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OBTAINING ZINC ENRICHED SPIRULINA BIOMASS
AND ESTABLISHING ITS TOXICITY

BuBueHO BIUIMB pi3HUX KOHUEHTpauiil [lMHKY y cTaHIapTHOMY IOKMBHOMY CEpENOBHMILI 3appyKa Ha iIHTCHCHBHICTh Ha-
poryBauns 6iomacu Spirulina platensis. 36aradeHHs CipyJIiHU IPOBOANIIN BHECCHHIM Pi3HUX KOHIEHTpALH CipuaHOKHUCIOro
LHUHKY — Big 6,0 10 24,6 Mr/J1 cTaHIapTHOTO MOXKUBHOTO cepenoBuiia 3appyka. JlogaBanus cynbdary HUHKY y 1031 6,0 Mr/i 1o
CepeUHN KyJIbTUBYBaHHS NPOSIBIIIE CTUMYJIIOBATGHIN eeKT 00 HapoIyBaHHs KIiTHH Spirulina platensis, a moTiM BHacIi-
JIOK aKyMYJIIOBaHHS METaIly IIPOSIBIISIETHCS HOTO TOKCHYHUI edekT. [lofaBaHHs 1O MOXKHUBHOTO CEpeIOBUINA BUCOKHX 103 LnH-
Ky OPU3BOAUTH JI0 Pi3KOTO IPHUITHHEHHS HAPOIyBaHHS 0i0MacH CIipyJIiHHU Ta 3aru0eni KITHH KyJIbTypH 3 BOCEMOI 100H.

Jlocnikyiour rocTpy TOKCHUHICTE Giomacu Spirulina platensis, 36aradenoi L{uakoM, y no3i 5000 mr/xr macu Tina nmis-
XOM BHYTPILIZIYHKOBOTO BBEICHHS OiTMM MHIIAM Ta LIypaM HE BCTaHOBJIEHO 3arubeni TBapuH. KiiHiuHa KapTHHA peaxuii sk
Oinux Muiei, Tak i 6iMx uiypiB Ha G6iomacy Spirulina platensis, 36araueny Lunkom, Oyna oxHakoBoio. B 00ox BHmagkax
HaBiTh MIOBTOPHE BBEJCHHS BUCOKOI 103K J00aBKH y KimbkocTi S000 MI/Kr MacH Tija He CyIpOBOKYBAJIOCH JICTAIbHUMHU Hac-
nmigkamu. 3a Takux yMOB Oiomaca cripysiHu y KonueHTpauii 7o 5000 mr/kr macu Tina mae 3nauenss (DLQ).

Kunrouogi ciroBa: 6iomaca, 6imi Mumi, Gii mypH, KynbTypallbHe cepenoBuine, Spirulina platensis, Lluak.

Formulation of the problem. Single-cell algae possess unique metabolic and reproductive systems,
sensory and protective mechanisms that allow them to successfully adapt to different environmental fac-
tors (temperature, effects of heavy metals, radiation). Microalgae are increasingly used as producers of
food and feed protein, amino acids, vitamins and other valuable substances.

A significant advantage of algae is that their trace elements are in organically linked form, that is the
most accessible and digestible form, and their quantity is inherent in nature. Colloids, produced by al-
gae, are unparalleled in other organisms, they are difficult to synthesize chemically [3].

Spirulina biomass, rich in macro- and micronutrients, is one way of providing livestock and poultry with
Zinc [4, 8]. The cultural conditions largely change the content of trace elements in Spirulina biomass.

Natural Zinc complex composed of algae has significant advantages, primarily because biotic metal
went through a biological filter, therefore has most favorable to the body biologically available form. To
obtain such a natural complex is important in creating artificial mixtures [13].

Therefore, the development of Spirulina biomass enrichment biotechnology by biotic metal zinc and
toxicity study of such additives makes scientific and practical interest.

Analysis of recent research and publications. The physiological effect of Zinc is primarily condi-
tioned by its ability to form biocomplexes and is being accompanied by relative safety of this trace ele-
ment for biomolecules. This is largely predetermined by the absence of prooxidant properties inherent in
metals with variable valence (iron, copper, etc.). However, these properties promote the transporting and
metabolism of zinc in the body and implementation of its biological functions in cells [5, 11].

It is known that Zinc is involved in many intracellular molecular processes, characterized by regula-
tory effects on proliferation, differentiation and functional activity of different cell types. This deter-
mines the physiological effects of trace elements, namely: the impact on the growth and development of
the body, the immune, nervous, reproductive and other systems functioning [6]. In particular, there is a
relationship between zinc metabolism in the body and condition of cardiovascular and respiratory sys-
tems [2]. This trace mineral is needed for reproductive function, function of skin and mucous mem-
branes, bone tissue, visual and gustatory analyzers, digestive and pancreatic organs [7]. The pancreas is
involved in zinc homeostasis [10], releasing Zn2+ into intestinal tract, where the trace element reabsorp-
tion occurs in periods of zinc deficiency [9, 12].

The issue of obtaining zinc complexes within Spirulina platensis biomass and study of this feed
supplement harmlessness remains unexplored.

The purpose and objectives of the study — to obtain Zinc enriched biomass, to study the different
doses effect of this metal mineral form on S. platensis cells growth, and the study of biochemical param-
eters in the white mice body in the conditions of harmlessness influence of Spirulina biomass enriched
with Zinc.

© H. Merzlova, 2015

107



TexHOAOTIA BUPOOHHUIITBA 1 TepepOOKH IMpOAyKIL TBapuHHNITBa, Nel1’2015

Material and research methods. Experiments on the development of biotechnology for obtaining
Zinc enriched Spirulina platensis biomass, were performed by cultivating trichome cyanobacteria strain
LHU-603 on modified nutrient medium Zarruka with different concentrations of this biotic metal in
mineral form (zinc sulfate) in closed conditions and around the clock lighting.

Enrichment of spirulina was made by introducing various concentrations of zinc sulphate — from 6.0
to 24.6 mg/l of standard nutrient medium Zarruka (Table 1). The biomass activity growth of unicellular
alga Spirulina platensis depended on zinc sulfate content in the cultural fluid.

Table 1 — Scheme of experiment on establishing optimal Zinc concentration in the cultural fluid that helps to maximize
the accumulation of this metal in Spirulina biomass

Variant Environment
Control environment The standard nutrient media Zarruka (SNMZ) for Spirulina platensis containing of zinc
sulfate 0.23 mg/l
I experimental medium SNMZ containing 6.21 mg/l zinc sulfate
II experimental medium SNMZ containing 9.20 mg/l zinc sulfate
III experimental medium SNMZ containing 12.42 mg/l zinc sulphate
IV experimental medium SNMZ containing 25.30 mg/l zinc sulphate

One of the stages of feed additives preclinical study is measuring their acute toxicity. The acute toxicity
studies of Zinc enriched Spirulina platensis biomass, was carried out on white mice and white rats. The ex-
periments had two stages — preliminary and detailed. Before introducing spirulina solution supplement inside
the stomach, the mice were kept on a starvation diet for 3—4 hours, the rats — during the night.

The study of Zinc enriched Spirulina platensis biomass harmlessness, was carried out on Albino line
white mice.

The groups were formed with four mice in each. Laboratory animals were kept in specially designed
cages, mice had free water supply from drinkers and balanced food. During the experiment following
parameters were taken into account: the external look, behaviour, hair condition, response to external
stimuli, food and water consumption.

Animals were injected with test solution through the mouth into stomach by a metal probe with 1
mm diameter tip, on an empty stomach. The I experimental group was once injected with Zinc enriched
Spirulina biomass solution, followed by observation for 10 days. The II experimental group mice were
administered with zinc sulphate solution. The control group animals were injected with saline.

The acute toxicity of Spirulina platensis biomass was studied on 3—4 months old white mice, weigh-
ing 20-23 g and on 3—4 months old white rats, weighing 170-185 g.

Before making experiment the animals were quarantined for 14 days. Raising and feeding of animals
was carried out according to the generally accepted requirements. Metal enriched spirulina biomass was
dissolved in 2 % starch solution and thoroughly mixed.

Results and discussion. Taking into account that zinc has biotic action factors, and is a toxic metal,
our studies were conducted on the effects of Zinc different concentrations in the standard nutrient medi-
um Zarruka on intensity increase of Spirulina platensis biomass.

Adding zinc sulfate in the nutrient medium at a dose of 6.21 mg/l to 6 days of cultivation, revealed
stimulating effect of increasing cell Spirulina platensis, after 6 days due to the accumulation of metal
manifests its toxic effect. Adding to the nutrient medium of zinc mineral forms in doses of 25.3 mg/l
leads to a sharp increase of spirulina culture biomass suspension and cell death on the eighth day.

Thus, the addition of zinc sulfate to the I experimental medium before the middle of cultivation pro-
cess manifests the stimulating effect of Spirulina platensis cell growth, and then due to the metal accu-
mulation its toxic effect is manifested. Adding mineral form of zinc to the nutrient medium of the sec-
ond and the third experimental medium leads to a sharp suspension of Spirulina biomass growth and cell
death starting from the eighth day.

Given that the obtained Spirulina biomass with high content of zinc is a new feed supplement, it is
reasonable to study its harmlessness and acute toxicity.

Introduction Zinc enriched Spirulina platensis biomass to mice, in the amount of 50 and 5000 mg/kg
per body weight in the preliminary experiment was not accompanied by loss of animals during the ob-
servation period (14 days). A dose of 50 mg/kg per body weight did not affect animal condition. Behav-
ior, respiratory rate remained normal. Changes in consuming food, water, responding to external factors
were not observed. With the 5000 mg/kg dose for white mice, during 3—-9 hours there was observed slow
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response to external stimuli. Some animals showed the gastrointestinal tract disorder. However, with
some time, animals returned to normal.

The full-scale experiment showed that the introduction of Zinc enriched Spirulina platensis biomass
to white mice, with doses of 50, 500 and 2500 mg/kg per body weight had no adverse effect on the clini-
cal condition of the animals. There were no changes in animal behavior, as in the first hours after the
introduction of investigational factor and during 14 days of observation. It was experimentally proved
that introduction of 5000 mg/kg dose of Spirulina platensis biomass as in the preliminary experiment,
caused temporary inhibition of mice, which lasted up to 8 hours. During this period, it was found that
the animals were grouped, moved little, did not come to food and water. In addition, the mice had intes-
tine disorders. Ethological parameters recovered in all animals after 18—20 hours. Indigestion in mice
was terminated by the 3 day after introducing feed additive (Table 2).

Table 2 — Toxicity indicators of Zinc enriched Spirulina platensis biomass on white mice

ilugl?:egrrglf;nﬁgﬁ: Feed supplement dose, mg/kg The number of dead animals
all in % Average time of death
6 50 0 0 0
6 500 0 0 0
6 2500 0 0 0
6 in each (twice) 5000 0 0 0

During the study of acute toxicity of Zinc enriched Spirulina platensis biomass on white rats there
were alos used preliminary and detailed stages. Introduction of 50 mg Spirulina biomass per kg of body
weight did not cause changes in animal behavior. In addition, there was observed active consuming of
feed and water. With the dose of 5000 mg/kg the rats mobility was slowed. Animals slowly responded to
touch, noise and light. Respiratory rate decreased. Within 5—6 hours their condition improved, in 14
days after feed additive administration to rats, there were no deaths observed.

With full-scale experiment introduction of 500 and 2500 mg/kg doses to white rats their clinical
condition was the same as that of the preliminary experiment animals with a dose of 50 mg/kg per body
weight. There were no animal deaths within two introductions of Zinc enriched Spirulina platensis bio-
mass, with a dose of 5000 mg/kg per body weight. Oppression duration of rats and their attitude to food,
water, reaction to external stimuli coincided with the behavior of animals in preliminary experiment
with a similar supplement dose (Table 3).

Table 3 — Toxicity indicators of Zinc enriched Spirulina platensis biomass on white rats

Number of animals Feed supplement dose, mg/kg The number of dead animals
in a group, heads
all in % Average time of death
6 50 0 0 0
6 500 0 0 0
6 2500 0 0 0
6 (twice) 5000 0 0 0

Clinical response of both white mice and rats to Zinc enriched Spirulina platensis biomass was the
same. In both cases, even repeated administration of high-dose supplements in the amount of 5000
mg/kg per body weight was not fatal. Under these conditions, the doses of Spirulina biomass of up to
5000 mg/kg really matter (DLO).

It was experimentally found that Zinc enriched Spirulina platensis biomass belongs to the low-toxic
substances — Grade 4 GOST 12.1.007-76 [1]. DL50 Spirulina biomass with intragastric administration to
white mice and white rats is more than 5000 mg/kg.

The study of cumulative properties of Zinc enriched Spirulina platensis biomass feed supplement,
showed that during the course of introduction of feed additive the rats rapidly ate food, consumed water,
responded to environmental factors. The hair condition, visible mucous membranes, respiratory rate,
body temperature of rats did not differ from those in the control group animals. During the research
there have been not any fatality.

Totally put the average dose biomass Spirulina platensis, enriched Zinc per rat was more than 5000
mg/kg, indicating a lack of cumulative feed additive properties.
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Drawing homogeneous biomass Spirulina platensis, rich in Zinc, the mucous membrane of the eye of
rabbits studied it irritating. Experimentally proved that the biomass of Spirulina after 2 and 24 hours after its
application does not cause formation of eye discharge, redness and swelling of the mucous membrane. Thus,
according to a point system features: allocation, congestion and edema scored "0" points.

Consequently, it was found that the biomass feed supplement Spirulina platensis, enriched with
Zinc, not irritating effect on the mucous membranes of the eyes.

Conclusions. 1. The optimal concentration of Zinc in the nutrient medium for Spirulina platensis, in
which cell proliferation is not terminated and the metal accumulated maximum in algae biomass, is 24.6
mg/1. Under these conditions, Zinc content in the Spirulina platensis dry matter is 155.9 g/kg, respectively.

2. Spirulina platensis biomass, rich in Zinc, belongs to low-toxic substances and has no cumulative
properties. Its intragastric administration DL50 to laboratory animals (white rats and mice) constitutes
more than 5000 mg/kg per body weight.

Promising area of research is the study of biochemical parameters in the body of mice by administra-
tion of Spirulina biomass enriched with Zinc.
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Honyyenue 6Momaccenl CNUPyJIMHBL, 00oramenHoi IlnakoM, H ycTaHOB/IeHHE e¢ TOKCHYHOCTH

I'. Mep3ioBa

W3ydeHo BiusiHUE pa3MHYHBIX KOHIEHTpanuii [{nHka B cTanmapTHOM MUTATENIFHON cpene 3appyKa HAa HHTEHCHBHOCTh Ha-
pammBanus 6noMaccsl Spirulina platensis. OGoraienne CiupyIrHBI IPOBOAMIN BHECCHHEM Pa3IMYHBIX KOHIICHTpPALUH cep-
HOKHCIIOro IIMHKA — OT 6,0 10 24,6 Mr/n cranzapTHON mUTaTenbHOM cpenbl 3appyka. JloGasnenue cynbdara ruaka B go3e 6,0
MI/J1 I0 CepeAMHBbI KYJIbTHBUPOBAHMUS MPOSBISIET CTUMYIHpYIoUuid 3ddeKxT mo HapaumBaHuio Kietok Spirulina platensis, a
3aTeM B pe3ysibTaTe akKyMYJIMPOBAHUS METajlla NMpOSBIAETCA ero Tokcuueckuid agdexr. JobaBneHue B MUTATENBHYIO CPERy
BBICOKHUX 7103 L[MHKA MPUBOAMUT K Pe3KOMy MPEKpPaIlEHUIO HapaliuBaHUs OMOMAcCChl CIIUPYIMHBI H THOENU KIETOK KyIbTyphl
Ha4YMHAas C BOCEMH CYTOK.

Hccnenys octpyro TOKCHYHOCTE Oromaccsl Spirulina platensis, oboramennoit [{uakom B mo3e 5000 Mr/kr Maccel Tena Imy-
TEM BHYTPWKEIYJOYHOTO BBEJCHUS OCNBIM MBIIIAM U KpbIcaM HE YCTaHOBJIEHO IHMOenn >XMBOTHBIX. KiMHMUeckas kapTHHA
peakiyu Kak OesIbIX MBIIIEH, Tak u OenbIX KphIC Ha OuoMaccy Spirulina platensis, oboramennyio LluHKOM, ObUIa OAMHAKOBOM.
B 06oux ciyuasx nake MOBTOPHOE BBEIEHHE BBHICOKOW 0361 100aBkU B KoimyecTBe S000 MI/KT Macchl Tena HE COMPOBOXK/IA-
JIOCh JIETaJbHBIM UCX0J0M. IIpu Takux yciaoBusx 6uomacca cnupyivHbl B KOHLEHTpauuu 10 5000 Mr/kr mMacchl Tena uMeeT
3naueHue (DL).

KiroueBble cjioBa: 6uomacca, 6enble MBI, Oenble KPBICHL, KYIbTypalibHas cpena, Spirulina platensis, LluHk.

Obtaining Zinc enriched Spirulina biomass and establishing its toxicity

H. Merzlova

The effect of different zinc concentrations in the standard nutrient medium Zarruka on the intensity of Spirulina platensis
biomass growth is being stuided. Enrichment of spirulina was made by introducing various concentrations of zinc sulphate —
from 6.0 to 24.6 mg/l into standard nutrient medium Zarruka. Adding zinc sulfate in a dose of 6.0 mg/l to the cultivation medi-
um manifests stimulating effect on Spirulina platensis cell growth, and then due to accumulation of metal manifests its toxic
effect. Adding high doses of Zinc to the nutrient medium leads to a sharp decrease of Spirulina biomass growth and to cell
death from the eighth day.

While exploring the acute toxicity of Spirulina platensis biomass, enriched with Zinc at a dose of 5000 mg/kg, by intra-
gastric administration to rats and white mice, there were not observed animal deaths. Clinical response both white mice and rats
to Spirulina platensis biomass, enriched with Zinc, was similar. In both cases, even repeated administration of high-dose sup-
plements in the amount of 5000 mg/kg per body weight was not fatal. Under these conditions, the Spirulina biomass in concen-
trations up to 5000 mg/kg of body weight really matters (DLQ).

Key words: biomass, white mice, white rats, culture medium, Spirulina platensis, Zinc.
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BU3HAYEHHSA IPUCYTHOCTI IVIIOTEHY 3JIAKOBUX KYJIBTYP
Y XAPYHOBUX ITPOAYKTAX METOAOM ILJIP-PY

3a Buxopucranus TagMan-TeXHONOTIl METOLy MOJIIMEPa3HOi JIAHLIOrOBOI peakiiii B pexumi peansHoro yacy (ITJIP-PY)
PO3pOOIIEHO TECT-CUCTEMY ULl BUSABICHHS Ta ineHTH(IKalLil y NpOAOBOJIbYiil CUPOBHHI i XapuOBHUX MPOJYKTaX YOTHPHOX 3JIa-
KOBHUX KyJbTYp (MILEHHL, )KUTA, BiBca 1 SYMEHIO), IIFOTEH SIKUX NPHU3BOAUTH JO BUHUKHEHHS Y JIIOJMHH 3aXBOPIOBAHHS Ha
ueniakiro. TecT-crcTeMa YMOXKIUBITIOE aHANI3 MPOAYKTIB, SIKi MiZJaBalnuch TepPMidYHOMY 00pobiIeHHI0, epMeHTarii, ripoisy,
ii piBeHb YYTJIMBOCTI JOCTATHIN IS BHSBJICHHS TaK 3BaHOI'O IPUXOBAHOI'O IVIFOTEHY. ATNpPOOalif0 TECT-CUCTEMH MPOBEICHO Ha
53 3pa3kax MpoJ0BOJIbYOI CHPOBUHH 1 Xap4OBHUX MPOYKTIB LIIIXOM MOPIBHAJIBHUX BUIPOOYBaHb 32 BUKOPUCTAHHS KOMEPIIiii-
HuX IDA- ta [TJIP-Tect-cucrem — RIDASCREEN® Gliadin Ta SureFood® ALLERGEN ID Gluten (R-Biopharm, Himeuunna)
BiAMOBiAHO. 3a e(eKTUBHICTIO POOOTH (CIenM(ivHICTIO, YyTIMBICTIO, MOBTOPIOBAHICTIO Ta BiATBOPIOBAHICTIO PE3yJbTaTiB)
po3podiieHa cucTeMa He MOCTYMAEThCS 3apyOKHUM aHAJIOTaM 1 € 3HAYHO JELICBILOIO.

Kurouogi ciioBa: rimoten, nemiakist, [1JIP B pesxxumi peaiabHOro 4acy, Xap4yoBi MPOIYKTH.
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