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GROWTH AND FRUIT BODY FORMATION
OF PLEUROTUS OSTREATUS ON MEDIA
SUPPLEMENTED WITH INORGANIC SELENIUM

ABSTRACT: Selenium is a trace mineral chemically related to sulfur and tellurium.
In the body selenium combines with protein molecules to form selenoproteins and it is dis-
tributed in low concentrations and unequally in air, soil and water all over the world. Edible
mushrooms are known to be selenium accumulators. Since mushrooms contain relatively
high protein levels, and they can accumulate large amounts of selenium, it is reasonable to
expect that selenium could be incorporated into proteins. The growth of mycelia and fruit
body formation of different medicinal mushroom strains of Pleurotus ostreatus (Hk-35 and
P;o) over the wide range of concentrations of inorganic form of selenium were examined.
Mushrooms were cultivated on agar base media and on substrates based on sawdust. Vege-
tative growths of mycelium were measured as colony diameter in pure cultures supple-
mented with inorganic form of Se supplements, prepared as Na,SeO, and Na,SeO; in con-
centrations of: 1, 10, 25, 50, 75, 100 and 150 mg/l. Inorganic form of Se supplements,
showed stimulation effects (in concentration of 1—50 mg/l) and toxic effects in higher con-
centration. On the standard industrial sawdust based substrate, supplemented with 100 mg/kg
Na,SeO, and Na,SeO3, accumulation of Se in fruit bodies was determined by the method
of flameless atomic absorption spectrophotometer. The readings were performed on Varian
SpectrAA-10 spectrophotometer equipped with VGA-76. Se as Na,SeO, and Na,SeO; was
effectively taken up from substrates and accumulated in fruit bodies. Mushrooms accumu-
lated selenium between 120 and 250 mg/kg dry weight. In mushrooms cultivated without Se
supplement, Se contents were only about 1 mg/kg and in substrate about 0.1 mg/kg.
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INTRODUCTION

Selenium is a trace mineral chemically related to sulfur and tellurium. In
the body selenium combines with protein molecules to form selenoproteins.
Selenium deficiency is linked with numerous diseases: cancer, muscular dys-
trophy, malaria and cardiovascular disease including endemic cardiomyophaty
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in selenium deficient regions (Nassir et. al., 1997). Selenium is distributed
in low concentrations and unequally in air, soil and water all over the world
(Barceloux, 1999). The soil in some parts of China and Russia has scant
amounts of selenium. The amount of Se in soil, which varies by region, deter-
mines the amount of Se in the plant foods and meat. The daily value recom-
mended for selenium by the FDA is 70 pg. When supplements are used,
100—200 pg daily of selenomethionine is recommended. Amounts greater
than 200 pg should be avoided.

Fungi are known as accumulators some chemical elements, like Zn, Cd,
As etc. Edible mushrooms are known to be selenium accumulators. Since mush-
rooms contain relatively high protein levels, and they can accumulate large
amounts of selenium, it is reasonable to expect that selenium could be incor-
porated into the proteins (Gergely, 2006). The genus Pleurotus (higher
Basidiomycetes) includes edible and medicinal species, some of them are culti-
vated and have important economical value and some have important medici-
nal properties: reduction of cholesterol levels, antitumor, antiviral, antibacterial
and immunomodulating activity. Pleurotus species may present an excellent
dietary source of some microelements because of their ability to absorb them
from medium (Stajidé, 2001).

The aim of the study was to determine the contents of mineral element
(Se) in the cultivated mushrooms Pleurotus ostreatus.

MATERIAL AND METHODS

Growth and fruit body formation on media supplemented with selenium
was investigated on mushroom strains (Faculty of Agriculture collection): Pleu-
rotus ostreatus (Hk-35, P,;). Cultures were maintained at 4°C on malt agar
base contained in screw slants with periodic transfers to fresh agar base (pH =
54 £ 0.2).

The response of fungi to inorganic selenium supplements (Faculty of
Chemistry, University of Belgrade) was examinated. Inorganic form of sele-
nium supplements were prepared as Na,SeO, and Na,SeO, (1 mg/l, 10 mg/l,
25 mg/l, 50 mg/l, 75 mg/l, 100 mg/l, 150 mg/l) in Petri dishes with three re-
plicates per treatment.

After agar sterilization at high preasure in an autoclave for 15 minutes at
121°C, the fragments of mycelia were inoculated and incubated at 25°C in the
dark. The diameters of the formed colonies were determined 9 days after
inoculation in order to assess the effects of Se on mycelial growth.

Seed for bags inoculation were prepared in glass jar, on wheat grain.
Grains were cooked in water and dried with filter paper. To adapt pH at 6—7,
CaCO3 was added into wheat. The prepared grains were put into jams and ste-
rilized in autoclaves for 40 minutes at 121°C. After cooling, grains were
inoculated with fragments from mycelia and incubated at 25°C in the dark for
about 4 weeks, depending on the mushroom species and strains.

The substrates for P. ostreatus cultivation were prepared with sawdust
(42%) as basic substratum (100%) and straw (29%), chopped oik (24%) and
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gypsum (5%) were added to the basic substratum. The moisture content of
substrate was adjusted to about 60%. Polipropylen bags contained substrate
(1.5 kg/bag).

Selenium as Na,SeO, and Na,SeO, solution was supplemented at 100
mg/kg into 5 bags. The bags were sterilized, inoculated with seed and incu-
bated at 26°C under 85% humidity in the dark for 20 days to allow full colo-
nization of mycelia. All bags were then transferred to the green house for
fruiting under daily irrigation and attenuated illumination. The substrate blocks
were exposed to the temperature of 21—23°C and humidity 60—80%. The
fruit bodies of both strains, developed completely and discharged spores from
50—060 days after the inoculation. The fresh mushrooms were stored frozen in
boxes and kept at —20°C for a while. Melt fruitbodies of mushrooms were cut
into pieces, dried at hot air (80°C, for few days) and then ground into a con-
sistent powder.

The total selenium content in soil samples was determined by the method
of flameless atomic absorption spectrophotometer, after its digestion with acids
(HNO; and HCIO,) and reduction of Sef* to Se** with 6MHCI. The read-
ings were performed on Varian SpectrAA-10 spectrophotometer equipped with
VGA-76.

RESULTS AND DISCUSSION

The effects of inorganic supplements on mycelial growth of mushroom
species on agar base media and sawdust substrates were examined. The ob-
tained results showed that the investigated Pleurotus strains have different abi-
lities to absorb selenium by mycelia from medium where it is present in the
form of Na,SeO,, Na,SeO, and in different concentrations. They also differ in
their ability to retain selenium in fruit body.

The investigated selenium sources and concentrations had different effect
on the production of mycelial biomass in the investigated Pleurotus strains. In
some cases, selenium did not show any effects on production and it was the
same as in the control medium. However, in some cases, the presence of sele-
nium in medium caused either an increase or a decrease of mycelial biomass
production in comparison with the control.

— Mycelial growth on agar base media was measured as colony dia-
meter in pure cultures supplemented with Na,SeO, and Na,SeO,. Na,SeO,
(1 mg/l, 10 mg/l and 25 mg/l) stimulated the growth of P. ostreatus, strain
Hk-35 (Fig. 1).

Mycelia at both strains showed slight inhibition at 150 mg/l. Growth of
strain P,, was inhibited with all tested concentrations (Fig. 2).

Na,SeO, stimulated mycelial growth of P. ostreatus Hk-35 at 1 mg/l and
10 mg/l. Not any of tested concentrations (1—150 mg/l) showed inhibition by
50?7 for P. ostreatus strains.

— Selenium as Na,SeO, was effectively taken up from the substrates and
accumulated in fruit bodies. The mycelia grew normally and young primordia
of P. ostreatus formed well. There was no difference in morphology of fruit
bodies grown on substrates with and without selenium supplements. Accumu-
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Fig. 1 — Mycelial growth of Pleurotus ostreatus Hk-35 on agar base supplemented
with Na,SeO; and Na,SeOy,
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Fig. 2 — Mycelial growth of Pleurotus ostreatus P, on agar base supplemented
with Na,SeO; and Na,SeO,

lation of selenium in fruit bodies was determined by electrochemical atomic
absorbtion methods. The results showed that selenium as Na,SeO, and Na,SeO,
was effectively taken up from the substrates and accumulated in fruit bodies.
(Tab. 1)
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Tab. 1 — Average content of selenium in mushroom fruit bodies (mg/g) grown on Se enriched
substrate with 100 mg/kg d.w.

Mushroom strain Natrium selenat Natrium selenit Control
Pleurotus ostreatus P70 169.3 213.0 0.85
Pleurotus ostreatus Hk-35 154.7 205.2 1.1

The total selenium content of the frozen and dried mushrooms depends
on the mushroom strains and form of supplemented selenium. P. ostreatus
accumulated selenium better from Na,SeO, than from Na,SeO,. P. ostreatus
accumulated selenium between 120 and 250 mg/kg. In mushrooms cultivated
without Se supplement, Se content was 1 mg/kg, and in the control substrat it
was 0.1 mg/kg.

CONCLUSION

Selenium enriched mushrooms are an excellent dietary source. Selenium
as Na,SeO, and Na,SO, was effectively taken up from the substrates and accu-
mulated in fruit bodies. Considering the foregoing results, further investiga-
tions can be made in the following areas:

— The study of selenium metabolic pathway and its forms, which are
presented in Pleurotus species;

— Analyzing other cultivation media and finding the best one for maxi-
mum Se absorption by mycelia and the incorporation of organic selenium
compounds in P. ostreatus;

— Considering both the medicinal properties of the Pleurotus species,
and selenium antioxidative, antimutagenic and anticarcinogenic features, and
the investigation of the effect of using Se-enriched fruit bodies in nutrition as
well as their extracts.
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ITOPACT U ®OPMUPAGE TTNIOAOHOCHUX TEJIA T'JbUBE
PLEUROTUS OSTREATUS HA CYIICTPATY OBOT'AhRhEHOM
HEOPTAHCKUM JEAUBEHBUMA CEJTEHA

Munena /. Casuh, Jenena IlI. IlerpoBuh, Anuta C. Knayc,
Mwuomup I1. Hukmuh, Munomr B. Pajkosuh, Henan P. ®unumosuh,
Csemnana b. Autnh-MunageHoBuh

IMossonpuBpentu dakynrer, MHcTuTyT 3a [IpexpamMOeHy TeXHOJIOTHjY,
VYuusepsuter y Beorpany, Hemamwuna 6, 11080 3emyH

Pesnme

CeJieH je eceHIIMjeJTHU MUKPOEJEMEHT, HEONXOAaH y MaJuM KoJuyuMHama. 3e-
MJbMIITE Ha Teputopuju EBpome mma HU3ak campikaj ceiaeHa. Iledypke campike pena-
TMBHO BHUCOK HUBO MPOTEMHA, T€ CTOra MOTY Jia YCBOje BUCOKE KOHIIEHTpalluje cesie-
Ha, KOj Ce MHKOpIIopMpa y IpoTenHe (Gopmupajyhu ceiaeHompoTenHe. Y pamy je uc-
NMUTUBAH yTULaj Beher Opoja pasIMYUMTUX KOHIIEHTpallMja HEOPTaHCKUX jeuibethba Cce-
JIeHa Ha TmopacT U (hopMUpamke IIOAOHOCHUX TeJla MeIMLIMHCKM 3HadyajHe ribuBe Pleu-
rotus ostreatus (komepuujanHu cojesu Hk-35 u P,;). ITopact munenujyma Ha ciaiHOM
arapy mpaheH je MepermeM IpeYHMKAa KOJIOHHUjE YMCTe KyJType oboraheHe HeopraH-
CKUM jenumberbuMa cejieHa. KopuinheHa HeopraHcka jeuiberba celieHa, y OOJIMKY
Na,SeO, u Na,SeO; (1—50 mg/l), cTuMmynmucana cy mopacT MULENIUjyMa, AOK cy Behe
KOHIIEHTpalI1je MoKa3aje pasinyuT TOKCMYaH e(eKaT y 3aBUCHOCTH Ol KOHIIEHTpaLIU-
je ImomaBaHOT jeIuibeHha U coja mbuBe. [leuypke cy 3aTuM rajeHe Ha XpaHJ/BUBOM CYII-
cTpaTy oboraheHOM HEOpPraHCKUM jeArHeHuMa cesneHa KoHleHTpanuje 1o 100 mg/kg.
Canpkaj cesieHa y TUIOJOHOCHUM Tennma oapeheH je momohy AAS (XuapuaHu MeTO.)
HAaKOH BJIaYKHE JMUIEeCTHje U pe3ylTaTh Cy OuuTaHu Ha VarianSpectarAA-10 crnektpo-
dbotomerpy ca VGA-76 (momohHu amapar 3a ucnapaBamwe) LSD tecroM. AHanuze cy
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roKasajie Jia ¢y IJbUBE YIENIHO YCBOjUJIE CeJIeH Y TUIOJOHOCHOM Teiy. TOoTajHU caap-
’Kaj ceJieHa y TIIOJOHOCHOM TeJly Tedypaka 3aBHCHO je O MCITUTHMBAHOT COja M BPCTE
[IOaBaHOT jenumewa. Pleurotus ostreatus je 0osbe ycBojuna cejaeH u3 Na,SeO; Hero
n3 Na,SeO,. KonueHnrpauuja ycBojeHor cejieHa ce kpetana usmehy 120 u 250 mg/kg
cyBe Mace. Y Medypkama Koje Cy rajeHe Ha CyIcTpaTy Oe3 JojaTka cejieHa, Caapikaj
cejieHa je U3HOCUO cBera oko | ug/g, NOK ce oBa BPENHOCT 3a YMCT CYICTPAT KpeTajia
oko 0.1 mg/kg.
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