originate from mechanisms
that regulate uptake, sequestration and export; as concerns membrane trans-
port, also in gilthead sea bream the presence of the Ctrl was demonstrated
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(MiNGHETTI et al. 2008). Moreover, Cu can be bound to mucus glycoproteins,
which are present on gills surface and effectively bind diffusible cations such
as Cu (SpEARE, FERGUsON 2006), hence representing the first defensive line
against waterborne Cu.

Blood biochemistry

Measurements of blood parameters are commonly used as a diagnostic
tool in mammals, while they are not extensively applied to fish. The basal
values of plasma parameters measured in TO fish were in the range of those
reported for other control or unexposed marine teleosts (FoLmar 1993) and
were indicative of a healthy status of fish used in the present work. Chang-
es in blood biochemistry could be related to unsuitable environmental condi-
tions (BARCELLOS et al. 2004), including chronic exposure to chemical pollut-
ants (FoLmMarR 1993). In the present experiment, Cu exposure determined
a significant increase in plasma urea. In fish, urea is mostly used as an
osmolyte or is excreted as a waste of ammonia detoxification after its bio-
synthesis in the liver (GRosELL et al. 2004). The gills are the major site of
urea excretion, through an urea transporter protein, which was indentified
in several marine species (WaLsH et al. 2001). The higher plasma urea lev-
els in Cu-treated fish could be due to the impairment of gills nitrogen ex-
cretory function. The plasma urea increase could derive directly from the
inhibition of the urea transporter, or indirectly from the inhibition of am-
monia excretion; this metabolite in turn should be transformed in urea by
the liver in order to avoid systemic toxicity. In both cases, the higher urea
plasma concentration could derive from a molecular damage of gill trans-
port systems. Accordingly, the measure of blood urea nitrogen, routinely
determined in mammals as an index of renal function, could represent in
fish a simple and useful biomarker of gill function. We also found a signifi-
cant decrease of glucose as a function of time in both control and exposed
fish. These changes could be due to starvation and are in agreement with
data reported in river lamprey (EmMELvANOVA et al. 2004). The observed in-
crease in ALP may be linked to alteration of P metabolism (WuyTtE 2010)
and together with changes of CK activity could be related to muscle proteol-
ysis that naturally occurs during food deprivation (SEILIEZ et al. 2008).

CAT IHC and EHC

The THC findings assessed CAT presence located mostly in the cyto-
plasm of epithelial cells at the base of the primary lamellae; to a lesser
extent CAT was found in the epithelium of the secondary lamellae, where
Cu is absorbed through the Ctrl mediated transport (MINGHETTI et al. 2008).
The role of CAT at these sites was to prevent the damaging of the epitheli-
um in the form of membrane lipid peroxidation operated by Cu redox activi-
ty (Craic et al. 2007). The granular pattern found in the present paper con-
firmed CAT presence in peroxisomes.
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In accordance with Guderley et al. (2003), starvation induced an increase
in CAT presence. The significant decrease in CAT presence noted in our
cases at T1 compared to TO was consequent to Cu toxicity. The following
increase of CAT concentration from T1 to T3 was partially due to starvation
and in part to the protective role of CAT against metal-induced oxidative
stress (FraT, KARGIN 2010).

CAT presence disclosed by IHC was integrated by EHC results indicat-
ing enzyme activity particularly at the base of the primary lamellae. The
significant decrease in CAT activity at T1 and T2 in the gills of treated fish
could be related to Cu exposure either by direct binding of the metal to the
enzyme or by ROS-induced inhibition as reported by Craic et al. (2007) in
Danio rerio. At T3, the increase in enzyme activity up to control levels may
indicate an acclimation to waterborne Cu exposure or, more likely, the acti-
vation of protection mechanisms, such as an increase in metallothionein
(MT) (Isant et al. 2003) and/or CAT expression (CraiG et al. 2007) in heavy
metal exposed fish. Craic et al. (2007) examined the genes encoding for ma-
jor proteins (including CAT) involved in combating oxidative stress in D.
rerio and found no significant changes in the expression of CAT in the gills.
However, similarly to our T1 data, they noted a decrease in CAT activity
within 48 hours post exposure, which could suggest a rapid rise in oxidative
stress due to sub-lethal doses of Cu and a comparably rapid response of
defense mechanisms. The biphasic responses of CAT expression and its en-
zymatic activities were consistent with an increase of CAT gene transcrip-
tion and a detoxifying activity of MT. At T3, Cu toxicity may be neutralized
by the increase in CAT expression, which in turn appeared as a rise in
enzymatic activity.

THC positivity did not necessarily coincided with EHC positivity. As two
CAT isoforms were recognized (BAILLY et al. 2004), one active (55 kDa) and
one inactive (59 kDa), we assumed that when the inactive isoform is present,
only IHC results positive, whereas both methods reveal the active isoform.

All the three main investigation methods, i.e. analytical chemistry, IHC-
EHC and blood biochemistry, have proven effective in highlighting respons-
es to Cu exposure: increased Cu levels were associated with an initial de-
crease in CAT expression and activity and with increased plasma urea that
could be considered a metabolic marker of gills function in exposed fish.
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Abstract

Chlorophyll fluorescence, especially the optimum quantum yield Fv/Fm, is used to qu-
antify the physiological state of plants, because stress, infections or wilting may lower the
optimum quantum yield. The characteristics of chlorophyll fluorescence have attracted our
attention for its use to determine the quality of spinach, because the measurement of Fv/
Fm during storage can be performed quickly and non-destructively, delivering information
about spinach quality and its sale suitability.

Applicability of modern techniques for quick and non-invasive in vivo determination
of such parameters as quality and freshness of spinach under simulated sale conditions
was tested in our study. In this experiment, application of chlorophyll fluorescence for qu-
antification of quality as well as physical and physiological changes which occur in fresh
products was verified. The experiment was conducted on spinach, a product characterized
by rapid appearance of postharvest losses. Spinach was harvested as leafy vegetable for
direct consumption and stored for 5 days (16 h in a cooling room at 2-4°C, 96-98% relative
humidity, followed by 8 h at room temperature: ca 22°C, 65% relative humidity). Variants
were represented by different cultivation conditions (fertilizer, leaf application of Previcur,
CaCl, and Cerone). The investigations revealed that fresh mass losses in the postharvest
phase could be described by changes of Fv/Fm spinach leaves adapted to darkness by a li-
near relationship of parameters (r=0.77). The disadvantage of chlorophyll fluorescence me-
asurement was the less precise determination of the critical loss of fresh mass of 3%.
Instead, losses of 4 to 5% resulted in a the decrease of optimum quantum yield below the
critical value of 0.80, which indicates the occurrence of postharvest stress. Leaf application
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of pesticides negatively influenced Fv/Fm. This relationship may be used to detect the ap-
plication of plant protection products shortly before harvest, before the grace period is over.
Hence, the determination of freshness using chlorophyll fluorescence offers, to a limited
extent, protection of consumers.

Further investigations showed that optimum quantum yield was linearly and positive-
ly correlated with the calcium content in spinach leaves. This relationship may indicate
worse cell membrane integrity and reduced cell wall stability postharvest. Additionally, the
decrease of Fv/Fm during storage may indicate the occurrence of cold stress as well as
altering processes (senescence) and loss of quality of spinach, independent of its cultiva-
tion method. In these investigations, the relationship between chlorophyll fluorescence and
color changes of leaves, content of chlorophyll, total nitrogen and water soluble carbohy-
drates, as well as respiration intensity and ethylene emission could not be found.

Key words: chlorophyll fluorescence, quality, spinach, storage, fresh mass loss, calcium,
starch.

NIEINWAZYJNE OZNACZANIE JAKOSCI SZPINAKU PODCZAS SYMULOWANYCH
WARUNKOW SPRZEDAZY ORAZ PRZEWIDYWANIE MOZLIWYCH ZMIAN

Abstrakt

Fluorescencja chlorofilu, w szczegdlnosci optymalne wykorzystanie kwantow Fv/Fm,
stosowana jest do oznaczania stanu fizjologicznego roslin, gdzie wystepowanie stresu, cho-
rob czy proceséw wiedniecia moze spowodowaé zmniejszenie optymalnego wykorzystania
kwantow. W praktyce fluorescencja chlorofilu ma specjalne zastosowanie, poniewaz pomia-
ry podczas przechowywania moga zostaé przeprowadzone szybko i bezdestrukcyjnie, na-
tychmiast informujac o stanie jakosci szpinaku oraz jego przydatnoSci do sprzedazy.

Mozliwo§é zastosowania nowoczesnych technik w celu szybkiego i nieinwazyjnego ozna-
czenia in vivo takich parametrow, jak jakos§¢ i $wiezos§¢ szpinaku podczas symulowanych
warunkow sprzedazy, stanowila tematyke badan. W badaniach zweryfikowano zastosowa-
nie fluorescencji chlorofilu do okreslenia zmian jakoSciowych, fizycznych i fizjologicznych,
zachodzacych w Swiezym produkcie odznaczajacym sie szybkim wystepowaniem strat po-
zbiorczych — szpinaku bedacym warzywem liSciowym przeznaczonym do bezposredniego spo-
zycia, sktadowanym 5 dni (16 h w chlodni: 4°C, 96% wilg. wzgl.; 8 h w temperaturze poko-
jowej: 22-23°C, 70% wilg. wzgl.), z uwzglednieniem réznych warunkow uprawy (nawozenie,
stosowanie dolistne Previcuru, CaCl, oraz Cerone). Badania wykazaly, ze straty Swiezej
masy w fazie pozbiorczej mogly zosta¢ opisane za pomocg zmian Fv/Fm zmierzonych w przy-
stosowanych do ciemnosci liSciach szpinaku ze wzgledu na liniowg zalezno$¢ parametrow
(r2=0,77). Negatywny aspekt pomiaru fluorescencji chlorofilu stanowila mata doktadnosé
okreslenia krytycznej dla jakosci handlowej szpinaku granicy strat Swiezej masy wielkoSci
3%. Dopiero straty od 4 do 5% spowodowaly zmniejszenie optymalnego wykorzystania
kwantow ponizej krytycznej granicy 0,80, wskazujgcej na wystapienie stresu pozbiorczego.
Ponadto dolistne zastosowanie pestycydow negatywnie wplyneto na pomiar
Fv/Fm, co jednak moze znaleZ¢ zastosowanie w wykrywaniu stosowania Srodkéw ochrony
roslin na krétko przed zbiorem, jeszcze przed uptywem okresu karencji. Dlatego tez ozna-
czenie stopnia $wiezoSci za pomoca fluorescencji chlorofilu umozliwia réwniez, w pewnym
stopniu, ochrone konsumenta. Dalsze badania wykazaly, ze optymalne wykorzystanie kwan-
tow Fv/Fm skorelowane byto liniowo pozytywnie z zawarto$cia wapnia w lisciach szpinaku.
Zaleznos§é ta wskazywalaby na zmniejszenie zaréwno integracji blon komdérkowych, jak
i zmniejszenie stabilizacji Scian komoérkowych podczas okresu pozbiorczego. Ponadto zmniej-
szenie wartoSci Fv/Fm podczas przechowywania moze wskazywaé na wystgpienie stresu
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chtodu i proceséw starzenia (senescencji) oraz utraty jakosci badanego szpinaku, niezalez-
nie od sposobu jego uprawy. W badaniach nie stwierdzono zaleznosci miedzy fluorescencja
chlorofilu a zmianami barwy liSci szpinaku, zawartoscig chlorofilu, azotu ogétem i weglo-
wodanami rozpuszczalnymi w wodzie oraz intensywnoscig oddychania i emisjg etylenu.

Stowa kluczowe: fluorescencja chlorofilu, jakosé, szpinak, przechowywanie, straty Swiezej
masy, wapn, skrobia.

INTRODUCTION

Vegetables, especially their leaves, are highly perishable commodities.
Harvested plants or plant organs must still be regarded as living tissue that
is subjected to continuous changes with respect to its metabolism. They
require energy for maintenance of cell organisation, membrane permeabili-
ty, metabolism and metabolite transport within the tissue. Instead of photo-
synthetic assimilates, the required energy in harvested plants is supplied by
oxidative breakdown of certain organic substances stored in the tissue (Keut-
GEN 2000). From the consumer’s point of view, most of the postharvest chang-
es are undesirable because they result in plant and tissue senescence as
well as tissue breakdown. They cause freshly harvested vegetables to dete-
riorate, shrivel, loose the green colour and to turn yellow due to chloro-
phyll degradation and lead to distinct shifting of sensory quality, especially
visual deterioration and loss of palatability. In consequence, quality and shelf-
life sustainability of leafy vegetables depends strongly on their vitality (FEgr-
RANTE, MAGGIOREA 2007). Recently, new kinds of in vivo analyses have provid-
ed detailed information on intrinsic value and storage as well as processing
effects on fruits and vegetable (Ruiz-ALTISENTA et al. 2010, PAPAGEORGIOUA,
GoviNDJEE 2011). These include the option of on-line control of quality char-
acteristics of vegetable products during cultivation, storage and manufac-
ture. Quality control as well as quality and shelf-life prediction are of prime
importance to guarantee an optimal product. In practice, quality analyses
should be fast, simple, robust, reproducible and reliable. Ideally, they should
simultaneously describe chemical and physical parameters and, of course,
should be non-destructive.

Recently, consumers focus not only on a good-looking product, but also
ask for an excellent quality with regard to the nutritive value. Quality eval-
uation is a tool to ensure that new and existing products meet the consum-
ers’ requirements. New kinds of analyses should provide detailed informa-
tion about ingredients and the effects of storage and processing. This includes
the option of using on-line instruments to control the quality characteristics
of vegetable products during cultivation, storage and manufacture. Quality
control as well as quality and shelf-life prediction are of prime importance
to guarantee an optimal product quality. In practice, quality analyses must
be fast, simple, robust, reproducible and reliable. Ideally, they should simul-
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taneously describe chemical and physical parameters and, of course, should
be non-destructive. Chlorophyll fluorescence is a technique with a great po-
tential to fulfill these requirements. It enables non-destructive measurements
to determine a plants’ physiological state, its vitality and its ‘stress history’.
It describes not only visible damages but also an eventual early stage of
deterioration a few days before visible damage symptoms occur. In addition,
chlorophyll fluorescence is able to identify effects of potentially toxic sub-
stances such as pesticides that have been applied to a plant a few days
before harvest. To summarize, the chlorophyll fluorescence technique can
be used to record the effect of biotic and abiotic stress factors (KEUTGEN
2000, Ruiz-ALTISENTA et al. 2010, PAPAGEORGIOUA, GOVINDJEE 2011), to predict
changes of nutritive characters, the maturity state of the harvested or stored
plant organ and thus shelf-life (DEELL et al. 1999, Keutcen 2000). Chloro-
phyll fluorescence potentially allows studies that range from maturity as-
sessment to the prediction of quality attributes during the postharvest peri-
od and effects of postharvest stress on product quality.

Contemporary research into postharvest physiology is focusing on the
development of instrumental methods for non-destructive quality assessment.
This kind of research is empirical, correlating analytical parameters with
quality properties for single products under variable conditions. This ap-
proach is quite helpful in developing new methods to monitor and control
production and storage processes. However, in many cases a better under-
standing of the plant’s physiological and metabolic basis for quality degrada-
tion is needed to identify relationships that are determined by vegetable
quality but not by pre- or postharvest environmental conditions. It is the
aim of the proposed research project to develop objective quality criteria for
spinach and broccoli using non-destructive methods for vegetable quality as-
sessment.

MATERIAL AND METHODS

Spinach plants (Spinacia oleracea L. cv. San Felix F1) were grown on
experimental fields at Marhof Research Station near Bonn at two sowing
dates: 284 and 16th April of two consecutive years. Two different forms of
nitrogen were applied as fertiliser (220 kg N ha™!) with 27% of nitrogen,
where ammonium nitrate (KAS) consisted of 13.5% nitrate and 13.5% am-
monium, whereas basammon-nitrogen (BAS) consisted of 6.8% nitrate, 18.2%
ammonium and 2% nitrification blocker Dicyandiamid (DCD), respectively.
Plants were cultivated on brown soil (70-78 soil points), with a thickness of
0.75 to 1.20 m, situated on sand and gravel, of middle water permeability
and of middle to high water storage capacity, with the ground water level at
13 m depth. The soil (0-30 cm) was characterized by an pHy — value of 6.6,
P,0; 0.43 g kg! soil, K,0 0.24 g kg! soil, and MgO 18 g kg! soil. On
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average the content of nitrate (V) and ammonia before fertilization were
39.36+12.87 and 17.4 9.0 kg N ha™1, respectively. No additional fertilization
with phosphorus and potassium were applied. During the growing period
from April to June the mean temperatures of the air was 15.7°C and of the
soil in the depth of 10 cm of 13.8°C (depth of mean root mass of spinach).
The mean precipitation in the vegetation time was on average 221 mm.
Depending on spinach requirements, automatic watering from a computer
controlled pouring car at the tensiometer value of -120 mb was applied
(150 ml of water per plant). Spinach was harvested twice from each experi-
mental field (2224 and 27th May, 4tF and 9t June, respectively) and kept
under simulated sale conditions for 5 days. Prior to the experiments, har-
vested spinach was washed in cool tap water at about 12°C and drained
using a hand centrifuge. Clean spinach was placed in Euro-Pool-System-Box-
es D. Over night (16 h) plants were stored in darkness in closed 400 1 con-
tainers at 2-4°C and 96-98% relative humidity. To establish high humidity in
the containers, air was forced with a pump through distilled water. During
the day (8 h), spinach was kept in diffuse daylight at room temperature of
about 22°C and 65% relative humidity similar to conditions on the fresh
market. Beside the kind of fertilisers, other experimental factors were dif-
ferent leaf applications during the growth period: Previcur 0.2% (active sub-
stance: propamocarb-HCl 66.5%) against Peronospora sp., CaCl, water solu-
tion (15, 30, 45, 60 mmol dm=3) for quality improvement (PERUCKA et al.
2007), and Cerone as a precursor of ethylene (50, 100, 150, 200 mmol dm=3)
in the amount of 2 dm=3 m=2 each. Samples of 80 spinach plants were used
for each combination (4 replicates with 20 plants each). Analyses were car-
ried out during storage to investigate quality changes continuously. Samples
for chlorophyll fluorescence measurement and for chemical analyses were
taken from the same plant (rosette). Water loss was determined for all plants
within a single Euro-Pool-System-Box.

Chlorophyll fluorescence measurements were conducted in a photosyn-
thesis laboratory at the temperature of 25°C and atmospheric CO, between
400-600 ppm, using a portable pulse-amplitude-modulation Fluorometer
PAM-2000 (Heinz Walz GmbH, Effeltrich, Germany). The plant tissues were
dark-adapted for 30 min prior to the analyses. Fo (minimal fluorescence),
Fm (maximal fluorescence), Fv (= Fm-Fo, variable fluorescence) and opti-
mum quantum yield (= Fv/Fm) were determined three times on each repre-
sentative of fully expanded and old leaves, with at least four replicates per
treatment. For setting of Fo, the leaf was illuminated with low modulated
light (650 nm, <0.1 pmol m™2 s71) and then for Fm after a light pulse
(665 nm, 3200 pmol m2 s~1) (KeutGen 2000).

To detect colour changes and discoloration, the colour attributes were
determined daily, recorded in L*, a*, b* CIE co-ordinates of the spinach
leaves using a Chroma-Meter II Reflectance, Minolta, Japan. On each leaf
blade, three measurements were taken between the main veins of a leaf.
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The leaf samples for intrinsic compounds were freeze-dried and ground
for chlorophyll, total N and carbohydrate analyses. Chlorophyll content (Chl
a, Chl b and total Chl) was determined according to WELLBURN (1994) from
methanol extracts and measured at 649 nm and 665 nm using a spectropho-
tometer Lambda 5/15 (Perkin-Elmer). Residues of the methanol extractions
were used for starch analyses. Starch was enzymatically hydrolysed to glu-
cose, which was detected by HPLC (Knauer, Berlin, Germany). Starch con-
tent was calculated according to LoPEz-HERNANDEZ et al. (1994). Soluble carbo-
hydrate content was determined from water extracts using HPLC as
described by Keutcen (2000). Total N was determined by a modified Kjeldahl
method through reduction of the organic and inorganic N into ammonium
by acid hydrolysis (CHEN et al. 1997). Content of total N was measured color-
imetrically in a SFAS - 5100 Skalar Auto-Analyser (Skalar GmbH, Erkelenz,
Germany).

The experimental design was a completely randomised one. The data
were analysed using correlation and multiple regression procedures of the
statistical program SPSS for Windows, release 9.01. standard version, Copy-
right SPSS Inc., 1989-1999. Significances of differences were defined at
P=0.05.

RESULTS AND DISCUSSION

The application of chlorophyll fluorescence for the estimation of concen-
tration of intrinsic parameters in vegetables is a less investigated issue.
Investigations on different plants indicate a correlation between chlorophyll
fluorescence and content of nitrogen, ascorbic acid, carotenoids or soluble
sugars and starch (PAPAGEORGIOUA, GOVINDJEE 2011). In spinach, quality chang-
es during storage could at least partially be detected using chlorophyll fluo-
rescence of dark-adapted leaves. During the storage under simulated sale
conditions, a decrease of the optimum quantum yield Fv/Fm (Figure 1) was
detected. On the third day of the storage, a drop of Fv/Fm below the value
of 0.80 was observed. For comparison, values between 0.82 and 0.80 are
typical of healthy, fresh plants. A decrease of Fv/Fm may also indicate the
occurrence of cold stress during the storage time and/or the loss of mem-
brane integrity due to senescence processes. The optimum quantum yield
Fv/Fm was identified as a meaningful parameter, because the relationship
between Fv/Fm and fresh mass losses was significantly linear (Figure 2;
r=0.77). The fresh mass loss represents an important, if not the main pa-
rameter for the quantification of spinach freshness in practice. By defini-
tion, a fresh mass loss of 3% during the storage represents a critical value.
With higher losses, spinach is regarded as non-marketable. In the present
experiment, wilting symptoms and deterioration of spinach quality did not
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Fig. 1. Changes of optimum quantum yield of PS II (Fv/Fm) in spinach under simulated sale
conditions (mean values of 4 experiments)
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Fig. 2. Linear relationship between the optimum quantum yield of PS II (Fv/Fm) and fresh
mass losses in spinach leaves during storage under simulated sale conditions (values are
means of 4 experimental replications)

become evident before the third day, when the fresh weight loss reached
5-6%. During the storage of spinach under simulated sale conditions (16 h
cool storage/8 h sale keeping), a loss of 4-5%, which is close to the critical
value of 3%, corresponded with values for the optimum quantum yield at or
below 0.80.
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The correlation between optimum quantum yield of PS II and calcium
content was positive and high as well as independent on used cultivation
technique (Figure 3). A low content of calcium coincided with a low value of
Fv/Fm. Spinach plants with the calcium content below 9 g kg1 of dry mat-
ter were already non-marketable during the storage under simulated sale
conditions. This relation may be explained by the significance of calcium in
cell walls and cell membranes, where it supports the anti-senescence reac-
tions. Ca2* is important for the selective permeability and membrane integ-
rity (PALTA 1996). Furthermore, Ca2+ stabilizes the cell membranes by link-
ing the phosphate- and carboxylic groups of phospholipids present on the
membrane surface. The fact that the lower optimum quantum yield coin-
cides with a low content of calcium may indicate an impairment of mem-
brane integrity.

18
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Fig. 3. Correlation between optimum quantum yield of PS II (Fv/Fm) and content of calcium
in spinach leaves stored under simulated sale conditions (mean values of 4 experiments)

Considering all measurements of the investigated variants, the relation-
ship between Fv/Fm and starch content in leaves was best explained by
a non-linear function (Figure 4). In the case of a starch content up to 10 g
kg~! of dry matter, the relationship showed linear character. Based on these
results it can be concluded that spinach leaves with a starch content higher
than 5 g kg™! of dry matter will exhibit good shelf-life behavior. However,
the content of starch in spinach is quite low compared to the other carbohy-
drates. Nevertheless, this parameter seems to be suitable for the prediction
of shelf-life.
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Fig. 4. Linear relationship between optimum quantum yield of PS II (Fv/Fm) and starch
content in spinach leaves stored under simulated sale conditions
(values are means of 4 experimental replications)

The investigations did not reveal any kind of relationship between chlo-
rophyll fluorescence parameters and respiration intensity, ethylene emission,
changes of leaf colour and intrinsic parameters such as total nitrogen, solu-
ble carbohydrate and chlorophyll content. Indeed, chlorophyll fluorescence
depends on the chlorophyll content. However, the optimum quantum yield
is not directly correlated with the latter. Primarily, a high chlorophyll loss
causes a decrease of Fv/Fm (KeutGen 2000). This can at least partly explain
why no correlation between the chlorophyll content and Fv/Fm was observed
in the presented investigations. In the present work, chlorophyll losses dur-
ing storage were quite low.

CONCLUSIONS

The investigations showed that the quality of spinach during the stor-
age under simulated sale conditions can be evaluated quickly and easily by
chlorophyll fluorescence. In commercial practice, freshness is quantified by
the water loss during storage. At a fresh mass losses of 3%, spinach is
classified as non-marketable. The chlorophyll fluorescence, especially the op-
timum quantum yield Fv/Fm, is a good tool for the determination of spin-
ach quality state independently from cultivation techniques. Fv/Fm < 0.80
corresponded to a loss of fresh mass of 4 to 5% and more under simulated
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sale conditions. The Fv/Fm value can be lowered by cold stress, pesticides
or infections, which can be used for the protection of interests of consumers
and retailers. However, it is important to mention that successful applica-
tion of chlorophyll fluorescence as an indicator of quality requires very good
and broad knowledge of postharvest physiology, especially of the quality pa-
rameter changes combined with the maturity and senescence of the investi-
gated plant.
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Abstract

The objective of this study was to determine the effect of different dietary sodium
levels on serum macroelement concentrations, growth performance and incidence of foot
pad dermatitis (FPD) in female turkeys raised to six weeks of age. The influence of a low-
sodium diet (without additional sodium) and diets supplemented with NaCl to increase so-
dium content by 0.5, 1.0, 1.5, 2.0 and 2.5 g kg was compared. The dietary electrolyte ba-
lance (DEB) was high (242-248 mEq kg!) due to a high potassium content (11.0 g kg™1).

Turkeys fed the low-sodium diet were characterized by significantly lower concentra-
tions of chloride (p=0.002) and phosphorus (p<0.001), and significantly higher magnesium
levels (p<0.001), compared with the other groups.

The lowest dietary inclusion of sodium (0.5 g kg™1) contributed to a significant incre-
ase in the body weights of turkeys at six weeks of age (p<0.001), and it improved feed
conversion efficiency (p<0.001) in comparison with the low-sodium diet. No significant dif-
ferences in body weight and feed conversion ratio followed experimental treatments with
higher dietary NaCl addition. Diets supplemented with different amounts of sodium had
no effect on litter moisture content, whereas the incidence of FPD increased significantly
following the addition of dietary sodium at 1.0 g kg™! to 2.5 g kg!, compared with the
low-sodium diet. The results of our study indicate that moderate sodium supplementation
(0.5 g kgl) of a sodium-deficient diet significantly increased the body weights of young
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turkeys, while it did not increase the incidence of FPD. A further increase in the sodium
content of experimental diets did not increase the body weights of birds, and it enhanced
the occurrence of FPD which was not related to increased litter wetness.

Key words: sodium, blood minerals, growth performance, turkeys.

WPLYW Zl-‘g()ZNICOWANEGO POZIOMU SODU W DIECIE NA POZIOM
ELEKTROLITOW KRWI, WZROST INDYKOW I WYSTEPOWANIE ZAPALENIA
SKORY PODUSZKI STOPY

Abstrakt

Celem badan bylo okreslenie wplywu réznych poziomoéw sodu w diecie na zawartosé
makroelementéw w surowicy, wzrost ptakéw i wystepowanie zapalenia skéry stop (FPD)
uindyczek w wieku szeSciu tygodni zycia. Poréwnano efekty podawania diety niskosodowej
(bez dodatkowego zrédta sodu) i diet z dodatkiem NaCl w iloéci 0,5; 1,0; 1,5; 2.0 i 2,5 g kgL.
Ze wzgledu na wysoka zawarto$é potasu w dietach (11,0 g kg™1), bilans elektrolitéw (DEB)
byt réwniez wysoki (242-248 mEq kg1).

U indykéw zywionych dieta o niskiej zawartosci sodu wykazano znacznie nizszy po-
ziom chlorku (p=0,002) i fosforu (p<0,001), a znacznie wyzszy poziom magnezu (p<0,001)
w surowicy krwi, w poréwnaniu z innymi grupami. Niewielkie zwigkszenie zawarto$ci Na
w diecie (0,5 g kg1) spowodowalo istotny wzrost masy ciala indykéw w wieku szesciu ty-
godni (p<0,001) i poprawe wykorzystania paszy (p<0,001), w poréwnaniu z dietg bez dodat-
ku Na. Nie stwierdzono istotnych réznic w masie ciala i wykorzystaniu paszy uindykow
otrzymujacych diety z dodatkiem NaCl. Dodatek NaCl do diety nie wptynal na wilgotnosé
Sciotki, natomiast wystgpowanie FPD istotnie nasilitlo si¢ w grupach otrzymujacych dodatek
1,01 2,5 g kg™l Na, w poréwnaniu z dieta bez dodatku sodu.

Stwierdzono, ze umiarkowany dodatek sodu (0,5 g kg!) do diety ubogiej w ten pier-
wiastek istotnie zwigksza mase ciata mlodych indykow, a nie zwieksza czestoSci wystepo-
wania FPD. Dalszy wzrost zawartosci sodu w diecie nie zwigksza masy ciata ptakow i wil-
gotnosci $ciotki, a nasila wystepowanie FPD.

Stowa kluczowe: sod, elektrolity we krwi, wyniki odchowu, indyki.

INTRODUCTION

The optimization of dietary mineral balance so as to meet the require-
ments of growing birds is an important consideration in modern intensive
poultry farming. The most common reason for insufficient bone mineraliza-
tion leading to skeletal deformities (including leg bone abnormalities) are
mineral metabolism disorders, in particular a deficiency of calcium and phos-
phorus (Rao et al. 2003, VENALAINEN et al. 2006, MaJEwskA et al. 2009). Leg
deformities and abnormalities adversely affect the welfare and growth rate
of birds, reduce their activity and decrease feed consumption (NAAs et al.
2009). In turkeys, leg problems result for instance from selection for a rapid
increase in body weight and breast muscle yield (Crespo et al. 2000, MikuL-
ski et al. 2009). The fast growth rate of turkeys is often accompanied by
nutrient and vitamin D deficiencies (FaruGa et al. 2009, TaTarA et al. 2011,
ZHou et al. 2011).



281

A high litter moisture content due to nutritional factors may lead to leg
diseases, including foot pad dermatitis, in growing birds (FRANCESCH, BRUFAU
2004, MavNE et al. 2007). The dietary sodium intake is often increased in
broilers to stimulate their growth (VIEra et al. 2003, BorcEs et al. 2003,
JANKOWSKI et al. 2011a, b), which results in excess litter wetness. Numerous
experiments on chickens have shown that diets with an increased sodium
content lead to higher water consumption followed by a higher excreta mois-
ture content (MurakamI et al. 2001, BorGes et al. 2003, MusHTAQ et al. 2007).
When compared to chickens, there is a scarcity of data regarding the effects
of increased dietary sodium intake in turkeys, with respect to the growth
rate of birds, mineral metabolism disorders and incidence of FPD. The above
problem is of particular importance in young turkeys fed soybean-based di-
ets rich in potassium. An increased potassium content of feed components
increases DEB, also in low-sodium diets (JaNkowskl et al. 2011a,b), which
may have a negative impact on production results in growing turkeys.

The objective of this study was to determine the effect of different in-
clusion levels of sodium in potassium-rich diets with high DEB on serum
macroelement concentrations, growth performance, and incidence of foot pad
dermatitis (FPD) in turkeys raised to six weeks of age.

MATERIAL AND METHODS

The experiment was carried out at the Research Laboratory of the De-
partment of Poultry Science, University of Warmia and Mazury in Olsztyn,
on 336 female BUT-10 turkeys kept for six weeks in three-tier battery cag-
es, each with a floor area of 0.5 m2. The turkeys were randomly divided
into six groups of eight replicates, each of seven birds. The temperature
and lighting program was consistent with the recommendations of the Brit-
ish United Turkeys Ltd. The birds were fed ad libitum and they had free
access to water. The composition and nutritional value of low-sodium (with-
out sodium addition) basal diets (1-3 weeks and 4-6 weeks) are presented in
Table 1. Basal diets were mixed thoroughly with a premix prepared under
laboratory conditions (at a ratio of 99:1), which contained precisely deter-
mined amounts of NaCl, so as to increase the sodium content of diets by
0.5, 1, 1.5, 2 and 2.5 g kg1, relative to the control low-sodium diet. Sam-
ples of experimental diets were assayed for the content of sodium and po-
tassium by atomic absorption spectrometry, and chloride — by the biampero-
metric technique. The analyses were performed at the National Feed
Laboratory in Lublin (Poland), and their results were used to calculate the
dietary electrolyte balance (DEB), with the following formula: DEB = Na
mEq kg ! + K mEq kg1 — Cl mEq kg~! (MoncIN 1981).
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Table 1
Composition and calculated nutrient content of basal starter (1-3 weeks) and grower
(4-6 weeks) diets (%)
Specification 1 - 3 weeks 4-6 weeks
Composition (%):
wheat 26.22 34.47
maize 20.00 18.00
soybean 41.70 36.50
potato protein 5.00 4.45
soybean oil 2.17 2.20
limestone 1.62 1.45
monocalcium phosphate 2.27 2.02
L-Lysine 99 MonohydroCL 0.28 0.25
DL-Methionine 99 0.24 0.21
Premix! 0.50 0.45
Nutritional value (calculated):
ME (kcal kg™1) 2801 2851
crude protein (%) 27.99 25.98
lysine (%) 1.75 1.58
methionine (%) 0.66 0.60
Met + Cys (%) 1.10 1.02
threonine (%) 1.08 0.98
tryptophan (%) 0.35 0.32
Ca (%) 1.26 1.12
available P (%) 0.65 0.60
Na (%) 0.03 0.02

1Content per kg of premix: vitamin A — 2 400 000 IU, vitamin Dy —1000 000 IU, vitamin E
—20 g, vitamin K5 — 1.2 g, vitamin B; — 1 g, vitamin B, — 1.6 g, vitamin Bg — 1.2 g, vitamin
B9 — 6 mg, biotin (H) - 60 mg, Fe —2 g, Mn —24 g,Zn - 22 g, Cu—4 g, J — 600 mg, Se — 60 mg,
panthotenic acid — 5 g, nicotinic acid — 16 g, folic acid — 600 mg, choline chloride — 80 g

On day 40, excreta samples were collected underneath the cages in each
group, for three hours, to determine the moisture content of droppings. On
day 42, the incidence and severity of foot pad dermatitis (FPD) were as-
sessed based on the scoring system developed by Hocking et al. (2008).

At 42 days, all turkeys were weighed individually and seven birds repre-
senting an average body weight of each group were selected for blood sam-
pling from the jugular vein to determine the concentrations of selected ele-
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ments. The analyses were performed by the Analytical Laboratory at the
Municipal Hospital in Olsztyn (Poland), using the COBAS INTEGRA 400
PLUS system (Roche, France). The concentrations of Ca, P and Mg were
determined by the colorimetric method, and the levels of Na, K and CI — by
indirect potentiometry.

The results were processed statistically by one-way analysis of variance
(ANOVA) in an orthogonal design. The significance of differences was esti-
mated by Duncan’s test. The calculations were performed using the Statisti-
ca software package ver. 8.1.

RESULTS AND DISCUSSION

The concentrations of sodium, chloride and potassium in experimental
diets are shown in Table 2. Our analysis of the sodium content of diets
revealed that it corresponded to the assumed dietary sodium levels but dif-
fered (lower or higher) from the value of 1.7 g kg~! recommended for the
youngest turkeys (NRC 1994). The concentrations of chloride (1.7-5.9 g kg™1)
and potassium (11.0 g kg1) in the experimental diets were higher than the
respective nutrient requirements of young turkeys, determined at 1.5 g kg1
for Cl and 7 g kg1 for K (NRC 1994). DEB was high ( 235-249 mEq kg™1),
similar to the value recommended for broiler chickens (MoNGIN 1981) and
higher than the value of 211 mEq kgl recommended for turkeys (NRC
1994). High DEB in poultry diets results from a high potassium content

Table 2

Sodium supplementation, sodium, potassium, chloride content (g kg=1) and dietary
electrolyte balance (DEB, mEq kg~1) in experimental diets

Content in diet (g kg~1) Na addition (g kg™1)
0 0.5 1.0 15 2.0 2.5

1-3 weeks of feeding

Na 0.34 0.85 1.34 1.94 2.31 2.82

K 11.0

Cl 1.7 2.7 3.2 4.3 5.2 5.9

DEB (mEq kg™1) 248 242 249 245 235 246
4-6 weeks of feeding

Na 0.31 0.78 1.21 1.75 2.08 2.72

K 10.03

Cl 15 24 2.9 3.9 4.7 5.3

DEB (mEq kg™1) 233 228 234 229 222 238
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of cereals and soybean meal, the major feed components (JANKOWSKI et al.
2011a). The potassium content of diets may be reduced by partial replace-
ment of soybean meal with feed components of animal origin, including fish
meals (MurakaMmI et al. 2000).

The serum concentrations of macroelements are presented in Table 3.
Turkeys fed the low-sodium diet were characterized by lower sodium con-
centrations, significantly lower concentrations of chloride (p=0.002) and phos-
phorus (p<0.001), and significantly higher magnesium levels (p<0.001), com-
pared with the other groups. The only statistically significant difference
observed among groups of turkeys fed diets supplemented with NaCl was
lower serum phosphorus concentration in birds receiving 1.0 and 2.5 g kg1

Table 3
Concentrations of selected minerals in blood serum
Mineral element Na addition (g kg™) SEM p
0 0.5 1.0 15 2.0 2.5
Na (mmol 1-1) 1414 149.6 148.3 149.7 145.7 147.6 111 0.256
C1 (mmol I-1) 104.7% | 110.3¢ | 110.1¢ | 109.3¢ | 109.7a | 109.7a | 0.483 0.002
K (mmol 1-1) 3.56 3.85 3.55 3.28 2.71 3.27 0.112 | 0.069
Ca (mg dI}) 13.732 | 13.27¢0 | 12.77% | 13.3190 | 13.2990 | 12.94% | 0.100 | 0.090
P (mg dI'1) 6.3¢ 9.21¢ 7630 | 856 | 8.899 7.77 0.202 | <0.001
Mg (mg dI'1) 2.83¢ | 2340 | 2370 2.37 241 2.46 0.035 | <0.001

a,b, ¢ — values with different superscript letters within a column are different at P<0.01

additional sodium per kg feed. The results of studies investigating the ef-
fects of dietary sodium intake on blood electrolyte levels in chickens are
inconclusive: an increased sodium content of diets had no influence on the
serum concentrations of sodium and potassium (MusHTAQ et al. 2005), it had
no effect on blood calcium and chloride levels (OLANREWAJU et al. 2007), and
it decreased the blood concentrations of sodium and potassium (MUsHTAQ et
al. 2007). In an experiment similar to ours (TykarowskI et al. 2011), a low-
sodium diet decreased serum sodium and chloride levels, and increased cal-
cium, magnesium and phosphorus concentrations, compared with chickens
fed a sodium-supplemented diet. In the present study, the low-sodium diet
surprisingly did not affect the serum Na concentration but decreased the Cl
level in the serum.

The lowest dietary inclusion of sodium (0.5 g kg1) contributed to
a significant increase in the body weights of turkeys at three and six weeks
of age (p<0.001), in comparison with the low-sodium diet (Table 4). As
a result, feed intake per kg body weight gain during 1-3 and 4-6 weeks was
significantly (P<0.001) lower in the group fed a diet with the lowest sodium
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Table 4
Body weight and feed efficiency ratio in turkeys fed diets with different
inclusion levels of sodium
Specification Na addition (¢ ke™) SEM p
o | o5 | 10 | 15 | 20 | 25
Body weight (g)

3 weeks 323% | 415° | 4160 | 4130 | 427 | 424° 64 <0.001
6 weeks 1055¢ | 1474 | 1463° | 14780 | 14970 | 1443 | 259 | <0.001
FCR (kg kg1
1-3 weeks 2.09¢ | 1.75° | 1760 | 1.81° | 1.80b | 1.74° | 0.027 | <0.001
4-6 weeks 2.45¢ | 2020 | 2020 | 1.99° | 2030 | 2.15° | 0.081 | <0.001
1-6 weeks 2.35¢ | 1950 | 1.97° | 194 | 197 | 204> | 0.027 | <0.001

a,b, ¢ — values with different superscript letters within a column are different at P<0.01

addition, as compared to the group whose diet was not supplemented with
NaCl. No significant differences in body weight and feed conversion ratio
were found between groups of turkeys fed diets with different NaCl addi-
tion. In many experiments, the growth performance of birds and feed con-
version efficiency were improved when the sodium content of feed was in-
creased from 0.0 to 3.0 g kg1 (Oviepo-RoNDON et al. 2001, VIEIRA et al. 2003,
BorcEs et al. 2003, JANKOWSKI et al. 2011a, b). Such a trend was not observed
in our study, in which an increase in the body weights of young turkeys in
response to sodium supplementation at 0.5 g kg~! was similar to that noted
when sodium addition was two- to five-fold higher.

There were no significant differences in excreta moisture content be-
tween turkeys fed diets with different sodium levels (Table 5). Different re-
sults were reported for broiler chickens at the final stage of rearing (Mu-
RARAMI et al. 2001, BorGes et al. 2003, MusHTAQ et al. 2007). It seems that
relatively low feed consumption, as compared with the body weights of young
turkeys, does not produce the undesirable effect observed in broilers.

Table 5

Dry matter content of excreta (%) and foot pad dermatitis (FPD) scores in turkeys fed diets
with different inclusion levels of sodium

Na addition (g kg™1)
Specification SEM p
0 0.5 1.0 1.5 2.0 2.5
DM content 18.6 184 18.5 18.4 19.0 17.4 0.243 | 0.365
FPD 3.0c 3.2be 3.4b 3.5b 3.8ab 4.0a 0.050 | <0.001

a,b, ¢ — values with different superscript letters within a column are different at P<0.01
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The incidence of FPD was the lowest in turkeys fed a NaCl-unsupple-
mented diet, significantly higher in the groups receiving diets supplemented
with sodium at 1.0, 1.5 and 2.0 g kg1, and the highest in turkeys fed a diet
with 2.5 g additional sodium per kg feed (in the latter case, insignificant
only in comparison to the dietary level 2.0). This may suggest that a consid-
erable increase in dietary sodium supply rather excess litter wetness raises
the incidence of FPD in growing turkeys. The symptoms of FPD may inten-
sify due to metabolic disorders caused by some diet ingredients, e.g. biogen-
ic amines, and the specific composition of fat (MayNE 2005).

CONCLUSIONS

Components of diets fed to young growing turkeys are sodium-deficient,
while their potassium content and DEB values exceed the recommended
levels. Such diets significantly decrease the concentrations of chloride and
phosphorus and increase magnesium levels in the blood serum of turkeys.
Moderate sodium supplementation (0.5 g kg™1) of a low-sodium diet seems
to be enough to increase the body weights of young turkeys, without raising
the incidence of FPD. A further increase in the sodium content of the ex-
perimental diets did not increase the body weights of birds, but exacerbated
the severity of FPD.
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Abstract

A new phytoplankton-based method (the Phytoplankton Metric for Polish Lakes —
PMPL) for the ecological status assessment of lakes has been developed in Poland. This
method has not been validated and tested on independent data, hence the aim of the stu-
dy was to check the applicability of this method and the sensitivity of different phytoplank-
ton metrics along pressure gradient. Phytoplankton data were collected from 33 Polish low-
land lakes (20 stratified, 13 non-stratified), during the growth season in the period from
2005 to 2009. The biomass of phytoplankton was calculated from cell volume measure-
ments and chlorophyll a concentration was determined spectrophotometrically by the alco-
hol method. Total nitrogen and total phosphorus concentrations were determined by stan-
dard methods (PN-EN ISO 6878:2006p.7 and PN-EN 25663:2001, respectively) and water
transparency was measured using a Secchi disk.

For comparability, an ecological status was determined according to three phytoplank-
ton-based methods: Polish, German and Hungarian. Polish metrics showed a strong corre-
lation with the other metrics (German, Hungarian), which are broadly and successfully
used for assessment in Europe. However, a statistically significant correlation was found
between all the metric values and the main parameters: total phosphorus, total nitrogen
and Secchi disk visibility. The metrics based on quantitative phytoplankton features were
more sensitive to the growth of eutrophication than others, based on indicator taxa. Total
phosphorus demonstrated a stronger relationship with the tested metrics than total nitro-
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gen. Phytoplankton metrics reacted quite well to pressure gradients because of the decre-
asing tendency of metric values along the TP and TN gradient and an increasing tendency
along the Secchi disk visibility gradient. The multimetric PMPL may be recommended as
useful for the assessment of the ecological status of Polish lakes.

Key words: WFD, ecological status assessment, phytoplankton-based method, PMPL, PSI,
Q Index.

ODPOWIEDZ METRIKSOW FITOPLANKTONOWYCH NA WZROST GRADIENTU
FOSFORU I AZOTU W JEZIORACH PLYTKICH

Abstrakt

W Polsce opracowano nowa metode do oceny stanu ekologicznego jezior na podstawie
fitoplanktonu (polski multimetriks fitoplanktonowy — PMPL). Metoda ta nie zostala zwali-
dowana i przetestowana na niezaleznych danych. Celem badan byto sprawdzenie mozliwo-
Sci zastosowania tej metody oraz wrazliwosci réznych metrikséw fitoplanktonowych na gra-
dient presji. Dane fitoplanktonowe zebrano z 33 polskich jezior nizinnych (w tym 20
stratyfikowanych i 13 niestratyfikowanych), w sezonie wegetacyjnym w latach 2005-2009.
Biomase fitoplanktonu oszacowano metoda pomiaru objetoSci komorek, stezenie chlorofilu
a w wodzie okreslono spektrofotometryczng metoda alkoholowa. Zawartosé fosforu i azotu
ogoélnego oznaczono standardowymi metodami (odpowiednio PN-EN ISO 6878:2006p.7 i PN-
-EN 25663:2001), natomiast widzialno§¢ wyznaczono z uzyciem krazka Secchi’ego. Ocene
stanu ekologicznego okreslono wedlug trzech metod fitoplanktonowych: polskiej, niemiec-
kiej i wegierskiej.

Polskie metriksy wykazywaly silng korelacje z innymi metriksami (niemieckimi i we-
gierskim), ktore sg szeroko stosowane do oceny stanu ekologicznego w Europie. Staty-
stycznie istotne korelacje wykazano rowniez miedzy wartoSciami metriksow a glownymi
parametrami presji, fosforem i azotem ogélnym oraz widzialno$cig krazka Secchi’ego. Me-
triksy oparte na cechach iloSciowych fitoplanktonu byly bardziej wrazliwe na wzrost stop-
nia eutrofizacji niz inne, oparte na taksonach wskaznikowych. Fosfor ogolny wykazywat
silniejszy zwiazek z testowanymi metriksami niz azot ogélny. Zaobserwowano tendencje do
zmniejszania sie warto$ci metrikséw wzdtuz gradientu fosforu i azotu ogélnego oraz ten-
dencje do wzrostu wzdluz gradientu widzialnosci. Swiadcza one o tym, ze metriksy fito-
planktonowe dobrze reagujg na presje, a multimetriks PMPL moze byé¢ rekomendowany
jako przydatny do oceny stanu ekologicznego polskich jezior.

Stowa kluczowe: RDW, ocena stanu ekologicznego, metoda fitoplanktonowa, PMPL, PSI,
Q indeks.

INTRODUCTION

Phytoplankton, like other biological quality elements, responds to multi-
ple environmental factors and, being a good indicator of water quality with
respect to eutrophication, is required for the implementation of the Water
Framework Directive (WFD) — EC2000/60/WE. Several methods based on
phytoplankton parameters (chlorophyll a, biomass, indicator taxa, phytoplank-
ton assemblage structure) for the ecological status assessment of lakes are



291

still being developed or have already been applied in the EU countries (Papis-
AK et al. 2006, MiscHKE et al. 2008, PracNik et al. 2009). At present, the
assessment criteria in Poland are based only on chlorophyll a concentration
in water as a measure of phytoplankton abundance (The Regulation... 2008,
No. 162, Item 1008). In 2009, on a commission from the Chief Inspectorate
for Environmental Protection, a phytoplankton-based method for the assess-
ment of the ecological status of lakes was developed (the Phytoplankton
Metric for Polish Lakes — PMPL; Hutorowicz et al. 2011), which, apart from
chlorophyll a, also accounts for the total phytoplankton biomass and the
biomass of Cyanoprokaryota. The latter index covers the biomass of blue-
green algae and their share in the total phytoplankton biomass. Therefore,
it may be treated as an element in the assessment based on the taxonomic
composition of phytoplankton assemblage. Each newly developed method for
assessment ought to be a suitable tool to measure the composed anthropo-
genic damage and should be checked before being included in monitoring
programs (NOGEs et al. 2009). The Polish method has not yet been validated
and tested on independent data. Hence, the aim of this study was to check
the usefulness of the Polish method for the ecological status assessment
and compare the sensitivity of different phytoplankton metrics to the in-
crease of phosphorus and nitrogen gradient in Polish shallow lakes. Addi-
tionally, Secchi disk visibility was taken into account as an important factor
of light conditions in water.

MATERIALS AND METHODS

Phytoplankton and chlorophyll a data were collected from 33 different
lowland lakes (20 stratified, 13 non-stratified) during the growth season in
the period from 2005 to 2009 (totally 39 — ‘lake years’). The lakes were
situated in north-eastern Poland, on postglacial deposits, belonging to the
Western Europe Unit and Eastern Europe Unit. These data were obtained
within the framework of the National Environmental Monitoring and within
the framework of the Polish-Norwegian project tilted ‘deWELopment’ — ‘De-
velopment and validation of methods for integrated assessment of ecological
status of rivers and lakes to support river basin management plans’.

According to the Water Framework Directive 2000/60/WE requirement,
lakes are classified as:

— lowland lakes;

— small- (50-100 ha) and medium-sized (100-1000 ha) natural reservoirs;

— very shallow (mean depth <3 m) and shallow (mean depth 3-15 m) lakes;

— calcareous lakes;

— lakes with Schindler’s ratio (the ratio of total catchment’s area to lake
volume) below 2 and above 2;
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— lakes with different mixing types: stratified and non-stratified, according to
Polish abiotic typology (KoLapa et al. 2005) belong to 2a, 3a, 5a, 6a and 2b, 3b,
6b, respectively.

In stratified lakes, samples were collected from the euphotic zone — in
spring and autumn and from the epilimnion in summer; in non-stratified
lakes they were taken from the whole depth. Samples were taken at one-
meter intervals and then integrated. The analyses of phytoplankton were
conducted according to UTERMOHL’S method (1958) as described in the guid-
ance standard CEN 2004. The total biomass was calculated from cell volume
measurements (PLINSKI et al. 1984). Chlorophyll a concentrations were de-
termined spectrophotometrically by the alcohol method (Nusca 1980). Addi-
tional samples were collected for chemical analysis of water, mainly total
nitrogen and total phosphorus concentrations, which were determined by
standard methods. Water transparency was measured using Secchi disks and
expressed as the Secchi disk visibility (SV).

The ecological status was determined according to three phytoplankton-
based methods: Polish, German and Hungarian. The new Polish method,
called the PMPL, comprises a multimetric based primarily on the quantita-
tive and qualitative parameters which characterise phytoplankton (Hutorowicz
et al. 2011). The PMPL includes three constituent metrics: ‘Metric Chloro-
phyll @’ (MC), ‘Metric Total Biomass’ (MTB) and ‘Metric Biomass of Cyano-
prokaryota’ (MBC), and its final value is an averaged value of these three
components.

The German multimetric Phytoplankton Seen Index (PSI) is based on
three metrics: ‘Metric Biomass’ (MB), ‘Metric Algal Classes’ (MAC) and ‘Met-
ric Phytoplankton Taxa Seen Index’ — PTSI (MiscHKE et al. 2008). The ‘Met-
ric Biomass’ takes into account the total biomass, the mean concentration
of chlorophyll ¢ and the maximum concentration of chlorophyll a. The ‘Met-
ric Algal Classes’ is based on the percentage shares in the total biomass of
the taxonomic groups typical of the particular water quality classes. The
PTSI (Phytoplankton-Taxa-Seen-Index) includes the trophic value of indica-
tor taxa, taking into account their differentiation in the particular abiotic
types of lakes.

In the Hungarian method, the Q Index (the phytoplankton assemblage
index) was calculated on the basis of Colin Reynolds’ concept of functional
groups (REYNOLDsS et al. 2002, PapisAk et al. 2006). The Q Index is based on
the ascription of the factor F to each of the 33 functional groups, depending
on the reservoir type and experts’ knowledge. It takes into account the
relative share of the functional group biomass in the total biomass.

For comparability and further analyses, the values of all metrics were
transferred to standardised Ecological Quality Ratio (EQR), which takes into
account the measured value and reference value. EQR is set into the range
from O (the worst) to 1 (the best quality) and class boundaries given in
Table 1.
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Table 1

Class boundaries of the ecological status of lakes according
to metrics values transferred to standardised
Ecological Quality Ratios

EQR normalized Ecological status
0.8-1.0 high
0.6-0.8 good
0.4-0.6 moderate
0.2-0.4 poor
0-0.2 bad

The concentrations of total phosphorus and total nitrogen and water
transparency (Secchi disk visibility) were chosen as proxies to express the
degree of eutrophication. They were used as stressor parameters for phyto-
plankton development. The analysis of the relationship among the calculat-
ed metrics and between them and the environmental parameters was based
on the Spearman rank correlation, at the significance level of p<0.05. The
variability of phytoplankton metric values was analysed with reference to
the average seasonal concentrations of nutrients and water transparency.
The content of TP ranged from 0.023 to 0.125 mg dm=3 and TN from 0.742
to 3.258 mg dm=3 and SV varied from 0.65 to 4.88 m.

RESULTS

The tested phytoplankton-based methods classified the surveyed lakes
from a high to bad ecological status (Figure 1). The diversified assessments
of the status were obtained using different methods because they character-
ise the assemblage of planctic algae in different ways (in the case of reser-
voirs with an extremely different quantitative and qualitative phytoplankton
structure). Nevertheless, about 40% of lakes were assessed as being at least
in good status (high plus good status) according to both Polish and German
methods, whereas only about 25% were assessed as such by the Q Index.
The ecological status of the other natural reservoirs was assessed, depend-
ing on the used method, mainly as moderate or poor. The most divergent
assessments were obtained with respect to the bad ecological status. The
PMPL, PSI and Q Index classified about 6%, 0% and 29% of lakes as being
in this state, respectively.

The Polish phytoplankton-based method was closely connected with the
German and Hungarian methods. There was a statistically significant corre-
lation observed between the analysed metric values (Table 2). The strongest
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Fig. 1. The ecological status assessment of lakes (n=39) based on three phytoplankton
methods: Polish (PMPL), German (PSI) and Hungarian (Q Index)

Explanation: PMPL — Phytoplankton Metric for Polish Lakes, MC — Metric Chlorophyll a,
MTB - Metric Total Biomass, MBC — Metric Biomass of Cyanoprokaryota, PSI — Phytoplank-
ton Seen Index, MB — Metric Biomass, MAC — Metric Algal Classes, PTSI — Phytoplankton
Taxa Seen Index

Table 2

The Spearman rank correlation between the metrics of the Polish method and metrics
of the other methods, n = 39, p<0.05*

Polish method
Tested metrics
PMPL MC MTB MBC
PSI 0.822 0.732 0.756 0.731
German MB 0.834 0.830 0.786 0.633
method MAC 0.774 0.632 0.769 0.717
PTSI 0.281 0.277 0.095 0.301
Hungarian Q Index 0.650 0.432 0.567 0.698
method

*Statistically significant correlations (p<0.05) are given in italics (the key to symbols is
given in Fig. 1)

dependence was noted between the PMPL and PSI (r=0.822) and their par-
tial metrics, especially based on the chlorophyll a concentration, the total
biomass and the biomass of particular taxonomic groups. The exception was
the PTSI metric which was dependent on the occurrence of the indicator
species, and that one was not significantly correlated between the two meth-
od. A distinctly lower, but statistically significant relationship was observed be-
tween the Polish multimetric and Q Index describing taxonomic composition.
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In respect of all the tested metrics, a statistically significant correlation
was found with the main parameters expressing the eutrophication degree,
e.g. total phosphorus, total nitrogen and Secchi disk visibility (Tabble 3).
The strongest dependence occurred between the PSI and nutrient concen-
trations: PSI.TP (r=-0.793) and PSI:TN (r=-0.653). A slightly weaker rela-
tionship was observed with partial metrics. The lowest statistically signifi-
cant correlation was noted between the PTSI and all relevant parameters.
The Polish multimetric correlated significantly with the total phosphorus
and total nitrogen, but the weakest dependence was observed with the MBC
metric. The Q Index also showed quite a good relationship with environ-
mental stressors. In nearly all the cases, total phosphorus was found to be
more strongly correlated with phytoplankton metrics than total nitrogen.
Regarding the light conditions in water, a significant relationship was found
with Secchi disk visibility. The highest correlation coefficient was identified
for the Q Index (r=0.812).

Table 3

The Spearman rank correlation between the main physicochemical parameters and the
metrics values, expressed as EQR normalized for all studied lakes, n = 39, p<0.05*

Physicochemical parameters

Tested metrics Secchi disk )
visibility total phosphorus | total nitrogen
PMPL 0.695 -0.629 -0.435
MC 0.527 -0.633 -0.407
Polish method
MTB 0.599 -0.544 -0.445
MBC 0.682 -0.481 -0.391
PSI 0.799 -0.793 -0.653
MB 0.720 -0.725 -0.521
German method
MAC 0.744 -0.700 -0.522
PTSI 0.355 -0.375 -0.386
Hungarian
method Q Index 0.812 -0.502 -0.533

*Statistically significant correlations (p<0.05) are given in italics (the key to symbols is given
in Fig. 1)

Considering the lakes of different water mixing types, the most com-
mon statistically significant correlation was found between phytoplankton
data and environmental parameters in stratified lakes (Table 4). However,
the total phosphorus concentration was slightly more strongly correlated
with the Polish and German metrics in non-stratified lakes. The Hungarian
index responded reversely. The total nitrogen concentration was significant-
ly related to the PSI in stratified lakes and to the Q Index in non-stratified
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Table 4

The Spearman rank correlation between the main physicochemical parameters
and the metrics values, expressed as EQR normalized for stratified lakes,
n=23 and non-stratified, n=16, p<0.05*

Physicochemical parameters

Tested metrics Secchi disk visibility total phosphorus total nitrogen

S NS S NS S NS
PMPL | 0677 0.597 -0.462 -0.679 -0.316 -0.311
Polish MC 0.626 0.565 -0.509 -0.776 -0.378 -0.389
method MTB 0.686 0.509 -0.462 -0.568 -0.457 -0.261
MBC 0.548 0.671 -0.352 -0.421 -0.161 -0.432
PSI 0.663 0.464 -0.666 -0.890 -0.642 -0.402
German MB 0.877 0.297 -0.660 -0.779 -0.572 -0.200
method MAC 0.557 0.179 -0.507 -0.765 -0.512 -0.094
PTSI 0.020 0.727 -0.378 -0.341 -0.060 -0.626
Ezt’;izﬁan QIndex| 0.671 0.662 -0.729 -0.024 -0.322 0.741

S — stratified lakes, NS — non-stratified lakes, *statistically significant correlations (p<0.05)
are given in italics (the key in Fig. 1)

lakes. The composition metrics in the MBC and PTSI usually demonstrated
a negligible response to nutrients regarding the two different types of lakes.
The relationship with the Secchi disk visibility was stronger in stratified
than in non-stratified lakes.

The examined lakes (very shallow and shallow) display considerable gra-
dients in terms of nutrient enrichment and water transparency. Our analy-
sis of the phytoplankton metrics towards the chosen parameters showed
significant trends along the eutrophication gradient corresponding to an ap-
propriate ecological status from high to bad, according to the direction of
trophy growth. The values of all metrics decreased with the increasing TP
and TN gradients, but increased consistently with the Secchi disk visibility
gradient (Figures 2, 3). The metrics based on quantitative phytoplankton
features (biomass and chlorophyll a concentration) of the PMPL (MC, MTB)
and PSI (MB, MAC) reacted to the growth of eutrophication degree much
stronger than others, based on composition structure (MBC, PTSI) — Fig-
ure 2.
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Fig. 2. Relationships for the Polish (PMPL, MC, MTB, MBC) and German (PSI, MB, MAC,
PTSI) phytoplankton metrics along the total phosphorus (TP), total nitrogen (TN) and
Secchi disk visibility (SV) gradients
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DISCUSSION

Phytoplankton, as the earliest component in the water food web, reacts
rapidly to nutrient enrichment. Species-specific strategic adaptations to the
different physicochemical parameters and nutrient availability allow some
estimates of population variability (DEvLIN et al. 2009). Their response to
specified environmental conditions are essential to being a very useful indi-
cator. Therefore, according to the WFD planctic algae together with bentic
flora, macroinvertebrates and fish are included as the biological quality ele-
ments (BQEs) for the ecological status assessment of lakes. Both phytoplank-
ton biomass and taxonomic composition with bloom-forming occurrence
should be applied for this purpose (WFD, Annex V). Each BQE (expressed as
proper index or metric) relates to different pressures in degree to be opera-
tional for water management. Several phytoplankton-based methods for eco-
logical status assessment of lakes, coastal and estuarine water bodies exist
in European countries (LEPISTO et al. 2006, Papisik et al. 2006, MISCHKE et
al. 2008, PracNik et al. 2009, DEvLIN et al. 2009). The newly elaborated Polish
method corresponds to the conditions and types of lowland lakes in Poland.
The applicability of this method is currently being tested using an intercali-
bration process (EC 2010) to ensure that the ‘good’ ecological status repre-
sents the same level of water quality in different areas in Europe (EC 2005).

Among all the 39 ‘lake years’ only about 40% of lakes were assessed as
having at least a ‘good’ ecological status. This status is defined as slight
changes in the composition and abundance of planktonic taxa compared to
the type-specific communities (EC2000/60/WE). The good ecological status is
determined on the basis of both biological and non-biological (physicochemi-
cal and hydromorphological) elements and is required for all natural surface
waters in European countries by 2015. Most of the surveyed lakes demon-
strated signs of higher distortion resulting from human activity and the
phytoplankton biomass was significantly more disturbed than under condi-
tions of the good status. Persistent blooms occurred in those lakes
(NAPIORKOWSKA-KRZEBIETKE et al. 2009), up to possible production of toxins
producing.

The Polish phytoplankton multimetric and its component metrics showed
a strong correlation with the other analysed metrics (German, Hungarian),
which are used broadly and successfully for assessment in Europe (CROSSETTI,
DE M. Bicubpo 2008, HasNaL, Papisik 2008, KAIBLINGER et al. 2009). The con-
sistency between the lake assessment by the German method and the Polish
classification based on chlorophyll a concentration was also found for select-
ed Polish lakes in the previous research (PaszraLENIEC, PoNiEwozIK 2010), de-
spite the fact that the German PSI index covers a much larger number of
phytoplankton parameters than the PMPL and primarily takes into account
a much greater degree the species structure of the algal assemblage.
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The impact of the metric ‘Biomass of Cyanoprokaryota’ in the final as-
sessment is very significant, as it brings to the assessment elementary in-
formation on the structure of the phytoplankton biomass (the share of blue-
green algae in the total biomass). This group of phytoplankton is very
important and is commonly used as a partial metric for assessment in Po-
land as well as in other countries, mainly Belgium, Lithuania and the Unit-
ed Kingdom (EC 2010). The importance of blue-green algae is recognized
as a good indicator for phytoplankton response to eutrophication (LycHE SoL-
HEIM et al. 2008).

The surveyed lakes are under various anthropogenic pressures, e.g. the
predominance of arable land in most of the lakes’ catchment areas, existing
village buildings, tourist facilities, various forms of tourism and point-sourc-
es of pollution entering directly the lakes or the Wel River. Additionally,
hydromorphologic differences were also observed between the lakes. A whole
range of environmental variables affected the final ecological status assess-
ments of the lakes. This corresponded quite well with the eutrophication
degree; as a rule of the thumb, a worse ecological status (worse water qual-
ity) equals a higher trophy status. Phosphorus and nitrogen are widely rec-
ognized as key nutrients and — for pressure determination — total rather
than available forms are used (mostly soluble reactive phosphorus, nitrate
and ammonium), which are characterized by much higher lability (Moss et
al. 2003). The total phosphorus demonstrated a stronger relationship with
the used and tested metrics than total nitrogen, confirming that phosphorus
is usually the limiting nutrient for the growth of phytoplankton in lakes
(ScuIiNDLER 1977, GuiLpForD, HEcky 2000). In most cases, phytoplankton is
controlled by P concentrations (e.g. DokuLiL, TEUBNER 2005) and TP can be
a very good predictor of its development (LycHE SoLHEIM et al. 2008, NOGES et
al. 2009). Despite this fact, total nitrogen can correlate very strongly with
phytoplankton biomass and chlorophyll a concentration (CARSTENSEN, HENRIK-
SEN 2009). The N:P ratio in water columns of the surveyed lakes usually
reached values above the critical value of about 17 (Zpanowski 1982). Only
in a few cases lower ratios of N:P were recorded which, indeed, correspond-
ed quite well with Cyanoprokaryota dominance in the summer phytoplank-
ton of the examined lakes (NAPIORKOWSKA-KRZEBIETKE et al. 2009). Despite the
facts that the Secchi disk visibility reflects effects of both phytoplankton and
inorganic and detrital turbidity, as well as dissolved colour substances in the
water (Moss et al. 2003) and that phytoplankton is adaptable to low light
availability by producing more chlorophyll per unit biomass (GREISBERGER,
TEUBNER 2007), the water transparency was also taken into account as a proxy
for eutrophication. The visibility of Secchi disk is usually treated as a very
convenient summary of many features in lakes.

The current results show a quantitative and qualitative impact-response
change across a stressor gradient. In view of the strong correlation between
the values of the Polish phytoplankton metrics and the pressure factors, as
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well as the strong correlation between the values of the PMPL and PSI
metrics, the PMPL may be recommended as useful for the assessment of the
ecological status of lakes.

CONCLUSIONS

The newly developed Phytoplankton Metric for Polish Lakes (PMPL) is
significantly correlated with other widespread metrics (German and Hungar-
ian). The strongest correlation was observed with the Phytoplankton Seen
Index (PSI). All phytoplankton metrics were related to stress gradients and
a statistically significant correlation was found with the selected physico-
chemical parameters expressing the degree of eutrophication (total phospho-
rus, total nitrogen and Secchi disk visibility). The strongest dependence oc-
curred in the case of the PSI multimetric and its components. The
decreasing tendency of metrics values along the TP and TN gradient and
the increasing tendency along the Secchi disk visibility gradient confirmed
the ecologically important relationship to environmental stressors. The par-
tial metrics of the PMPL (MC, MTB) and PSI (MB, MAC) based on quantita-
tive phytoplankton features (chlorophyll a and biomass) were more sensitive
to the growth of eutrophication degree than other metrics based on indica-
tor taxa (MBC, PTSI). The Q Index classified the studied lakes more rigor-
ously than the PMPL and PSI, but responded very similarly to a trophy
increase.

These conclusions, in turn, enable us to recommend the Phytoplankton
Metric for Polish Lakes as a useful method for the assessment of the eco-
logical status of lakes. The intercalibration process of this method will con-
firm its applicability to assessment of lakes comparable to water quality
assessments in different areas of Europe.
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Abstract

The dynamics of potassium (K) in soil was investigated in long-term small-plot field
trials at seven stations, where five combinations of fertilization were tested. The objective
of the experiment was to estimate the effect of the weather conditions, type of growing
region and increasing doses of fertilizers on the content of water soluble K (Sol-K), exchan-
geable K (Ex-K) and acid soluble K (Ac-K) in soils. The weather conditions had the stron-
gest effect on the total variability of the Sol-K (34.9%), to a lesser extent on the variability
of Ex-K (14.1%) and only negligibly on the Ac-K (0.3%). In the individual years of the
experimental period, the content of water soluble and Ex-K was particularly affected, chie-
fly by the weather and due to different demands of crops for this nutrient (leguminous
plants consume high amounts and cereals relatively low amounts of K). In fairly dry years
(e.g. 1982), the level of potassium (Sol-K and Ex-K) in soil was higher than in years with
precipitation above the average. The content of soluble and exchangeable K was positively
influenced by the application of potassium fertilization (0.989, 0.994, respectively). Compa-
red to the control, the content of Sol-K and Ex-K in the variant where the fertilizer dose
was the highest increased by 69.3 and 55.3%, respectively. Potassium fertilization (compa-
red to the control) raised the level of the Ac-K, but not significantly, also implying that the
effect of fertilization on the total variability of the Ac-K (0.6%) was virtually none. The
effect of the growing region on the total variability of the potassium content was higher
wherever the potassium bonding to the the sorption soil complex was stronger. The diffe-
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rences between the average levels of Sol-K characterizing the growing regions were not
statistically significant. The levels of Ex-K and Ac-K differed significantly in the sugar-beet
growing region, where the reserve was more than 40% higher than in the potato growing
region.

Key words: long-term field trials; water soluble K; exchangeable K; acid soluble K.

WPLYW LAT, NAZWOZENIA I REGIONU UPRAWY NA ZAWARTOSC
I FORMY POTASU W GLEBIE

Abstrakt

Dynamike zmian zawartosci potasu (K) w glebie badano w trakcie wieloletnich do-
Swiadczen polowych malopoletkowych prowadzonych w siedmiu stacjach do$wiadczalnych,
z zastosowaniem pigciu kombinacji nawozenia. Celem dos§wiadczenia bylo ocenienie wpty-
wu warunkoéw pogodowych, rodzaju regionu, gdzie prowadzono uprawe, oraz wzrastaja-
cych dawek nawozenia na zawarto§¢ w glebie K rozpuszczalnego w wodzie (Sol-K), K wy-
miennego (Ex-K) oraz K rozpuszczalnego w kwasach (Ac-K). Warunki pogodowe wywarty
najsilniejszy wplyw na catkowita zmiennos¢ Sol-K (34,9%), w mniejszym stopniu — na
zmienno$¢ Ex-K (14,1%), a ich wplyw na zmienno§é Ac-K byt niemal niezauwazalny (0,3%).
W poszczegdlnych latach do$wiadczenia zawarto$¢ K rozpuszczalnego w wodzie i wymien-
nego podlegata szczegélnym wplywom badanych czynnikéw, zwlaszcza warunkom pogodo-
wym i zréznicowanemu zapotrzebowaniu roslin uprawnych na ten sktadnik odzywczy (ro-
Sliny straczkowe zuzywaja duze iloSci potasu, rosliny zbozowe za$ potrzebuja niewielkich
ilosci tego pierwiastka). W stosunkowo suchych latach (np. 1982) zawarto$¢ potasu (Sol-K
i Ex-K) w glebie byta wyzsza niz w latach z opadami powyzej Sredniej. Na zawartos¢ K
rozpuszczanego i wymiennego dodatnio wplywalo zastosowanie nawozenia potasowego (od-
powiednio 0,989 i 0,994). W poréwnaniu z kontrolg, zawarto$¢ Sol-K i Ex-K w wariancie
z najwyzsza dawka nawozu wzrosta odpowiednio o 69,3 i 55,3%. Nawozenie potasem (w
poréwnaniu z kontrolg) wptyneto na zwiekszenie zawartosci Ac-K, aczkolwiek nie byt to
wzrost statystycznie znaczacy, co wskazuje tym samym, ze wplyw nawozenia na catkowitg
zmienno$¢ Ac-K (0,6%) byl niemal zerowy. Wplyw regionu uprawy na catkowita zmiennosé
zawartoSci potasu byl silniejszy w przypadku silniejszego wigzania potasu z kompleksem
sorpcyjnym gleby. Roznice miedzy Srednimi zawartoSciami Sol-K w obu regionach nie byly
istotne statystycznie. Zawartosci Ex-K i Ac-K roznily sie statystycznie w regionie uprawy
buraka cukrowego, gdzie ich rezerwa byla o 40% wyzsza niz w regionie uprawy ziemniaka.

Stowa kluczowe: wieloletnie doSwiadczenie polowe, K rozpuszczalny w wodzie,
K wymienny, K rozpuszczalny w kwasie.

INTRODUCTION

Potassium is an essential element for plants and animals, and is consid-
ered a major nutrient element together with nitrogen and phosphorus
(OBoRN et al. 2005). Generally, it is not a limiting element in agricultural
systems, but it is a major nutrient for crop quality and yield in intensive
grass or lucerne dominated systems and rotations dominated by potatoes
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and green vegetables (WHITEHEAD 2000). In agricultural production, including
many organic farming systems, K has become a limiting element, especially
in areas dominated by coarse-textured or organic soils (GOULDING, LOVELAND
1986). Its deficiency may reduce plant production quantitatively as well as
qualitatively and typical visible deficiency symptoms are chlorosis and necro-
sis on the tips and margins of mature leaves.

The total content of K depends on the parent material, soil type and
mineralogy. Traditionally, four forms of soil K are recognized: structural or
mineral K, non-exchangeable K, also referred to as fixed K, exchangeable K
and K in water solution (Sparks 1987). Exchangeable and water solution K
are often considered readily available to plants (Sparks 1987), while interlay-
er and fixed K is frequently described as slowly or potentially available and
structural K as almost unavailable (PAL et al. 1999, fcaarD et al. 2001). The
acid soluble K stands for that part of soil K which forms a transitional form
between the exchangeable and non- exchangeable forms, which only mini-
mally contribute to plant nutrition. It is the soil K which is released from
inter-lamellar spaces of some potassium alumo-silicates after the disintegra-
tion of their crystal lattice. According to Hupcova and VopLAKAL (1981), this
fraction more adequately characterizes the natural reserve of potassium in
the soil than exchangeable potassium.

There is a dynamic equilibrium between the phases of soil K (SparRks
1987), hence all factors that affect this equilibrium reactions will indirectly
affect the volume of different K forms.

The objective of this study was to determine the effect of year, mineral
fertilizers, organic manure and types of growing regions on the content
of potassium forms in the soil.

MATERIAL AND METHODS

Experimental design

The experiment was established at 7 sites in potato (altitude 400-650 m
a.s.l., annual average temperature 5-8°C, annual average precipitation 550-
-900 mm, predominant cambisols) and sugar-beet growing regions (altitude
250-350 m a.s.l., annual average temperature 8-9°C, annual average precipi-
tation 500-650 mm, predominant chernozems and haplic luvisols) as a long-
term, small-plot stationary trial. It was conducted by the Central Institute
for Supervising and Testing in Agriculture between 1982 and 1998. Table 1
gives the characteristics of the sites.

The experiment comprised 5 combinations of fertilization, in 3 replica-
tions. Table 2 shows the average content of N, P and K, which were applied
in organic fertilizers (farm manure) and mineral fertilizers at three levels
(low — N,P;K;, medium — N,PyK,, high — N3P;K,). In both production re-
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Table 1
Characteristics of the sites
Annual average Soil
. Growing | Altitude . ol
Site regions (m a.sl) temperature | precipitation Soil type textural
) (mm) class
Horazd ovice potato 470 74 573 Cambisols sandy s.
Svitavy potato 460 6.5 624 Cambisols sandy s.
Chrastava potato 345 7.1 798 ha Luvisols loamy s.
Stankov potato 370 8.3 443 ha Luvisols clay s.
Pusté . loamy s.
Jakartice sugar.-beet 295 8.0 640 ha Luvisols
. 1 .
Uhersky sugar.-beet 196 9.2 551 ha Luvisols | oY %
Ostroh
lay s.
Zatec sugar.-beet 247 8.3 451 Chernozems | ©% %
soil type (FAO soil taxonomy), soil textural class SHEPARD 1954)
Table 2
Treatments of the experiment
Treatments Doses of nutrients in applied fertilizers (kg ha=! year™1)
Var. . .
No of nitrogen phosphorus potassium
fertilization | pgp SGR PGR SGR PGR SGR
no
1 fertilization 0 0 0 0 0 0
2 manure 25% 25% 8* 8% 35% 35%
3 | TMANUCT | opeinges | oprahgr | 86423 | 8Ra21e | 85%5TE | 35451
N1P1K1
4 | TANMTET | gpuigges | 95he8TRE | 8R435%E | 85133%F | 35%490%* | 35%481%
N2P2K2
5| TAUMICE oy 117 | 25%4115% | 8R451%F | 8%449%% | 35%4131% | 35%4119%
N3P3K3

PGR — potato growing regions, SGR — sugar-beet growing regions;
* — doses of nutrients applied in organic fertilizers;
*#* — doses of nutrients applied in mineral fertilizers
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gions, mineral fertilizers containing phosphorus and potassium were sup-
plied as a reserve in autumn of the preceding year. The source of phospho-
rus was granulated super-phosphate; potassium was applied as potassium
chloride. Nitrogen was applied in ammonium sulphate during pre-sowing
soil preparation and ammonium nitrate with lime was applied as additional
foliar nutrition. Organic fertilizers were applied twice in the crop rotation;
40 t ha™! of good-quality farm manure was incorporated in the sugar-beet
growing region under maize for silage and under sugar-beet, and in the
potato growing region — under potatoes (the average doses of nutrients ap-
plied in manure are shown in the Table 2).

The crops in the experiment were grown in regular crop rotations. Be-
fore 1989 (1981-1989) nine plots were used for crop rotations in both grow-
ing regions; from 1990 (1990-1997 and 1998-2005) the crop rotations were
arranged in eight plots; 50% of the crops were cereals. The crops grown in
the experimental years are mentioned in the Table 3. Table 4 shows the
weather conditions during the experiment.

Table 3
The crops grown in the sampling years
Year Potato growing regions Sugar-beet growing regions
1982 potatoes sugar beet
1987 spring barley spring barley
1991 clover alfalfa
1995 spring barley spring barley
1998 oat with underseeding clover | oat with underseeding alfalfa
Table 4

Weather conditions in potato and sugar-beet growing regions during the experiment

Growing Years
. Average
regions 1982 1987 1991 1995 1998
temperature
f(’OC) 7.8 6.6 7.2 7.9 8.2
Potato sum
of precipitation 533 735 540 738 645
(mm)
temperature
f(’OC) 8.8 7.6 8.2 9.0 9.1
Sugar-beet sum
of precipitation 456 645 497 629 601
(mm)

long term average sum of precipitation and temperature in potato growing regions (664 mm
and 7.6°C) and in sugar-beet growing regions (544 mm and 8.6°C)
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Soil sampling and analysis

Soil was sampled at all the sites in autumn 1982, 1987, 1991, 1995 and
1998. Soil samples were taken from the 0-30 em depth. Samples were dried
naturally and passed through a 2-mm sieve. The solution potassium of the
soil in its dry state (in the text abbreviated as Sol-K) was determined using
distilled water solution [ratio of soil to solution of 1:5 (w/v)] (JAVORSKY et al.
1987) and measured by atomic absorption spectrometry (AAS) on a Carl Zeiss
Jena AAS-30 apparatus. Exchangeable K of the soil in its dry state (in the
text abbreviated as Ex-K) was estimated by the method of JonEs (1990), with
the soil extracted with solution Mehlich III (NH,F, NH,NO;, CH;COOH,
HNOg and EDTA) [ratio of soil to solution of 1:10 (w/v)]. The concentration
of K in the extract was measured by atomic absorption spectrometry (AAS).
K-HNO; was extracted by boiling a soil sample in its dry state in 1 M
HNOg for 10 min [ratio of soil to solution of 1:10 (w/v)] (NEUBERG 1985). After
filtration, the K concentration in the extract was measured by atomic ab-
sorption spectrometry (AAS). The exchangeable K value was subtracted from
the K-HNO; value and the difference is called acid soluble K (in the text
abbreviated as Ac-K).

Statistical evaluation

The results of chemical soil analyses were computer-processed and set
up using the Microsoft Excel editor. The Statistica 7.1 programme was used
for determination of the overall characteristics. Arithmetic means were cal-
culated when evaluating the results. In order to elaborate the significance
of differences among the arithmetic means of each characteristic, we used
one- and two-way analysis of variance, followed by testing at a 95% (p<0.05)
level of significance using Tukey’s test.

RESULTS AND DISCUSSION

The results of the long-term trial showed that the amount of potassium
representing the above forms and its spatial and temporal variability prima-
rily depended on the bonding of potassium to the sorption complex of the
soil and exchangeability of the potassium pool. This conclusion is based on a
big difference in the effects produced by individual factors (weather during
the year, fertilization and growing region) expressing the overall variability
of the respective K forms, which was particularly evident between the in-
tensively (water soluble and exchangeable potassium) and extensively (acid
soluble potassium) available potassium.
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The effect of the weather conditions of the year

The variability of amounts of water soluble and exchangeable forms
of potassium monitored in the individual experimental years (Table 5) was
mainly attributed to the changeable weather and to the different demands
of the crops for this nutrient. The conclusions of Jouany et al. (1996), BERRY
et al. (2003) and HorLmqvistT et al. (2003) confirmed that the climate in a given
year was one of the basic factors affecting the K content in soil and had the
strongest effect on the total variability of Sol-K (Table 6). The highest K
content was detected in the first experimental year and was statistically
significantly higher [F (4; 125) = 6.50, p=0.001] than in 1991 and 1995, i.e.
by 42.3 and 24.4%, respectively (Table 5). The high content of Sol-K detect-
ed in 1982 was probably due to the low sum of precipitation of the year,
which was below the long-term average. This is confirmed by Hubpcova and
Furst (1982), ZENG and BrowN (2000) and MENGEL et al. (2001), who stated
that the content of water in the soil considerably affected the amount of Sol-
K. Poss et al. (1991) further discovered that in dry years the uptake

Table 5
Average content of soil soluble K, exchangeable K and acid soluble K (mg kg~ DM soil)

Factors Soil soluble K Exchangeable K Acid soluble K
mg kg1 + SE v mg kg1 + SE 4 mg kg1 + SE v

Years
1982 2792+180 | 381 | 1740¢+104 | 353 | 579a +40.3 | 41.1
1987 21890 + 151 | 41.1 | 120490 +85 | 41.9 | 607a = 39.8 | 38.8
1991 16.1%+1.13 | 41.7 10882 +9.6 | 52.2 | 589a +40.1 | 40.2
1995 21.1%+158 | 444 | 12949 +102 | 468 | 586+ 37.7 | 38.0
1998 221 +1.89 | 50.7 | 147.0%¢+10.3 | 41.6 | 6219 +44.1 | 42.0
Fertilization
No fertilization 1662+ 121 | 43.0 10532+ 7.6 | 42.7 | 5732 +38.8 | 40.1
Manure 1789127 | 422 | 1206 +9.7 | 474 | 5809 =396 | 404
Manure + N;P;K; 226 +142 | 372 | 1422%¢ +10.0 | 41.6 | 6139 +40.6 | 39.2
Manure + N,PyK, 23.90+£178 | 44.1 | 14795 +104 | 415 | 6079 +414 | 40.3
Manure + N5PsK, 28.10+203 | 427 | 1635¢x11.8 | 42.7 | 610%+416 | 40.3
Growing regions
PGR 21.2%+0.86 | 40.7 1148a +45 | 389 | 507%+18.1 | 35.7
SGR 225%+136 | 525 | 164.1b+81 | 428 | 7150+29.0 | 35.0

SE — standard error, v — variation coefficient (%), PGR — potato growing regions;
SGR — sugar-beet growing regions; Variants with identical letters express statistically
insignificant differences (P<0.05 — statistical significance at a 95% level of significance).
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Table 6
Relative effect of factors on total variability of examined forms of K (%)
Factors Water soluble K Exchangeable K Acid soluble K
A: years 34.9 wEE 141 HEE 0.3 ns
B: fertilization 47.8 ok 12.6 wk 0.6 ns
C: growing regions 44 ns 68.9 HEE 94.7 HEE
AxB 1.2 ns 0.4 ns 0.0 ns
AxC 3.2 ns 1.0 ns 1.0 ns
BxC 1.7 ns 0.8 ns 0.2 ns
AxBxC 1.3 ns 0.2 ns 0.1 ns

*a =0.05, #a = 0.01, ¥** ¢ = 0.001, ns = not significant

of potassium from the soil and from fertilizers decreased, while the content
of K in the soil increased. Table 5 shows that also the content of Ex-K was
statistically the highest in 1982 [F150 (4; 125) = 7.15, p<0.001]. Most of this
form of K was absorbed and hence the reserve in the soil was the lowest in
1991, when red clover was incorporated in the crop rotation, confirming the
fact that of all leguminous plants absorb most of potassium (PAL et al. 1999,
Wang et al. 2000). In 1987, 1995 and 1998, the average amount of Ex-K
ranged between 120 and 147 mg kg!. The crop rotations then included
cereals, which — according to KUHLMANN and WEHRMANN (1984) and ASKEGAARD
et al. (2003) — have a relatively low demand for potassium. This develop-
ment corresponds with the conclusions of MENGEL et al. (2001), who stated
that changes in the content of Ex-K are caused by the succession of crops in
crop rotations. The trend in time-related variability of this potassium frac-
tion was closely correlated with the trend in Sol-K. The conclusions of BrRAR
et al. (1986) confirmed this fact. However, the weather conditions of the
year affected the exchangeable form of K to a lesser extent (Table 6) and
their effect on the overall variability of the Ac-K was virtually zero. This
corresponds to the statistically insignificant differences between the content
discovered in the individual years of the experiment [F (4;125) = 0.11, p=0.979]
— Table 5. The greatest difference was observed between the years 1982 and
1998; the Ac-K increased by 7.3%.

The effect of fertilization

Fertilization was the decisive factor affecting the variability of the con-
tent of the Sol-K (Table 6) [F (4;125) = 8.91, p<0.001]. The correlation coeffi-
cient r=0.989 expresses the positive effect of this factor on the water soluble
form of K and is consistent with the opinion of Hupcova and Sirovy (1981),
Hubpcova (1989), HEmING (2004) and ForTUNE et al. (2005), who discovered that
the concentration of the Sol-K is dependent primarily on potassium fertiliza-
tion. In our trial, fertilization with 160 kg K ha™! increased the content of
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this form of K by 69.7% compared to the unfertilized variant (Table 5). BansaL
et al. (2002) also confirmed the positive effect of 177 fertilization; they dis-
covered that in the course of 10 years the average content of Sol-K in un-
fertilized soil decreased from 14.5 to 11.3 mg kg~!. Analogously, the correla-
tion coefficient (0.994) of Ex-K showed its strong dependence on increasing
doses of K fertilizers. Hubncova (1985) and ASkEGAARD and ERIKSEN (2002)
reached the same conclusions; the latter found a positive correlation be-
tween Ex-K and increasing doses of fertilizers, also in combination with lim-
ing and particularly with organic fertilization. In the present experiment,
the statistically significantly lowest content of Ex-K was monitored in the
control variant (Table 5) and the highest one appeared in variant 5
[F (4;125) = 6.42, p<0.001]. HrRTANEK (1987) likewise reported an increased con-
tent of the Ex-K from 117 mg kg~! (unfertilized variant), to 174 mg kg1
(variant fertilized with 113 kg K ha1) to 244 mg kg! in the variant ferti-
lized with the highest dose (226 kg K ha™!). RicHTER et al. (2002) likewise
discovered that this form of K was much dependent on fertilization (r=0.762
— 0.964). These authors further reported that after the application of 1 kg of
K fertilizers the level of exchangeable potassium increased by 0.15-0.42 mg
kg! depending on the soil type In our experiment, the increase was very
much the same, ranging between 0.30 and 0.50 mg kg~!. The data given in
the table 5 indicate that potassium fertilization (compared to the control)
also increased the level of the Ac-K. However, among the individual vari-
ants, including the control, no significant differences were found (Table 5)
[F (4;125) = 0.19, p=0.944]. The effect of fertilization on the total variability
was negligible (Table 6). Also Hupcova and Sirovy (1981) proved that fertiliza-
tion did not considerably affect the acid soluble potassium. But other results
presented by Hupcova and VoprLAKAL (1981) indicated that intensive NPK fer-
tilization increased the content not only of Ex-K, but also of forms with
stronger potassium bonds (acid soluble K and total K). Also Takac and PEsLo-
vA (1994) proved that especially potassium supplied in fertilizers produced
this form. On the contrary, HRTANEK (1987) discovered that increasing doses
of fertilizers had no effect on the content of Ac-K.

The effect of the growing region

The results confirmed that the growing region is an important factor
affecting mainly the content of the Ac-K. Table 6 shows that the effect of the
factor on its total variability increased with the increasing intensity of the
bonding of potassium to the sorption soil complex. The differences between
the average content of Sol-K characterizing the growing regions were not
statistically significant (Table 5) [F' (1; 125) = 0.82, p=0.367]. A significant
difference was detected in the Ex-K [F (1; 125) = 34.99, p<0.001] and Ac-K [F
(1; 125) = 30.32, p<0.001]. The amounts of both of these fractions of potassi-
um were 40 % higher in the sugar beet growing region than in the potato
growing region (Table 5).
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Abstract

The measurements of atmospheric radon concentration were carried out for one year
at the turn of 2008/2009, using Kodak LR 115 passive track detectors. The average atmo-
spheric radon activity near the phosphogypsum stack was 104 Bq m=3. This is below the
level accepted for indoor air. The results indicate that there are strong positive correla-
tions between radon concentration and temperature (r=0.9) or atmospheric pressure
(r=0.9) and a negative correlation between radon concentration and humidity (r=-0.7) or
wind velocity (r=-0.7). Moreover, for all monitoring points the correlation between radon
atmospheric concentrations measured in four seasons of the year were analyzed. The cor-
relation coefficients are as follows: winter-summer 0.7, winter-autumn 0.2, winter-spring
0.2. Influence of radon exhalation from the stack was especially distinct in winter when
the background radon activity was low. Spring and autumn farmland cultivation works
increase radon exhalation from the soil, so that the contribution of radon emitted from
the stack was less obvious.
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STEZENIE RADONU W ATMOSFERZE W OKOLICY HALDY FOSOFGIPSOW
W WISLINCE (POLNOCNA POLSKA)

Abstrakt

Pomiary stezenia radonu w atmosferze przeprowadzono w ciagu jednego roku, na
przetomie lat 2008/2009, z uzyciem detektoréw Kodak LR-115. Srednie stezenie radonu
w atmosferze wynosito 104 Bq m™, co jest wartoscia ponizej dopuszczalnego stezenia tego
gazu w budynkach mieszkalnych. Wykazano silne dodatnie korelacje miedzy stezeniem ra-
donu i temperaturg (r=0.9), i ciSnieniem atmosferycznym (r=0.9) oraz ujemne korelacje
miedzy stezeniem radonu a wilgotnoscig powietrza (r=-0.7) oraz predkoscig wiatru (r=-0.7).
Ponadto obliczono korelacje miedzy stezeniami radonu zarejestrowanymi w wyznaczonych
punktach pomiarowych w poszczegolnych sezonach. Wspétczynniki korelacji w sezonach:
zima — lato, zima — jesien, zima — wiosna wynosza odpowiednio: 0,7; 0,2; 0,2. Wpltyw eksha-
lacji radonu z haldy na stezenie radonu w atmosferze jest szczegélnie widoczny w sezonie
zimowym, w ktérym poza obszarami sgsiadujacymi z halda rejestruje sie najnizsze w roku
stezenie tego gazu. Wiosng i jesienig prace rolnicze wplywaja na wzrost ekshalacji radonu
z gruntu, przez co udzial radonu, ktory wydostat sie z haldy, staje sie¢ mniej wyrazisty.

Stowa kluczowe: stezenie radonu, haldy fosfogipsowe, wspoétczynniki korelacji miedzy
stezeniem radonu a parametrami meteorlologicznymi.

INTRODUCTION

The monitoring of atmospheric radon activity around a phosphogypsum
stack located on the Baltic coast in northern Poland was carried for four
seasons from autumn 2008 to autumn 2009. Phosphogypsum, a byproduct of
phosphate processing, is a well known source of radon (Rasi, Mornamap 2006,
DuENas et al. 2007, Lysanprou et al. 2007). Phosphates, especially sedimenta-
ry ones, have a high uranium content. In deposits found in Marocco and
Florida, it reaches 1500-1700 Bq kg‘1 (SkOROVAROV et al. 1998). Concentra-
tions of the activity of natural radionuclides in phosphogypsum in different
countries are listed in Table 1 (BERETKA, MATHEW 1985, Fourari, FaLupr 1988,
KoBaL et al. 1990, LaicHg, Scort 1991, LUTHER et al. 1993, RUTHERFORD et al.
1994, BURNETT et al. 1996, HurLL, BURNETT 1996, PAPASTEFANOU et al. 2006, Bor-
REGO et al. 2007, ABRIL et al. 2009, DugNas et al. 2010). High radium and low
uranium concentrations in phospogypsum are connected with radionuclide
separation during the wet acid process. Because of the high radium content,
using phosphogypsum in civil engineering (RaBi, Sitva 2006, REIJNDERS 2007,
Tavier et al. 2009, MADUAR et al. 2011) and agriculture (PAPASTEFANOU et al.
2006, ABrILL et al. 2008, 2009) is controlled. In agriculture, the EPA radium
activity limit is set at of 370 Bq kg~! (EPA, Federal Register 1999).

The main aim of this study was to evaluate the environmental impact
of a phosphogypsum stack on radon activity concentration. Another objec-
tive was to describe the seasonal variation of this phenomenon.
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Table 1

Concentrations of natural radionuclides in phosphogypsum in different countries

Country/region %Ra 1opy By Bip 8Ra K References
USA, 907 860 132 Hull and Burnett, 1996
Central Florida | (505-1353)(578-11833) (45-368)
820 (340 76 e Papuseton e
2000) 2006 ?
1100 (836- (1370 (12704 130 (93- Horton et al., 1988 fide in
1230) 1430) 190) Papastefanou et al., 2006
1140 (844~ Guidry, 1990 fide in
1670) Papastefanou et al., 2006
1140 1370 130 Rutherford et al., 1994
USA, 433 435 130 Hull and Burnett, 1996
North Florida (270-598) | (347-553) | (23-452)
500 (477- Rossler et al., 1979 fide in
548) Papastefanou et al., 2006
USA, 1100 Laiche and Scott, 1991
Louisiana (700-1700)
USA, Mullins and Mitchell, 1990
Mississippi 780 fide in Papastefanou et al.,
2006
Canada, Alberta 890 5.8 Luther et al., 1993
Australia 451 10 Beretka and Mathew, 1985
500 10 Rutherford et al., 1994
Sweden 15 390 Rutherford et al., 1994
Hungary 1093 68 Fourati and Faludi, 1988
Yugoslavia 390 Kobal et al., 1988
Greece 633 476 28 3 3 8 Papastefanou et al., 2006
Spain 620 140 Borrego et al., 2007
Spain (67?)?;)90) Abrill et al., 2009
Spain 647 8 33 Dueiias et al.., 2010
China 85 82 15 Burnett et al., 1996
Indonesia 473 480 43 Burnett et al., 1996
India 510 490 60 Burnett et al., 1996
Egypt 100 Burnett et al., 1996

MATHERIAL AND METHODS

The examined phosphogypsum stack is located in the northern part
of Poland, close to the Baltic Sea (Figure 1A), southeast of Gdansk, in the

vicinity of a small village called Wislinka.

The climate of the area transitional between maritime and continental.
It is also strongly influenced by the lowland topography of this part of Eu-
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Fig. 1. Results of atmospheric radon monitoring: A) Area of the investigation and main
directions of atmospheric air migration, B) Distribution of radium equivalent activity of the
gamma dose for the Wislinka phospogypsum stack. Black class column corresponds to
gamma spectrometric laboratory measurement of Wislinka phosphogypsum, C) Seasonal
variation of average radon activity concentration, D) Seasonal changes in spatial distribu-
tion of atmospheric radon activity around the phosphogypsum stack connected with the
cumulative air movement vector and wind directions
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rope, resulting in air masses moving quickly from the Atlantic Ocean or the
North Sea. Arctic marine, arctic continental, polar marine, polar continen-
tal, tropical marine and tropical continental air masses enter this area de-
pending on regional meteorological conditions.

The main pressure systems that affect the weather are the Icelandic
low (stronger in winter) and the Azores anticyclone (more active in sum-
mer), and the changing atmospheric fronts from Asia: the East Asian high
in winter and the South Asian low in summer. However, the Baltic Sea is
the major contributor to the local climate.

This part of Poland has predominantly westbound winds, caused by the
eastward movement of barometric lows from the Atlantic (Figure 1A). In
summer months, westerlies (WSW) prevail, whereas in other seasons east-
erlies (NE) are more significant. The winds are typically weak to moderate,
with velocity between 2 to 10 m s1. Strong and very strong winds occur at
the seaside, causing storms; there their velocity may exceed 30 m s~1. South-
ern and northern winds of local significance are sea and land breezes. In
that area, the southern direction of winds is promoted by the local relief,
dominated by the broad N-S Vistula River valley.

Spring starts in March, with temperatures varying from -1 to +20°C,
and lasts until June. Summer is quite warm, with the temperatures record-
ed during our study up to 31.3°C. In autumn, days become colder until
December, when winter begins and the temperature oscillates between a few
degrees above 0°C, dropping to -16.7°C during our study. Winters last from
December to March and include shorter or longer periods of snow. The
ground is frozen from December to March. The average number of cloudy
days a year, with the sky more than 80% overcast, is 120-160; there are
30-50 sunny days, with cloudiness below 20%. The annual precipitation ranges
between 400 mm and 750 mm. The maximum precipitation occurs in au-
tumn.

This area is a lowland and partly a depression, situated in the delta of
the Vistula River. The fertile soils developed on alluvial muds encourage
intensive agricultural activity. Locally, the subsoil bedrock consists of glacial
sediments of the Pleistocene era as well as lacustrine and shallow marine
sediments connected with various stages of Baltic Sea history.

The phosphogypsum stack covers an area of 36 ha and is 46 m high.
Phosphogypsum dumping started in 1972. Since 1998, phosphogypsum stack
has been reclaimed in the parts where the disposal was finished. Mixtures
of water, sewage and grass seeds were used for rehabilitation of its surface.

Because of the ongoing reclamation works, the direct access to the tail-
ing area was impossible, so the radiological characteristics of its material
are based on the gamma dose data obtained by courtesy of the Fosfory
Ciech company (BIERNACKA et al. 2005). Gamma dose variation in the tailing
area varies in the range 144-400 nSv h™1, which is an equivalent of radium
activity in the range 337-937 Bq kg1 (Figure 1B). Radium activity of the
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Wisélinka phosphogypsum, according to the gamma spectrometric laboratory
measurements obtained by courtesy of Greenpeace (personal communica-
tion), is of the order 870 Bq kg!. Published data on radium activity from
other phosphogypsum stacks show that in Moroccan phosphorites it varies in
the range 580+30 to 670+35 Bq kg! (BoLivaRr et al. 2009). This corresponds to
the modal class distribution of the diagram presented in Figure 1B.

The monitoring of atmospheric radon activity was carried out from au-
tumn 2008 to summer 2009 in 30 sites (some of the detectors during exposi-
tion were lost) localized around the phosphogypsum stack at Wislinka. The
measurements were carried out using Kodak LR-115passive track detectors.
The detectors were placed in chambers designed for protection against insu-
lation and humidity. The chambers were fixed on trees at a height of 1.5 m
above the ground. The detectors were exposed in the periods: 26.10.2008-
-8.01.2009, 9.01.2009-1.04.2009, 2.04.2009-17.06.2009 and 18.06.2009-2.10.2009,
roughly corresponding to the seasons: autumn, winter, spring and summer.
After exposure, the detectors were transported to a laboratory, where they
were etched for 1.5 h in 2.5 N NaOH at 60°C. Tracks generated by the
alpha-particle impact were counted using an optical microscope at the mag-
nification of 100x. Density of the tracks was converted into radon concentra-
tion using calibration coefficients as described by Srivastava et al. (1995).

Data on the temperature, humidity, atmospheric pressure, wind velocity
and direction were obtained by courtesy of the Foundation Armaag, which
provides information on meteorological conditions in the Gdansk agglomera-
tion. Their measurements were carried out in an automatic measuring sta-
tion in the vicinity of the phosphogypsum stack. Average values for one-
hour periods were obtained. Temporal variation in temperature, pressure,
humidity and wind velocity was analyzed for series covering the radon mon-
itoring period. In respect of winds, not only distribution of wind directions
and velocity but also the combined parameter called cumulative air move-
ment was analyzed.

RESULTS AND DISCUSSION

The average radon concentration for the whole measurement period was
104 Bq m™3, which is significantly higher than 4.4 Bq m™3 and 6.5 Bq m™3
obtained for whole Poland by BIErNacka et al. (1991) and Jagielak et al.
(1998), respectively. Comparable results have been reported from Bad Gastein
in Austria (30-100 Bq m—3; PoHL-RuLING, HorMANN 2002) and from the coal
mining town Nowa Ruda in Poland (98 Bq m™3; TcHORz-TRZECIAKIEWICZ, SOLECKI
2011).
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The seasonal variation in radon concentration in the atmosphere is pre-
sented in Figures 1C and 2. The highest values were measured in summer
(the average 100 Bq m™3), and the lowest — in winter (the average 88 Bq m™3),
whereas in spring and autumn the radon concentrations were intermediate.

The seasonal variation in meteorological parameters such as tempera-
ture, atmospheric pressure, relative humidity, wind velocity, wind direction
and cumulative air movement is shown in Figure 2 and 1D. The average
temperature varied from 1°C in winter to 17°C in summer; the average
atmospheric pressure was from 1009 hPa in winter to 1015 hPa in spring;
the average relative humidity was from 71% in spring to 84% in autumn;
the average wind velocity was 2.1 m s1.

Correlation of the seasonal variation in the atmospheric radon concen-
tration with the meteorological parameters is presented in Figure 3A. Pear-
son’s correlation coefficients are shown above the trend lines. The correla-
tion coefficients indicate that radon concentration was strongly positively
correlated with temperature (r=0.9) and pressure (r=0.9). Correlation with
humidity and wind speed was negative (inverse) and the same in both cases
(r=-0.7).

The positive correlation between temperature and radon concentration
is consistent with the results obtained by IsraELssoN et al. (1972), MoRriss
and FrALE (1989), STRANDEN et al. (1991), SUNDAL et al. (2008), Prasap et al.
(2008). Those researchers have noticed that higher temperature increases
radon exhalation from the ground and thus increases radon concentration
in the atmosphere. The negative correlation between relative humidity and
radon concentration is the result of negative correlation between tempera-
ture and relative humidity. It is commonly known that temperature increase
results in the decrease of relative humidity.

Frozen soil and snow cover reduce radon exhalation from the ground
(Yamazawa et al. 2005). In the investigated area, the snow cover and frost
kept the winter average value of radon concentration the lowest of all sea-
sons. The present results (Figure 1D) indicate that radon anomaly around
the stack was more distinct. The most probable explanation is that the snow
cover was thinner on the stack and thicker on the ground around the stack.
Moreover the wind velocity and cumulative air movement vector were the
lowest in winter (Figure 1D). The highest concentrations of radon were
measured near the stack; further away the values were lower. Apart from
the strong influence of the stack, the effect of the wind direction was no-
ticeable. The concentric contours indicating radon concentrations around the
stack are stretched in the NW-SE direction. It was only in winter that the
relation between radon activity in the atmosphere and the distance from
the stack and wind direction was so clear.

The positive correlation between atmospheric pressure and radon con-
centration indicates that increase in atmospheric pressure results in higher
radon concentration. This is consistent with the results obtained by Cosma
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et al. (1999) and CicoLin et al. ( 2009), but contradicts the findings of CLE-
MENTS and WILKENING (1974) and DORr and MUNNIcH (1990). The latter con-
cluded that a 1% drop in atmospheric pressure results in an increase of

radon exhalation by 6%.
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Fig. 2. Correlation of atmospheric radon activity with meteorological parameters
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parameters, b — for results obtained at measurements points in various seasons

For all the monitoring points, the correlation between radon atmospheric
concentration measured in various seasons was analyzed. The correlation
coefficients were as follows: 0.7 for winter-summer, 0.2 for winter-autumn
and 0.2 for winter-spring (Figure 3b). The positive correlation coefficient
between winter and summer (r=0.7) means that the spatial distribution pat-
tern of the measured values was similar in both seasons. The correlation
coefficients between winter-autumn and winter-spring (r=0.2) indicate that
there is no correlation between these seasons.
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The lack of correlation of winter measurements with autumn and spring
ones cannot be explained only by the changes of wind direction, because in
the summer the wind direction was different than in the winter, but the
correlation between these two seasons is still significant. There must be an
additional factor other than wind direction which modifies the spatial distri-
bution of the atmospheric radon concentration. The whole area around the
stack is rural in character and most of the farming practice takes place in
autumn and spring. In these seasons, the plant cover is less dense than in
summer. Soil cultivation causes loosening of the soil structure, which can
stimulate radon exhalation from the ground. The surveys done by CHAUHAN
and CHAKARVARTI (2002), SHWEIKANI et al. (1995) support the hypothesis that
loose soil structure is a factors that facilitates radon transport. Radon exha-
lation from cultivated fields strongly influenced its distribution pattern
around the stack.

CONCLUSIONS

The measured radon concentrations do not exceed the values accepted
for indoor air. The influence of radon exhalation from the stack was espe-
cially distinct in winter, against the background of generally low values of
winter radon activity. Spring and autumn soil cultivation increased radon
exhalation from the soil, so that the contribution of radon emitted from the
stack was less obvious.
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RESPONSE OF PERENNIAL RYEGRASS
(LOLIUM PERENNE L.)
TO SOIL CONTAMINATION WITH ZINC
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Abstract

Phytoremediation is one of the ways of removing toxic metals from soil. Phytoreme-
diation relies on using plants which are highly capable of absorbing heavy metals to remo-
ve them from soil. In order to determine the effect of the degree of soil contamination
with zinc on the production of biomass and concentration of zinc in ryegrass, a pot experi-
ment was carried out, consisting of 6 treatments in which gradually increasing doses of zinc
were used: control treatment (without zinc), 25, 50, 100, 200 and 400 mg Zn kg™ off soil.
The experiment was conducted on two types of soil, different in the cation exchange capa-
city: sand and sandy loam. The tested plant was perennial ryegrass cv. Nira.

The toxic effect of zinc on the growth of ryegrass was much more pronounced in the
case of plants grown on sand than on sandy loam. When ryegrass was grown on sand, the
toxic effect of zinc was observable even when the lowest rate of zinc had been introduced
to soil: the biomass of the first cut was considerably depressed. On sandy loam, the toxic
effect of zinc was not manifested until the highest rate of the contaminant had been in-
troduced to soil (400 mg Zn kg! of soil).

The experiment has demonstrated the presence of a strong, statistically verified cor-
relation between the content of zinc in soil extracted in 1 M HCl and the concentration
and uptake of this metal in the following cuts of ryegrass. The concentration of zinc in
grasses from the first cut was very high: 1660 mg Zn kg! d.m. on sand and 1200 mg
Zn kgl dm. on sandy loam. A one-year cultivation of perennial ryegrass only slightly lo-
wered the content of zinc in soil. Although the concentration of zinc in harvested grass
was very high, the total uptake was just a small percentage (1-2%) of the quantity of this
metal introduced to soil. Perennial ryegrass cv. Nira is capable of accumulating very high
amounts of zinc and is well tolerant to a high content of Zn in soil, which is why it can be
used for sowing on land polluted with this heavy metal.

Key words: zinc, phytotoxicity, phytoremediation, perennial ryegrass.
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REAKCJA ZYCICY TRWALEJ (LOLIUM PERENNE L.)
NA ZANIECZYSZCZENIE GLEBY CYNKIEM

Abstrakt

Jednym ze sposob6w oczyszczania gleb z toksycznych metali jest fitoremediacja, pole-
gajaca na wykorzystaniu roslin o duzej zdolnosci do pobierania znacznych iloSci metali ciez-
kich do usuwania ich z gleby. W celu okreslenia wptywu stopnia zanieczyszczenia gleby
cynkiem na produkcje biomasy i koncentracje cynku w zycicy trwalej wykazano doswiad-
czenie wazonowe, skladajace sie z 6 obiektow, na ktorych zastosowano wzrastajace iloSci
cynku: obiekt kontrolny (bez Zn), 25, 50, 100, 200 i 400 mg Zn kg1 gleby. Doswiadczenie
prowadzono na dwéch glebach, réznigcych sie pod wzgledem pojemnosci sorpcyjnej: piasku
i glinie piaszczystej. Rosling testowang byla zycica trwata, odmiany Nira.

Toksyczne dziatanie cynku na wzrost zycicy ujawnilo si¢ w znacznie wigkszym stopniu
w przypadku uprawy na piasku niz na glinie piaszczystej. W doswiadczeniu na piasku juz
po zastosowaniu najmniejszej dawki cynku (25 mg Zn kg1 gleby) nastapilo istotne zmniej-
szenie masy pierwszego odrostu traw, natomiast na glinie piaszczystej toksyczne dziatanie
cynku ujawnito sie¢ dopiero po najwiekszym zanieczyszczeniu gleby tym metalem (400 mg
Zn kg1 gleby).

Badania wykazaly istnienie silnej, statystycznie udowodnionej korelacji miedzy zawar-
toscig cynku w glebie, ekstrahowanego 1 M HCI, a koncentracja oraz pobraniem Zn z plo-
nem kolejnych odrostéw zycicy. Wraz ze wzrostem zanieczyszczenia gleby cynkiem istotnie
zwigkszata sie koncentracja oraz pobranie tego metalu przez trawy. Stezenie cynku w zyci-
cy pierwszego odrostu, rosnacej na glebie o najwiekszym zanieczyszczeniu tym metalem, bylo
bardzo wysokie i wynosito 1660 mg Zn kg~ s.m. na piasku oraz 1200 mg Zn kg~! s.m.
na glinie piaszczystej. Jednoroczna uprawa zycicy trwalej tylko nieznacznie wplyneta na
zmniejszenie zawartosci cynku w glebie. Pomimo bardzo wysokiej koncentracji cynku w tra-
wach catkowite pobranie stanowito tylko niewielkg czesé (1-2,5%) ilosci tego metalu wprowa-
dzonego do gleby. Zycica trwata odmiany Nira charakteryzuje sie zdolnoscig do akumulacji
bardzo duzych iloSci cynku oraz dobrze znosi wysokg koncentracje Zn w glebie, dlatego moze
byé wykorzystywana do zasiedlania terenéw zanieczyszczonych tym metalem cigezkim.

Stowa kluczowe: cynk, fitotoksycznos$é, fitoremediacja, zycica trwata.

INTRODUCTION

The emission of zinc from industrial sources, compared to that of other
trace elements, is relatively high. Moreover, zinc in soil is a highly mobile
element, which makes it a serious threat to the natural environment. In
Poland, the percentage of soils to a greater or lesser degree contaminated
with zinc is estimated to equal ca 11.3% (TERELAK et al. 1995).

Soil contamination with zinc causes retardation of plant growth, and its
accumulation in crops may reach values dangerous to animals and people
(BaraN, Jasiewicz 2009). The phytotoxic effect of zinc depends mainly on soil
properties, such as soil reaction, organic matter content orsoil absorbing
complex, as well as the species of a crop and its current developmental
phase (Roszyk et al. 1988, Ruszkowska 1991, Liyszcz, Spiak et al. 2000, KaBATA-
-PENDIAS 2002, BARAN et al. 2008, GamBUS et al. 2004).
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Reclamation of soils burdened with high levels of heavy metals is
a difficult and expensive process, which is why it is not conducted on a large
scale. Phytoremediation is one of the ways in which excess heavy metals
are removed from soil. Phytoremediation means growing plants which are
highly capable of absorbing heavy metals from soil, thus removing them
from the soil environment. Hyperaccumulators are the plant species which
can contain up to 1-2% of a toxic element. In theory, such plants could
remove as much as 200-1000 kg of metals per 1 ha. However, as there are
no detailed agronomic recommendations concerning the cultivation of such
plants, these species usually yield too little biomass. Phytoremediation can
also involve typical crops. Although they do not accumulate as much of trace
metals as hyperaccumulators, these plants produce much more biomass and
can therefore improve the effects of soil remediation. The advantages of
phytoremediation techniques are their low cost and easy application. The
disadvantages include low efficacy and the problem of handling the biomass
which contains large amounts of toxic elements (Sas-NowosIELSKA et al. 2004,
Karczewska 2005, MARECIK et al. 2006).

The aim of this study was to evaluate the usefulness of perennial rye-
grass, cv. Nira for phytoremediation of soils contaminated with zine.

MATERIAL AND METHODS

This study has been performed as a strict pot experiment set up in 2007
in a greenhouse at the University of Warmia and Mazury in Olsztyn. The
experiment consisted of 6 treatments in which increasing quantities of zinc
in the form of ZnSO,-7H,0O were added to soil prior to sowing ryegrass:
control treatment (no Zn added), 25, 50, 100, 200 and 400 mg Zn kg1 of air
dry soil.

The experiment was carried out on two soils, sand and sandy loam,
different in the sorption capacity. The content of organic carbon was 5.67 g
kgl in sand and 10.05 g kg ! in sandy loam. Some of the physicochemical
properties of the soils are presented in Table 1.

The pots were filled with 8.0 kg of air dry soil mass. The tested plant was
perennial ryegrass (Lolium perenne L.) cv. Nira. The grass was cut three times
in the early phase of heading. Each treatment comprised four replications.

The nitrogen, phosphorus, potassium and magnesium fertilization was
identical in all the fertilized treatments. When setting up the experiment,
04gN,02¢gP 04¢gKand 0.08 g Mg per pot were applied. After the first
cut, additional 0.5 g N, 0.4 g K and 0.1 g Mg were introduced to soil, and
after the second cut the soil was amended with 0.25 g N, 0.2 g K and 0.05 g
Mg per pot. Nitrogen was applied as NH,NOg; phosphorus was used in the
form of KH,PO,; potassium was introduced as KH,PO, and KCl, whereas
magnesium was taken as MgSO, - 7H,0.
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Table 1
Some physicochemical properties and texture class of soils used in experiment
Afracti
Texturec- Soilfraction Base
Hh . CEC 1
lasses C org. mmol saturation mol (+)| ™8 Zn kg
USDA diameter g kgt PHkcr | 19+ 1.o-1 | mmol (+) 1 of soil
. . H* kg -1 kg
classifi- (mm) of soil . kg .
cation of soil of soil of soil
2.0-0.05 | 0.05-0.002 | < 0.002

Sandy 79.3 25.3 24 10.05 | 6.16 14.1 57.0 71.1 14.03
loam :
Sand 86.7 12.1 1.2 567 | 5.72 8.3 18.3 26.6 7.19

Grass seeds were sown after three weeks of the incubation of soil with
the applied salts. After emergence, 20 plants of ryegrass were left in each
pot. The soil moisture was maintained as the level of 70% of the maximum
water capacity.

In order to determine the initial concentration of Zn in soil (extraction
in 1 M HCI) in all the treatments, an additional trial was set up in which
soil was incubated for three weeks with the same quantities of zinc per pot
as used in the plant growing experiment.

Dried and ground plant samples were mineralized (separately for each
pot) in a mixture of concentrated nitric (V), chloric (VII) and sulphuric (VI)
acids, in a volumetric ratio between the acids equal 40:10:1. Zinc was deter-
mined in the mineralized samples with the atomic absorption spectrometric
method.

Prior to the experiment, the soils were analyzed to determine the fol-
lowing parameters: pH in 1 M KCI by potentiometry, content of organic
carbon by Kurmies method (WALINGA et al. 1992), base saturation and hydro-
Iytic acidity (Hh) by Kappen method, Zn concentrations by flame AAS after
soil extraction in 1 M HCI and soil particle size distribution using the laser
diffraction method (BUuurMAN et al. 1997).

After the third cut, soil samples were taken from each pot. They were
dried and passed through a 1 mm mesh sieve. Afterwards, zinc in soil sam-
ples was determined with the AAS method, following soil extraction in
1 M HCI.

Statistical processing of the data involved analysis of variance for a one-
factor pot experiment in a completely random, orthogonal arrangement. Sig-
nificance of differences between the treatment means was verified using
t-Student test. Correlations between selected traits were determined with
the analysis of correlation and regression.
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RESULTS AND DISCUSSION

In the treatments set up on sand, as the soil contamination with zinc
increased (treatments with 25, 50, 100, 200 and 400 mg Zn kg! soil), grass
yields from all harvested cuts tended to decrease (Table 2). Astrong negative
correlation appeared for pots filled with zinc contaminated soil between the
content of zinc in soil and the harvested mass of the three cuts (Figure 1).
In the first cut, a significant decrease in the yield was already noticeable in
response to the lowest zinc rate (25 mg Zn kg™! of soil); in the second cut,
it was the second smallest rate, i.e. 50 mg Zn kg™! of soil, that led to

Table 2
Effect of soil contamination with zinc on the yielding of perennial ryegrass
Yields of perennial ryegrass ( g of d.m. pot™1)
(anng f;fl sand sandy loam

of soil) steut | 2ndcut | 3dent | ORI Bteut | 20dcut | 8deut | L08R
yield yield
0 18.40 22.73 16.03 57.16 27.97 19.90 21.37 69.24
25 15.97 21.13 15.93 53.03 27.60 21.73 20.80 70.13
50 14.97 20.57 15.70 51.24 29.67 21.03 20.73 71.43
100 14.33 19.50 14.23 48.06 28.63 21.03 20.17 69.83
200 12.73 19.47 14.27 46.47 29.70 22.03 20.00 71.73
400 8.83 17.13 13.40 39.36 24.37 20.73 20.50 65.60

LSDy o4 1.81 2.00 141 2.50 3.11 2.94

LSDy 901 2.55 2.83 1.99 3.53 4.40 4.15

2
y = 0.00007x -0.0661x + 55.879
55 R? = 0.950%%%

(S48
(=

mg Zn kg! of d.m.
P
S &

w
(913

0 50 100 150 200 250 300 350 400 450
mg Zn kg1 of soil

Fig. 1. Total yield of perennial ryegrass as affected by zinc content in sand
(extracted in 1 M HCI])
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a significantly lower grass yield; with respect to the third cut, it was not
until the rate of 100 mg Zn kg~! had been introduced to soil that the grass
yield declined significantly. The largest and significantly high decrease in
the grass biomass occurred on the soil with the highest rate of the contami-
nant, i.e. 400 mg Zn kg ! of soil. In that treatment, the biomass of rye-
grass was lower by 52% in the first, 25% in the second and 16% in the third
cut than in the control treatment. In a study conducted by Baran (2011) on
sand, the rates of 250 and 750 mg Zn kg1 of soil depressed the mass
of aerial parts of maize by 10% and 25%, respectively.

Excess zinc is accumulated mainly in the below-ground parts of plants,
impairing their function. WERyszko-CHEMLEWSKA et al. (2000) demonstrated that
a high content of zinc in the substrate caused damage to root cells of horse
bean and led to a decreased leaf area and mass. Sacaropy et al. (2009) re-
port that toxic quantities of zinc reduce the uptake of such essential nutri-
ents as nitrogen, magnesium, potassium and iron by plants. They also cause
depressed concentrations of chlorophyll in leaves, with an adverse effect on
the process of photosynthesis, leading to a retarded growth of plants.

In the present experiment, the emergence of plants growing on sand con-
taminated with 200 mg or 400 mg Zn kg! of soil was evidently worse and
the plants developed more slowly. As the supply of mobile forms of Zn in the
substrate was being depleted, the toxic effect produced by the metal was con-
siderably weakened. Thus, the negative effect of this element was the strong-
est in the first cut of ryegrass, but proved much weaker in the last cut.

Contrary results were obtained in the other experiment, set up on sandy
loam (Table 2). Statistically verified, the toxic effect of zinc in the soil with
a larger CEC was not observable until the highest degree of soil contamina-
tion with zinc was tested (400 mg Zn kg™1), but even then it appeared only
in the first ryegrass cut. No significant differences were detected between
the mass of plants harvested from the treatments which had received zinc
in rates less than 400 mg kg~! (25, 50, 100 and 200 mg Zn kg™!). The
results suggest that the adverse effect of zinc is dependent to a great de-
gree on the type of soil, and mainly its CEC. On very light soil, even a small
rate of added zinc (25 mg Zn kg1 of soil) significantly depressed the bio-
mass of ryegrass, whereas on sandy loam a significant decline in the grass
yield was observed only under the influence of 400 mg Zn kg™! of soil. It is
obvious that a higher percentage of organic and mineral colloids in the soil
with the texture of sandy loam had a protective action and reduced the
concentration of active zinc forms in soil. This assumption is supported by
the research carried out by Spiak (1996), in which the value of the zinc
migration coefficient, which reflects the ratio of the concentration of this
metal in plants to its content in soil, largely depended on the quantity of
the soil fraction less than 0.02 mm in diameter. On light soil, following the
application of 500 mg Zn kg™!, the value of this index was 36.1, whereas on
medium and heavy soil, it fell to 12.3 and 5.9, respectively. GamBUS et al.
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(2004), KaBata-PENDIAS (2002) and MERCIK et al. (2004) also report that solubility
and mobility of zinc in soil are depressed when the content of clay fractions,
humus and aluminium, iron and manganese oxides increases. This finding
explains a much weaker toxic effect of zinc in sandy loam than in sand.

Perennial ryegrass can be regarded as a species well tolerant to high
content of zinc in soil. The decrease in the mass of cut grass caused by the
highest rate of zinc contamination was relatively small, especially on sandy
loam. Relatively good tolerance of grasses to high zinc concentrations in the
substrate has also been reported by PascHKE et al. (2000).

The gradually increasing levels of zinc contamination of soil caused a very
high rise in the concentration of this metal in ryegrass (Figures 2-7). Zinc
permeated into plant cells very readily. In the experiment run on sand,
following the application of 400 mg Zn kg1 of soil, the concentration of
this metal rose to 1629 mg Zn kg~1d.m. in the first grass cut (43-fold more

1800
1600
1400

y = 3.8884x -7.6746
R’ = 0.989%

==
S N
[ ]
oS O

800
600

mg Zn kg! of d.m.

400
200

0 100 200 300 400 500
mg Zn kg ! of soil

Fig. 2. Zinc concentration in the first cut of perennial ryegrass
as affected by zinc content in sand (extracted in 1 M HCl)

than in the treatment with the natural soil content of zinc, Table 3). This
element was luxuriously taken up by plants, which confirms very high mo-
bility of zinc in soil. In the trials conducted on sand, a radical increase in
the concentration of zinc in the first grass cut was also observed in the pots
with a very small amount of this metal introduced to soil (25 and
50 mg Zn kg! of soil). The concentration of zinc in plants harvested from
those treatments increased to 139.8 mg and 287.7mg Zn kg! d.m. of plants,
respectively. For comparison, the ryegrass harvested from the control treat-
ment contained 37.8 mg Zn kg~! d.m. Similar concentrations of this metal
in grasses growing on soils unpolluted with zinc have been observed by



336

Table 3
Effect of soil contamination with zinc on the concentration
of this element in perennial ryegrass
7 rate 7Zn concentration (mg Zn kg=1 d.m.)
(mg kgt sand sandy loam
of eoil) 15t cut ond cut 3rd cut 15t cut ond cut 3rd cut
0 37.76 31.69 44.40 54.40 40.28 38.98
25 139.76 53.97 66.73 106.36 53.22 45.85
50 287.67 77.40 93.27 157.22 7745 59.92
100 317.22 122.58 115.65 307.62 112.96 74.92
200 773.04 300.92 274.83 639.33 208.58 131.78
400 1629.13 1042.55 695.56 1223.41 311.11 187.23

Kucnarczyk and MoryL (2010). In plants grown for fodder, the threshold level
of this microelement is 100 mg Zn kg1 d.m. The fact that zinc can per-
meate so easily into plant cells may pose a high risk on farmlands used for
growing crops and just very slightly polluted with this metal.

The concentration of zinc in the second and third cut of ryegrass grown
on sand also increased significantly following the application of increasing
rates of zinc (Figures 3 and 4). When 400 mg Zn kg! had been added to
soil, the concentration of zinc in the second and third cuts rose 33- and
15-fold, respectively, compared to the control. It should be noticed, however,
that the concentrations of zinc in grasses from the second and third cuts
were around 2.5-fold smaller than in the ryegrass from the first cut on
corresponding treatments. The determination coefficients, which indicate the

[y = 0.0058x"+ 0.0454x + 43.356

1000 A )
R = 0.999%**

800 T

600T

400 T

mg Zn kg! of d.m.

0 100 200 300 400
mg Zn kgt of soil

Fig. 3. Zinc concentration in the second cutting of perennial ryegrass
as affected by zinc content in sand (extracted in 1 M HCI)
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Fig. 4. Zinc concentration in the third cut of perennial ryegrass
as affected by zinc content in sand (extracted in 1 M HCI)
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Fig. 5. Zinc concentration in the first cut of perennial ryegrass
as affected by zinc content in sandy loam (extracted in 1 M HCI)

relationship between the concentration of Zn in plants and its content in
soil (extracted in 1 M HCI) were very high and reached 0.998, 0.999 and
0.999 respectively for the first, second and third cut.

The concentrations of zinc in grasses growing on sand were higher than
in plants harvested from the trials on sandy loam (at the corresponding
levels of zinc contamination). Particularly big differences in Zn concentra-
tion in plants grown on the two different types of soil appeared in the third
cut after the application of the two highest rates of zinc, i.e. 200 and
400 mg Zn kg1 (Table 3).
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Fig. 6. Zinc concentration in the second cutting of perennial ryegrass
as affected by zinc content in sandy loam (extracted in 1 M HCI)
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Fig. 7. Zinc concentration in the third cut of perennial ryegrass
as affected by zinc content in sandy loam (extracted in 1 M HCI)

Ryegrass does not require large amounts of zinc to satisfy its nutrition-
al demand. Nonetheless, it absorbed the metal in the amounts proportional
to its content in soil. According to MiszraL and Licgza (1996), zinc is one of
the most mobile elements and it is its mobility that ensures such an easy
uptake of this heavy metal by plants. KiciNska and HeLios-RyBicka (1995)
reported that the concentration of zinc in plants was largely dependent on the
content of this element in soil.

The concentration of zinc ranging between 15 and 50 mg Zn kg!
of plant dry matter is sufficient to cover the plant’s demand for this
element. CHANEY and MARSCHNER (after BROADLEY et al. 2007) report that symp-
toms of a toxic response to zinc appear on leaves most often when the con-
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centration of the metal exceeds 300 mg Zn kg! d.m., although more sensi-
tive plants can reveal such symptoms at a content of zinc as low as
100 mg Zn kg1 dm. of leaves. Other studies also suggest that the re-
sponse of plants to soil contamination with zinc depends strongly on a plant
species (BArRAN et al. 2008, Baran, Jasiewicz 2009, Spiak et al. 2000,
STANISEAWSKA-GLUBIAK, KORZENIOWSKA 2005). In the experiment set up on sandy
loam, even when the concentration of zinc reached 639 mg Zn kg™! of dry
matter of plants, the yield of ryegrass was high and showed no signs of the
toxic influence of zinc. In contrast, when ryegrass grew on sand, the mass
of grass decreased significantly at the content of zinc equal 140 mg Zn kg1
d.m. These results demonstrate expressly that the content of organic and
mineral colloids in soil is a factor that conditions the toxic influence of zinc
on plants, and its seems to be a more important factor than the species of
plants or the concentration of zinc in soil.

In the subsequent cuts of ryegrass, the concentration of zinc tended to
decline in the treatments established on either of the two types of soil: sand
or loam. However, a decrease in the concentration of zinc in the following
grass cuts was much bigger in the treatments set up on loam than on sand.
In the treatment with the highest zinc contamination dose (400 mg Zn kg1
of soil), the third cut of ryegrass grown on loam contained about 6.5-fold
less zinc than the first one (1233 mg Zn kg! d.m. in the first cut and
187 mg Zn kg ! d.m. in the third one); in ryegrass grown on sand, the
analogous difference was about 2.3-fold (1629 mg Zn kg~! d.m. in the first
cut and 696 mg Zn kg~! d.m. in the third one). The results suggest that
the solubility, and consequently the bioavailability of zinc and its diffusion to
plant roots were diminishing considerably as the plants continued to grow.
This process was much more intensive in the soil with a larger sorption
complex. The activity of zinc in the experiment carried out on sandwas on
a constant, high level until the vegetative season terminated. Therefore,
perennial ryegrass growing on soil with a low content of soil colloids accumu-
lated high amounts of this heavy metals, regardless of the cut. In turn, zinc
in the soil of the texture of sandy loam most probably quickly transformed
into a hardly mobile form, which contributed to a big decrease in the concen-
tration of Zn in the tissues of plants harvested in the second and third cut.

The uptake of zinc by ryegrass growing on sand and on sandy loam
increased proportionally to the degree of soil contamination with this metal
(Table 4). Despite a very high concentration of zinc in grasses growing on
heavily polluted soil, the total Zn uptake in the yield from the three cuts
was very small compared to the amount of this metal introduced to soil.
Consequently, growing ryegrass for one season did not have any considera-
ble effect on the content of zinc in soil after harvest (Table 5). The total
uptake of Zn by ryegrass growing on sand was just 1.1-2.2% of the zinc
introduced to soil. When ryegrass was grown on loam, the percentage of
removed zinc was similar, i.e. 1.3-2.5%. In a study by Gaworek et al. (2003)
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Table 4
Effect of soil contamination with zinc on Zn uptake by perennial ryegrass
7n uptake (mg Zn pot~1)
Zn rate1 sand sandy loam
(e ot 1stcut | 22 cut | 3 cut ;?Z?é 1stcut | 22dcut | 3% cut ;?Zﬂ
0 0.69 0.72 0.71 2.12 1.52 0.80 0.83 3.15
200 2.23 1.14 1.06 443 2.94 1.16 0.95 5.05
400 4.31 1.59 1.46 7.36 4.66 1.63 1.24 7.53
800 4.55 2.39 1.65 8.59 8.81 2.38 151 12.70
1600 9.84 5.86 3.92 19.62 18.99 4.60 2.64 26.23
3200 14.39 17.86 9.32 41.57 29.81 6.45 3.84 40.10
Table 5

Effect of soil contamination with zinc on the content of this metal in the soil
(extraction with 1 M HC]) after harvest of perennial ryegrass

Zn rate
(mg kg! of soil)

Sand

Sandy loam

Zn content in soil
after incubation

Zn content in soil

Zn content in soil
after incubation

Zn content in soil

with after harvest with after harvest
ZnSO,-TH,0 ZnSO, - TH,0
mg Zn kg1 of soil
0 7.13 12.82 13.88 15.11
25 35.05 31.23 37.7 37.69
50 56.19 54.76 71.94 67.82
100 109.47 101.44 106.03 105.95
200 211.35 191.90 207.82 207.18
400 411.65 382.52 430.3 429.23

on the efficacy of phytoremediation of soils contaminated with heavy met-
als, the amount of Zn removed with plant yields did not exceed 2.5% of the
content of this metal in the mobile form. A similar level of the uptake of
zinc was determined by ANTONKIEWICZ and JasiEwicz (2003), who investigated
maize. Another reason why phytoremediation techniques do not prove to be
very effective is the fact that soil samples analyzed after plant harvest con-
tain some quantities of small roots, in which the concentration of heavy
metals is much higher than in the aerial parts (Baran, Jasiewicz 2009,
ZALEWSKA 2010). This is certainly reflected in the results of post-harvest soil

chemical analyses.
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The uptake of zinc by the yield of the second and third cut of ryegrass,
having applied from 200 mg to 1600 mg Zn per pot, as well as the total Zn
uptake by the yield of all the three cuts were similar in the trials established
on sand and loam in the corresponding treatments. In contrast, a two-fold
smaller uptake of Zn in the yield from the first cut of ryegrass growing on
the sand most heavily polluted with zinc, compared to the uptake of this
metal by plants growing on loam, was due to a strongly depressed mass
of plants growing on very light soil with the highest dose of the contaminant.

The determination coefficients for the relationship between the Zn up-
take and the content of this metal in soil were very high, for both sand and
for sandy loam (Figures 8 and 9).

I
S ™

y = 0.0123x + 1.2857
R® - 0,989

N W W
S W

DO
S ot

=

Zn uptake (mg Zn pot1)
o oo

0 500 1000 1500 2000 2500 3000 3500
Zn dose (mg Zn pot™1)

Fig. 8. Zinc uptake by total yield of perennial ryegrass
as affected by zinc dose per pot on sand

'S
o

'S
(9} e

y = 0.012x + 3.4289
R® = 0,984+

Zn uptake (mg Zn pot™1)
o= NN W W
oo So S

S wt

0 500 1000 1500 2000 2500 3000 3500
Zn dose (mg Zn pot™1)

Fig. 9. Zinc uptake by total yield of perennial ryegrass
as affected by zinc dose per pot on sandy loam



342

CONCLUSIONS

1. The toxic effect of zinc on the growth of ryegrass was much more
pronounced on sandthan on sandy loam. In the trial carried out on sand,
even the smallest dose of zinc (25 mg Zn kg™! of soil) significantly de-
pressed the yield of the first grass cut, whereas on sandy loam, the toxic
effect of zinc did not occur until the highest rate of this metal had been
introduced to soil (400 Zn kg1 of soil).

2. As the soil contamination with zinc increased, the concentration and
uptake of this metal by ryegrass increased significantly. A very high concen-
tration of Zn in ryegrass growing on soil contaminated with this metal sug-
gests that zinc can easily permeate into plant roots and is very mobile in
soil.

3. A one-year cultivation of perennial ryegrass did not have any larger
effect on decreasing the content of zinc in soil. Although zinc appeared in
very high concentrations in the cut grasses, its total uptake from a pot
equalled just 1.1 to 1.5% of the amount of this metal introduced to soil.

4. Perennial ryegrass cv. Nira is characterized by good capability of ac-
cumulating very high amounts of zinc and is tolerant to a high content
of Zn in soil, which is why it can be grown on areas contaminated with this
heavy metal.

5. There is a strong, statistically verified correlation between the con-
tent of zinc in soil, extracted in 1 M HCI, and the Zn concentration and
uptake by plants. Zinc extraction in 1 M HCI can be used for evaluation
of the degree of soil contamination with this metal.
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Abstract

One of the major functions of magnesium is the maintenance of proper electric po-
tential of neurons. Pathological conditions associated with systemic magnesium deficiencies
may be associated with disturbance of numerous neurophysiological processes. These may
include neuron function, transmission of nerve impulses, neuromuscular transmission, mu-
scle contraction and vasomotor reflex. Therefore, magnesium deficiencies, particularly tho-
se associated with hypomagnesemia, are a source of problems for neurologists.

Migraine is one of the most common neurological disorders. Despite many years of
research, pathophysiology of migraine has not been elucidated. The predominant opinion
is that the onset of migraine headaches is associated with cerebral vascular spasms. Based
on the available knowledge of biological functions of magnesium, at least several feasible
mechanisms for prevention or reduction of the intensity of migraine attacks by magne-
sium ions have been proposed. The goal of this review is to summarize the literature re-
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ports on magnesium in the pathogenesis of migraine and to identify the potential uses for
magnesium compounds in prevention and treatment of migraine headaches.

Key words: magnesium, migraine, migraine headache prevention, treatment of migraine
attacks.

. . ROLA MAGNEZU W PATOGENEZIE MIGRENY.
MOZLIWOSCI ZASTOSOWANIA ZWIAZKOW MAGNEZU W PROFILAKTYCE
I LECZENIU MIGRENOWYCH BOLOW GLOWY

Abstrakt

Jedng z najwazniejszych funkcji magnezu jest utrzymywanie odpowiedniego potencja-
tu elektrycznego komorek nerwowych. W stanach patologii zwigzanych z ogélnoustrojowy-
mi niedoborami magnezu moze dochodzi¢ do zaklicenia rozmaitych proceséw neurofizjolo-
gicznych. Nalezg do nich m.in.: funkcjonowanie neuronéw, przewodzenie impulsu
nerwowego, przekaznictwo nerwowo-miesniowe i skurcz miesni oraz odruch wazomotorycz-
ny. Z powyzszych wzgledow stany niedoboréw magnezu, zwlaszcza te przebiegajace z hipo-
magnezemia, staly sie problemem w praktyce klinicznej lekarza neurologa.

Migrena jest jednym z najczeSciej wystepujacych schorzen neurologicznych. Pomimo
wielu lat badan, jej patofizjologia nie zostala jednoznacznie wyja$niona. Aktualnie dominuje
poglad, iz pojawianie si¢ migrenowych bolow glowy ma zwigzek ze skurczem naczyn mo-
zgowych. Na podstawie dostepnej wiedzy dotyczacej biologicznych funkcji magnezu zasuge-
rowano istnienie przynajmniej kilku mozliwych mechanizméw, za ktorych posrednictwem
jony magnezu mogtyby zapobiega¢ pojawianiu sie atakéw migreny lub ograniczaé¢ ich nasi-
lenie. Celem pracy bylo podsumowanie dostepnych w piSmiennictwie doniesiern dotyczacych
roli magnezu w patogenezie migreny, a takze wskazanie mozliwo$ci wykorzystania prepa-
ratow magnezu w profilaktyce i leczeniu migrenowych bélow gtowy.

Stowa kluczowe: magnez, migrena, profilaktyka migrenowych bélow glowy, leczenie na-
padow migreny.

INTRODUCTION

Magnesium is present in all tissues, being the second most common
intracellular cation (after potassium). Magnesium plays many roles in the
human system: it contributes to intracellular energy storage and expendi-
ture, acts as a cofactor for more than 300 enzymes, is required for the
proper course of nucleic acid synthesis, and is involved in cell division and
growth, as well as in operation of ion channels, receptors and transport
systems.

One of the major functions of magnesium is the maintenance of proper
electric potential of neurons (Hu et al. 2006). In order for this function to be
carried out properly, the system must be armed with structures protecting
the central nervous system from sudden drops of magnesium levels. These
include the blood-brain barrier and choroid plexus, which effectively prevent
fluctuations in cerebrospinal fluid magnesium levels in physiological condi-
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tions (McKEE et al. 2005). Pathological conditions associated with systemic
magnesium deficiencies may be associated with disturbance of numerous
neurophysiological processes. These may include neuron function, transmis-
sion of nerve impulses, neuromuscular transmission, muscle contraction and
vasomotor reflex (SonTia, Touyz 2007, DriBBEN et al. 2010). Therefore, mag-
nesium deficiencies, particularly those associated with hypomagnesemia, are
a source of problems for neurologists. These problems are very serious since,
as demonstrated in studies conducted by independent teams of researchers,
the number of patients with hypomagnesemia is usually underestimated (DE
Feo 2009). In addition, low plasma magnesium levels are more common in
patients presenting at hospital admission rooms or emergency units and
may affect as much as 65% of population with proper creatinine levels, con-
tributing to increased mortality among these patients (WHaNG, RYDER 1990,
Saravi , HoNarRMAND 2007).

MIGRAINE

Migraine is one of the most common neurological disorders. According
to different sources, migraine affects 4 to 20% of population and is a com-
mon cause of patients’ referral to the neurologist’s office. The disorder is
more common in females than in males, albeit the age of onset is younger
in males (KurTH et al. 2009). Although most reports mention the disorder as
affecting adults, it has been recently pointed out that children might also be
affected, with the incidence in this age group being underestimated
(ABU-AREFEH et al. 2010). Migraine headaches come 19t in the WHO rank of
disorders excluding patients from normal functioning in their environment.
It was estimated that employees in the US miss a total of 110 million work-
days per year, which significantly reduces the productivity index (Hu et al.
1999, Stanc et al. 2001, BUsk et al. 2009).

Although migraine headaches have been the subject of research for
many decades, and the term “migraine” dates back to the ancient times,
migraine classification criteria were developed by the International Head-
ache Society relatively recently, i.e. in 1988 (DiB 2008). According to these
criteria, migraine is classified as one of the primary (spontaneous) head-
aches, which include also cluster headaches, tension headaches and other
spontaneous headaches (OLESEN, STEINER 2004).

Migraine is characterized by recurrent paroxysmal headaches lasting
4 to 72 hours, usually pulsating, unilateral and most commonly involving
the parietal, temporal and periorbital regions. The pain may be provoked by
multiple factors. The disorder is exacerbated by emotional stress and physi-
cal activity (GoapsBy et al. 2005). The classification proposed by the Interna-
tional Headache Society identifies two types of migraine: migraine without
aura and less common migraine with aura, which usually lasts 5 to 60 min-
utes (GoaADsBY et al. 2005). In the case of the latter type, the onset of head-
ache is preceded by focal neurological cerebral or brain stem symptoms.
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Despite many years of research, pathophysiology of migraine has not been
elucidated. The predominant opinion is that the onset of migraine head-
aches is associated with cerebral vascular spasms (KurtH 2007, TieTsEN 2007).

THE ROLE OF MAGNESIUM IN MIGRAINE PATHOGENESIS

DEmIRKAYA et al. (2000) demonstrated a relationship between migraine
headaches and magnesium levels within human body, pointing out several
possible mechanisms for the anti-migraine activity of magnesium. Mainte-
nance of normal plasma levels of magnesium ions is required for proper
function of vascular endothelium and proper vascular contractility. Thus,
hypomagnesemia is a factor predisposing patients to vascular spasm (GRUBB
2005, Scurucks et al. 2010). The likelihood of cerebral vascular spasm under-
lying the migraine headache was shown to be proportional to the ratio of
calcium and magnesium ion levels in plasma. Magnesium ions are known to
modulate the tone of the smooth muscles of cerebral and peripheral vessels.
Magnesium acts as a calcium antagonist on vascular smooth muscle tone.
(WEINBERGER 2006, Bo, Pisu 2008).

By acting as NMDA receptor antagonists, magnesium ions prevent prop-
agation of glutamatergic transmission-dependent of cortical depression, which
is associated, among others, with the onset of migraine aura. In vitro stud-
ies showed that low concentration of magnesium within the cerebral tissue
leads to earlier onset and easier propagation of cortical depression (LAU-
RITZEN 2001, SUN-EDELSTEIN, Mauskor 2009). In addition, hypomagnesemia is
associated with induction of platelet aggregation or vascular endothelial func-
tion damage (Romant 2008, WoLr et al. 2008). Hypomagnesemia is also a factor
predisposing patients to increased serotonin secretion, thus potentiating the
vasoconstricive action of this biogenic amine. Earlier exposure to magnesi-
um ions was shown to inhibit serotonin-dependent vascular spasm (GRUBB,
Carmo JorGe 2000).

Other suggested mechanisms responsible for migraine headaches include
the reduction of vasodilatory effect of prostacyclin (KoseocLu et al. 2008).
Possibility of migraine attacks was pointed out for conditions usually associ-
ated with lowered plasma magnesium levels, e.g. during pregnancy, men-
struation, stress, abuse of alcohol or as a consequence of chronic intake
of certain drugs, such as diuretics (ALTURA 1985).

Although there are papers that question the relationship between hy-
pomagnesemia and migraine, most authors have no doubt that such a rela-
tionship exists (SMEETS et al. 1994, MisHiMA et al. 1997). GaLLAI et al. (1992)
showed that individuals suffering from migraine headaches were character-
ized by lower plasma and saliva magnesium levels between the attacks com-
pared to the control group. According to RAMADAN et al. (1989), lowered intra-
cellular magnesium levels are also observed in brain structures in this period
in migraine patients. Moreover, additional decrease in magnesium levels is
observed during the migraine attack in plasma, erythrocytes and mononu-
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clear blood cells, as well as in the cerebrospinal fluid (GaLra1 et al. 1992,
SuN-EpELSTEIN, Mauskop 2009). All these observations seem to support the
hypothesis proposed in the 1970s by Durlach stating that the increased uri-
nary excretion of magnesium ions during migraine attacks was associated
with the loss of magnesium from plasma, thus leading to hypomagnesemia
(DurLACH 1976).

Today, hypomagnesemia is also mentioned as a cause of menstrual mi-
graine headaches. The onset of these headaches was previously associated
with the estrogen secretion profile which undergoes changes during the men-
strual cycle. (SILBERSTEIN, GOLDBERG 2007). It should be noted that IHS classi-
fication of 1988 does not include menstrual migraine. However, a relation-
ship between changes in plasma magnesium levels during the menstrual
cycle and the attacks is currently proposed. Headaches associated with the
menstrual cycle occur in stages in which the lowest magnesium levels, and
thus the highest calcium-to-magnesium ratios are recorded (SILBERSTEIN,
GoLpBERG 2007, DuLLo, VEDI 2008).

Demonstration of the relationship between hypomagnesemia and mi-
graine headaches contributed to the advances in studies aimed at identifica-
tion of potential uses of magnesium compounds in prevention and treat-
ment of migraine attacks.

THE ROLE OF MAGNESIUM IN PREVENTION OF MIGRAINE
ATTACKS

Initiation of prophylactic treatment should be considered in patients with
migraine attacks occurring at least twice a week or lasting above 48 hours,
or in cases in which earlier treatment had failed (SILBERSTEIN 2000, DiAMOND
et al. 2007, DEmaacD 2008). Prophylactic migraine treatment should last three
to twelve months and involve daily administration of selected compounds
(SILBERSTEIN 2000, DiamonD et al. 2007, DEmaaGD 2008).

Magnesium has been classified by the United States Headache Consorti-
um (USHC) as a macroelement recommended in prevention of migraine
headaches. It is listed as one of the so-called second line compounds. At the
same time, magnesium compounds were pointed out to be relatively safe.
Side effects of treatment with magnesium compounds are relatively rare
and mild, which is particularly important in prophylactic treatment lasting
at least 3 months (D’amico, TEpPER 2008). Moreover, magnesium compounds
are the only compounds used for migraine prevention falling into the high-
est FDA pregnancy category, allowing their use by pregnant women (PRING-
SHEIM et al. 2010).

Oral magnesium compounds are used for migraine prevention. Accord-
ing to the recommendations of the Canadian Ministry of Health, the maxi-
mum dose of magnesium should not exceed 350 mg day~! (PRINGSHEIM et al.
2010). To date, prophylactic administration of magnesium compounds has
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been considered in the cases of migraine both associated and not associated
with aura (FAccHINETTI et al. 1991, PrIKERT et al. 1996, PFAFFENRATH et al.
1996, Wangc et al. 2003). One of the first randomized studies of prophylactic
administration of magnesium was carried out by Facchinetti and included
a group of 20 women suffering from menstrual migraine. Patients received
magnesium pyrrolidinecarboxylate at the dose of 360 mg day!. The com-
pound was initiated on Day 15 of the menstrual cycle and continued until
the first day of bleeding. The regimen was repeated for two subsequent
cycles (FaccHINETTI et al. 1991). The method of treatment initiation was strict-
ly correlated with changes in plasma magnesium levels occurring during
the menstrual cycle (ArLais et al. 2005). The study confirmed a beneficial
effect of magnesium compounds in the prevention of menstrual migraine. In
addition, magnesium salts were shown to be efficient in reducing the symp-
toms of the premenstrual syndrome (FACCHINETTI et al. 1991).

Studies conducted by Peikert et al (1996) showed that administration of
magnesium citrate for 3 months reduced the incidence of migraine attacks
by 41.6%, as compared to a reduction of less than 16% in patients receiving
placebo. Pain intensity and duration of an attack were also reduced as com-
pared to the control group, although the differences were not statistically
significant (PEIKERT et al. 1996).

However, not all studies support the efficacy of magnesium compounds
in migraine prophylaxis. Such efficacy was not demonstrated in studies by
PrarrFENRATH et al. (1996), who administered 480 mg of magnesium to a group
of 68 patients. Due to these discrepant reports regarding the efficacy
of magnesium in migraine prevention, magnesium compounds are classified
as category B. (Evans, TavLor 2006, Moobi, Lowbir 2006).

THE ROLE OF MAGNESIUM IN THE TREATMENT OF MIGRAINE
ATTACKS

Oral administration of magnesium compounds is rather unhelpful in
treating migraine attacks. As evidenced by the available literature, oral ap-
plication of magnesium has limited efficacy in the treatment of migraine
after as long as several months of supplementation (Mauskor et al. 1996,
DEMmIRKAYA et al. 2001). Results of studies of the headache relief efficacy of
intravenous administration of magnesium compounds are ambiguous. The
efficacy could not be demonstrated in some of the studies, while results of
other studies supported the analgesic activity of magnesium compounds.

Studies conducted by Mauskop et al. (1998) showed that intravenous ad-
ministration of magnesium sulfate reduces the severity of migraine, cluster
and tension headaches in 80% of patients. As mentioned before, this effect
was most probably caused by the interaction between magnesium and serot-
onin receptors. Besides, potential mechanisms of action of magnesium ions
that would determine its analgesic efficacy include the impact on the syn-
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thesis and secretion of nitric oxide (which has a vasodilatory effect) and
interaction with NMDA receptors, as well as the influence on many other
receptors and neurotransmitters important for headache pathogenesis
(MauskoP, ALTURA 1998).

Studies conducted by BicaL et al. (2002) showed that intravenous admin-
istration of 1 g of magnesium sulfate had no effect on the course of head-
ache attacks in patients suffering from migraine without aura. However,
reduction of pain discomfort, photophobia and hypersensitivity to sounds
were observed in patients suffering from migraine with aura compared to
the placebo group. No reduction in the incidence of nausea accompanying
migraine attacks was observed.

The efficacy of magnesium sulfate was reported also by ZIDVERC et al.
(2001). A thirty-minute infusion of magnesium sulfate during an acute mi-
graine attack had similar pain relieving efficacy as sumatriptane, a selective
5-HT1D serotonin receptor agonist. Unfortunately, earlier recurrence of head-
aches was observed in some of the patients receiving magnesium, compared
to sumatriptane group.

As mentioned before, some reports do not support sufficient efficacy of
magnesium compounds in interrupting migraine attacks. These include, for
example, observations by Corso et al. (2000), who found that intravenous
addition of 2 g magnesium sulfate to methoclopramide administered during
the attack had no pain relief efficacy, and even reduced the efficacy of the
antiemetic drug. Similar results were published by CETE et al. (2005).

Diverse responses of patients to magnesium sulfate are attributed to
numerous factors, including low baseline levels of magnesium ions in plas-
ma (Mauskop et al. 1995). However, this opinion is not shared by GINDER et
al. (2000), who found no relationship between the plasma magnesium levels
and the responses to MgSO, treatment. It cannot be excluded that different
responses of patients to intravenous magnesium treatment may be due to
individual-specific factors. However, such factors could not be identified to
date.

SUMMARY

Magnesium is a cation required for proper course of many important
physiological processes, disturbances of which are associated with migraine
pathogenesis (SUuN-EDELSTEIN, Mauskor 2011). Hypomagnesemia is a factor pre-
disposing patients to the onset and propagation of cortical depression and
changes in neurotransmitter secretion, intensifying the synthesis and secre-
tion of P substance, increasing platelet aggregation and, most of all, causing
vascular spasms (Sun-EDpeLSTEIN, Mauskor 2011). Based on the available know-
ledge of biological functions of magnesium, at least several feasible mecha-
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nisms for prevention or reduction of the intensity of migraine attacks by
magnesium ions have been proposed (TavLor 2011). Although hypomagnesem-
ia has been associated with migraine pathogenesis for many years, the break-
through in the research in this field was possible only after ion-selective
electrodes were invented. In contrast to earlier methods, the use of ion-
selective electrodes allows the measurement of ionized magnesium, i.e. the
magnesium pool directly associated with physiological effects of this element
(Sun-EDELSTEIN, Mauskop 2011).

Migraine is a chronic disorder that occurs with periodical exacerbations
or attacks that significantly reduce the quality of life of the patients (LirToN
et al. 2003, PrinagsHEIM 2010). Despite different classifications as well as pre-
vention and treatment standards being introduced and modified, the inci-
dence of migraine is still considered to be underestimated (Antonaci 2010).
There are two aspects to the migraine treatment strategy, namely preven-
tion and interruption of migraine attacks (AnTonact 2010). In this study, at-
tention was drawn to potential use of magnesium compounds in both pre-
vention and interruption of migraine attacks. This approach proved efficient
in many cases, for instance in prevention of menstrual migraine (MAUSKOP
et al. 2002). With regard to intravenous administration of magnesium com-
pounds in order to interrupt acute pain, results of available studies remain
ambiguous (Corpo et al. 2000, BicaL et al. 2002). However, analysis of availa-
ble reports may lead to conclusion that reports that confirm at least partial-
ly beneficial effect of magnesium are predominant (Mauskor et al. 1995,
Mauskop 2001). Doubtless, the results of these studies justify further efforts
to obtain more unambiguous answers to questions regarding the role of
individual sensitivity in responses to magnesium compounds, which might
allow a more efficient prophylactic and therapeutic treatment. Currently, it
is also pointed out that extracellular levels of magnesium ions may be largely
genetically determined. This was confirmed by the study of SHUEN et al.
(2009), who demonstrated a significant correlation between estrogen recep-
tor gene-1 (ESR1) polymorphism and total magnesium levels in plasma (SHUEN
et al. 2009). Perhaps examination of this issue would open a path to under-
standing the correlation between the use of magnesium compounds and the
patient’s response to the treatment.
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alne objasnienia pod tabelg oraz opisy tabel winny by¢ podane w jezyku polskim
i angielskim. Wartosci liczbowe powinny by¢ podane jako zapis ztozony z 5 znakéw
pisarskich (np. 346,5; 46,53; 6,534; 0,653).

U dotu rysunku, po lewej stronie, nalezy napisa¢ Rys. i numer cyfra arabska oraz
umiesci¢ podpisy i ewentualne objasnienia w jezyku polskim i angielskim.
PiSmiennictwo nalezy uszeregowac alfabetycznie bez numerowania w uktadzie: Nazwisko
Inicsat, IMIENIA (RAPITALIKI), rok wydania. Tytuf pracy (kursywa). Obowiazujacy skrot cza-
sopisma, tom (zeszyt): strony od-do, np. Kowarska A., KowaLskr J. 2002. Zwartosé magne-
zu w ziemniakach. Przem. Spoz., 7(3): 23-27. Tytuly publikacji wylacznie w jezyku an-
gielskim z podaniem oryginalnego jezyka publikacji np. (in Polish). Jesli publikacja ma
nr DOI, to koniecznie podajemy go na koncu pozycji literaturowej, np. Brucka-
-JAasTRZEBSKA E., Kawczuca D. — Level of magnesium in tissues and organs of freshwater
fish. 16(1): 7-19. DOI: 10.5601/jelem.2011.16.1.01

W J. Elem. mozna takze cytowaé prace zamieszczone w czasopismach elektronicznych
wg schematu: Nazwisko INicJar IMIENIA (RAPITALIKI), rok wydania. Tytut pracy (kursywa).
Obowigzujacy skrot czasopisma internetowego oraz pelny adres strony internetowe;j.
np. ANTONKIEWICZ J., JasiEwicz C. 2002. The use of plants accumulating heavy metals for
detoxication of chemically polluted soils. Electr. J. Pol. Agric. Univ.,, 5(1): 1-13. hyper-
link “http:/www”http://www.ejpau.media.pl/series/volume5/issuel/environment/
art-01.html

W bibliografii nalezy stosowaé skréty nazw czasopism, ktére umieszczone sa na stronie
internetowej: ISI Web Science Journal Title Abbreviations, http:/images.isiknowledge.com/
WOK46/help/WOS/0-9_abrvjt.html

Cytujac piSmiennictwo w tekscie, podajemy w nawiasie nazwisko autora i rok wydania
pracy (Kowarskr 1992). W przypadku cytowania dwoch autoréw, piszemy ich nazwiska
rozdzielone przecinkiem i rok (Kowarski, Kowarska 1993). Jezeli wystepuje wieksza liczba
nazwisk, podajemy pierwszego autora z dodatkiem i in., np.: (KowALsKI i in. 1994). Cytujac
jednoczesnie kilka pozycji, nalezy je uszeregowaé od najstarszej do najnowszej, np.:
(Nowak 1978, Nowak i in. 1990, Nowak, KowALska 2001).



360

14.

15.

15.

16.

Do artykulu nalezy dotgczy¢ pismo przewodnie kierownika Zakladu z jego zgoda na
druk oraz o$wiadczenie Autora (-0w), ze praca nie zostala i nie zostanie opublikowana
w innym czasopi§mie bez zgody Redakcji J. Elem.

Dwie kopie wydruku komputerowego pracy (Times New Roman 12 pkt przy odstepie
akapitu 1,5 — bez dyskietki) nalezy przesla¢ na adres Sekretarzy Redakgcji:

Jadwiga Wierzbowska
Uniwersytet Warminsko-Mazurski w Olsztynie
Katedra Chemii Rolnej i Ochrony Srodowiska

ul. Oczapowskiego 8, 10-719 Olsztyn, Polska
jadwiga.wierzbowska@uwm.edu.pl

Redakcja zastrzega sobie prawo dokonania poprawek i skrotow. Wszelkie zasadnicze
zmiany tekstu beda uzgadniane z Autorami.

Po recenzji Autor zobowigzany jest przesta¢ w 2 egzemplarzach poprawiony artykut
wraz z no$nikiem elektronicznym (dyskietka, CD lub e-mailem), przygotowany w dowol-
nym edytorze tekstu, pracujacym w $rodowisku Windows.

Redakcja Journal of Elementology uprzejmie informuje.
Koszt wydrukowania manuskryptu (wraz z rysunkami, fotografiami i tabelami) o objetosci
nieprzekraczajacej 6 stron formatu A4, sporzadzonego wg nastepujacych zasad:

— czcionka: Times New Roman, 12 pkt, odstep 1,5;

— 34 wiersze na 1 stronie;

— ok. 2400 znakow (bez spacji) na 1 stronie;

— rysunki i fotografie czarno-biale; wynosi 250 PLN + VAT.

Koszt druku kazdej dodatkowej strony (wraz z rysunkami, fotografiami i tabelami) wynosi
35 PLN + VAT.
Koszt druku 1 rysunku lub fotografii w kolorze wynosi 150 PLN + VAT

Uwaga:

Z oplaty za druk pracy zostana zwolnieni lekarze niezatrudnieni w instytutach naukowych,
wyzszych uczelniach i innych placéwkach badawczych.

Warunki prenumeraty czasopisma
Czlonkowie indywidualni PTMag — 40 PLN + VAT rocznie
Osoby fizyczne — 50 PLN + VAT rocznie
Biblioteki i instytucje — 150 PLN + VAT rocznie za 1 komplet
(4) egzemplarze + 10 PLN za przesytke
Whptlaty prosimy kierowaé¢ na konto UWM w Olsztynie:
PKO S.A. I O/Olsztyn
32124015901111000014525618
koniecznie z dopiskiem
»341-2202-1121"



