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Kparak cagpxkaj: ws pana je 010 na ce yTBpAW CTadUIHOCT aKTUBHOCTH [JTyTaTUOH
nepokcuaasa 1 u 3 TokoM ckiaguiiTewa Ha TemnepatypH +4 °C u -18°C. Kps je y3eta
0l 0OCaM OBalla, a aKTUBHOCT €H3UMa je oapehusana y masmu (GPx3) u eputpouuTu-
ma (GPx1) mpBor, Tpeher, netor ¥ ceMOr JaHa y y30pIiMMa 4yyBaHUM Ha +4 °C u Ha-
KOH jeJHOT U TpU Mecella Y y3opuuma yyBaHuM Ha -18°C. AktuBHocT GPx3 je TokoM
CKJIa[UILTEHA HA OBUM TEMIlEpaTypaMa CTaTUCTUYKU 3HAUajHO Olasia [OK je aKTUB-
HocT GPx1 ocTana vcTa HAaKOH TPU Mecella YyBawa Ha Temrneparypu -18°C. Pesynratu
OBOT paza yka3yjy Ha To na ce GPx3 mopa ogpehuBaTH y CBeXHUM y30pLUMa IIa3Me
oBala, AOK ce akTUBHOCT GPx1 eputpouuTa oBana Moxe ogpehuBaT U HAKOH 3 me-
celja yyBama Ha Temmepartypu -18°C.

KspyyHe peyH: akKTUBHOCT, IJTyTaTHOH nepokcuaasa (GPx), oBle, CeIeHOMPOTeUHN

YBOJ

Mertabonusam ceneHa je BP0 KOM-
IUIEKCAH jep je 0Baj MUKPOEJIEMEHT 3a
OpraHu3aM €eCeHLHUjalaH, ajld U IOTEH-
IWjaJTHO BPJIO TOKCHUYaAH. [lomahe v nuBsbe
YKUBOTHIE CEJIeH YHOCE MpeKo xpane. Ca-
Ip’Kaj CeleHa y XpaHUBHMMa OWJBHOT I10-
peKia 3aBUCH OJI HEKOJIMKO (paKTopa: Xe-

MHUjCKOT 0D/IMKa CeJIeHa Y 3€MJBUILLTY, KO-
JIVMYUHE y 3€MJBULITY, BpCTe DUJbKE, Kao
v (paze pacra came dubke. Y CBETY je me-
(PUHHUCAHO HEKOJIUKO CeleHae@UuunT-
HUX MOJpPYydYja, a jJeJHO Of HHUX je U [eo
Bankanckor momyoctpsa (Valci¢ u cap.,
2013).

* Pan je mpeseHToBaH Ha 22. ['opulimeM CaBjeTOBawy [NOKTOpPA BETEPUHAPCKE MEIULIMHE
Penybnuke Cpncke (buX) ca mehynapogaum yuemrhem
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CeneH je eceHUWjalHU MHUKpPOEJIe-
MEHT Ca MHOTOCTPYKHUM H BPJIO BXKHUM
yjiorama y opranusmy. bberose ¢usmo-
JIOLIKE yJIOTe JAUPEKTHO Cy IIOBE3aHe ca
(pyHKIMjaMa [POTEHHA y YUjU CacTaB Ce
KOTpPaHCIaTOPHO yrpabyje myTem HETH-
NMYHE aMHHOKHUCEJIMHE CEJIEHOLUCTEU-
Ha.

Ilo caza je OTKpUBEHO 26 CeneHompo-
TEMHa Cucapa, a CaMO 3a HEKE Of HBUX
je mosHara (usHosolKka yinora. IIpsu
IIPOTEUH 3a KOjU je NOKa3aHO [ia Y CBOM
cacTaBy UMa yrpaheH CeleHOLUCTEeHH je
ryTaTuoH nepokcugasa (GPx) (Rotruck
u cap., 1973; Flohe u cap., 1973). o
cama je UuaeHTU(UKOBAHO 5 M30EH3UM-
ckux ¢opmu GPx Kkoje pemykyjy BOIO-
HUK IIEPOKCUJ, U OpPraHCKe XUIPOIEpPOK-
cupe, wrutehu henuje on oOxkcuzaTUBs-
Hor ourtehewa. OBa rpyna CeleHOEH3H-
Ma o0yxBaTa LUTOCOIHY I[JIyTaTUOH Iie-
poxcupasy (GPx1), racTpOUHTECTUHAIHY
I7IyTaTUOH nepokcupasdy (GPx2), mnas-
MaTCKy (exkcTpauesnyiapHy) INIyTaTHUOH
nepokcugasdy (GPx3), dochonunung xu-
OPOMEPOKCU TJIYTaTUOH TMEPOKCUA3Y
(GPx4) ¥ HOBOOTKpPUBEHY INIyTaTUOH II€-
poxcunasy 6 u3 opakTOPHOT ENUTENA U
€MOpHUOHATHOT TKUBA.

[TocToje cTporn MexXaHWU3MHU peryJa-
1Jje HUBOA CeJleHa HeONXOIHOT 3a ONTH-
MaJIHy €KCIPeCHjy CBUX CEeHONpPOTEU-
Ha. CuHTEe3a CeeHONPOTEUHA je PEryiu-
CaHa HMBOOM CeJIeHa Y XpaHH, ajlu 3aBU-
CY W OJ] TKHMBA U Of] TOra KOjU je CEJIEHO0-
NPOTEHH y NUTawy. HuUje jacHO Ha Koju
HayWH henuje U TKUBA [1ajy MPUOPUTET 3a
IErOBYy yrpajmwy y ogpeheHe ceneHonpo-
TEHHE.

Inytiawmiuon uepoxcugasa 1 (GPx1) Ba-
KaH je €eH3UM LIUTOIUIa3MEe KOjU penyKyje
BOJOHUK MEPOKCHU U MIEPOKCHUIE CIT0D0I-
HUX MAaCHUX KHCEIWHA U THUME CMamyje
moryhHocT omrehewa henuje ycien ok-
CUIATUBHOT CTpeca. Bpio je ocetspmBa Ha
IIPOMEHE CTaTyca CejeHa, IPU YEMY KOJ
ceneHgeUUUTHUX JeOJUHKHA Majga HUBO
nHpopmanuone iRNK u camor nporeu-
Ha. C 003UpOM Ha TO 7a je INIyTaTHOH Te-
POKCHIa3a CEJIEHOEH3UM U [1a HBeHa ak-
TUBHOCT [O W3BECHE TIpaHULE JIUHEAp-
HO 3aBHUCH O]l KOJIMUMHE CEJIEHA Y Xpa-
HU, aKTHUBHOCT OBOT €H3UMa MOXe OUTH
nodap mokasaresb CTaTyca CeJeHa y Op-
ranusmy. Ocum tora, GPx1 epurpouura
IpefCcTas/ba JoOap apaMerap 3a Impoue-
HY CTaTyca CejieHa JeJUHKH Y IyXKEeM Bpe-
MEHCKOM TIEPUOLY, jep CE €H3UM CUHTe-
THLIE CaMO Y NEPUOAY EPUTPOIIOE3E.

I'nymatiuon uepoxcugasa 3 (GPx3) je-
IOVHU je eH3UM U3 (pamuiuje IIyTaTHUOH
nepokcHugasa Koju ce myuu y mehyhenwuj-
cku mpocTtop. CymcTpaT 3a 0Baj €H3UM
Cy BOJOHUK MEPOKCUJ, XUOPOMIEPOKCUIH
MaCHUX KUCENWHA, GOCHONUNUIHU XU-
IOPOIEPOKCUAM, @ UMa 3HAYajHy YJIOTy Y
AHTUOKCUJIAaTUBHUM NPOLIECUMA Y KPBHO]
mwiasmu (Brigelius-Flohe, 1999). T'mas-
HU U3BOD eKkcTpauenynapHe GPx3 cy oy-
OpesH, a CHHTETUIY je eNUTeNHe hemnuje
MPOKCUMAHUX TyDysia HedpoHa M Ma-
puetanHe henuje boymaHoBe Karmcyne
(Yoshimura u cap., 1991). Kako axTus-
HOCT OBOT eH3uMa omaja u 10 99% y ciry-
yajy nedunuta cenena, u GPx3 ce mupo-
KO KOPHUCTH y MPOLIEHU CTaTyca CeJieHa.
Takohe, akTUBHOCT OBOT €H3WMa Ce KOPH-
CTH 3a [TPOLIEHY CTaTyca ceseHa y Kpahem
BpEMEHCKOM mepuony jep hemnuje Kkoje



40

Berepunapcku xypHan Pemydnuke Cpncke

Veterinary Journal of Republic of Srpska (bama JIyka-Banja Luka), Boi/Vol. XVIII, bp/No.1, 38-53, 2018

[I. Bommwakosuh U cap.:

YTuaj pasmUUUTHX TeMIlepaTypa CKIaIUIITeha Ha aKTHBHOCT ITyTaTHOH TIEPOKCH/Ia3a epUTPOLIMTA 1 ITa3Me oBalia

CUHTETULIY OBaj €H3UM BpJIO Op30 00y-
CTaBJbajy CUHTE3Y Yy YCI0BUMA AeULIUTA.

Haxkne, axktuBHoctu GPx1 u GPx3
Ipe[CTaB/bajy OMJUYHE OMOMapkepe 3a
NPOLIeHy CTaTyca ceneHa. Mehytum, He-
Kaja je Hemoryhe ogpehuBame HUXOBE

aKTUBHOCTH Y CBEXE€ y3€TUM Y30pLUMa
KPBH, HAPOYMUTO aKO jeIMHKE MOTHUY Ca
Pa3IUYUTUX JIOKAJIUTETA. 3aTO CMO CMa-
Tpa/M J1a je HEONXOJHO YTBPOUTH afek-
BaTaH HauMH YyBama y3opaka 0 ogpehu-
Bama aKTUBHOCTH.

MATEPHUJAJI U METOIE

Y uwmpy ucnutuBama akTUBHOCTH GPX
u3 kpBHe mwiasMe (GPx3) u upurocona
eputpounta (GPx1) xopuurhena je kpB
y3eTa BeHeMyHKIUjoM V. jugularus ovaca.
Kps je y3eta o ocam oBaua, oda nosna, a
jenuHKe cy OpxaHe y (apMCKUM YCII0-
BUMa. Kao aHTUKOAryIanuoHO CpPencTBo
kopuirheH je xenapuH (12 IU/mL kpsu).
KpB je neHtpudyroBaHa y Tpajawmy Of
15 munyTa Ha 1000 x 1, Kako du ce us-
IBOjwIa KpBHa Iuta3ma. HakoH onBajama
KpBHE IIJIa3Me, EPUTPOLIUTU Cy UCIIHUPaA-
HU (PU3HOJIOLIKUM PACTBOPOM U LIEHTPH-
dyrupanu 3 myta. Y30puu KpBHE Ija3-
M€ U Y30pLY €pPUTPOLUTA CYy YyBaHU Ha
Temrneparypu +4 °C TokoMm ceflam faHa U
Ha -18 °C TokoM Tpu mecena. AKTUBHOCT
rinyTatioH nepokcupasa (GPx1 u GPx3)
MEpEHA je Nmpsor, Tpeher, NeTor u ceamor
NlaHa HAKOH CTajaka Ha TeMIlepaTypu +4

°C, ka0 ¥ Mecell laHa ¥ TPU Mecella Ha-
KOH YyBata Ha -18 °C.

OnpehuBame aKTUBHOCTH TJIYTaTUOH
MepoKCcUiase

AKTUBHOCT IIUTOCOJTHE TJIYTaTUOH Iie-
pokcupase (GPx1) U rayTaTUOH MEPOK-
cupase KpBHe miasme (GPx3) ogpehusa-
Ha je metogom o Gunzler u cap. (1974)
Ha cnektpodoromerpy Cecil 2000, ca
BOJIEHUM KYTIaTUJIOM U TEPMOCTATOM KOjH
je oOpXKaBao KOHCTAHTHY TeMIIepaTypy
og 37 °C. IlpuHUMII OBOI Mepema
3aCHOBAH je Ha CrIeKTPO(OTOMETPUjCKOM
peructpoBawy norpowke NADPH vy
KYIJIOBAHOM €H3UMCKOM CUCTEMY.

CacraB, Ka0 U KOHAyHe KOHIIEHTpa-
IMje peareHaca, MpUKa3aHH Cy y Tabemu
1.

Tadena 1. CacraB peareHaca Koju Cy KOpUIIheHHU 38 CIEKTPOPOTOMETPHUjCKO OJI-

pebuBamwe aktuBHOCTH GPX

PeareHcu 3anpeMuHa (ul) KoHayHa KoHIleHTpal1ja
Kanujym dochatHu nydep
(400 mmol/L, pH 7) 500 100 mmol/L
GSH (604 mmol/L) 200 4 mmol/L
[nyTatuon peaykrasa (GR) 50 6 mmol/L
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KpBHa m1asma;

XEeMOJIU30BaHU 20; 10 0,375 IJ/mL
epuTpouuTH (pasos. 21x)

NADPH 200 0,3 mmol/L
TBH 550 1,575 mmol/L
PenectusoBaHa BoJia 480; 490

Catmuctuuxa o0paga nogamaxa

3a craTucTUuKy 0dpany noparaka Ko-
pumthenu cy nporpamu MS Excel 2007
u GraphPadPrism5. Pesynrtatu cy npu-
Ka3aHU KopulnheweMm mnapameTapa Oec-
kpuntuBHe cratuctuke (Xcp, CO u KB).

CTaTUCTAYKA 3HAYajHOCT PasiuKke JIo-
OuWjeHHx BpegHOCTH u3Mely mojenu-
HUX rpyna ogpehusaHa je CTyIeHTOBUM
T-TECTOM, 3a HUBOe 3HaudajHoctu p<0,05,
p<0,01 u p<0,001.

PE3YJITATH

OnpehuBawem akTuBHOCTH GPX3 KpB-
He I1a3Mme oBaua, Beh Tpeher naHa Ha-
KOH YyBawa Ha Temneparypu on 4 °C
yTBpHEH je CTAaTUCTUYKUA 3HA4yajaH Maj
aKTUBHOCTH, 1ITO j€ NMPUKa3aHo y Tadenu
2. YUyBame y30opaka KpBHE IUIa3M€ Ha

Temrepatypu -18 °C, noBeno je HaKOH
Mecel] JaHa OO CTAaTUCTUYKU 3HAYAjHOT
naja aKTUBHOCTH OBOT €H3MMa, a HAKOH
3 Mecena y y3opUrMa HUje 3adesnexeHa
axktuBHOCT (Tadena 4).

Tabena 2. AktuBHOCT GPx3 13 muiasme oBaua HakoH 1,3,5 ¥ 7 naHa yyBawa Ha TEM-

nepatypu +4°C (pKat)

Jlanu
1 3 5 7
Xcp+C/J 5,57+0,52 1,39+0,38** 0,89+0,39** 0,55+0,27**
KB 9,38 27,57 43,36 49,23

** p<0,01 y ogHOCY Ha akTUBHOCT onpeheny 1. nana

XCp — apUTMETHUYKA CpesyuHa
C — ctaHmappHa nesujanuja

KB — koedwu1jeHT Bapujaluje
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AxtuBHOCT nutoconHe GPx1 y epu- (Tabena 3). [Ipu uyBamwy Ha -18°C, TOKOM
TPOLUTHMA, IIpU 4yBawy Ha +4 °C, pac- [OCMaTpaHOr Iepuoja O TPU MeEcela,
Jla je TOKOM BpEMEHA U Ha MOYETKY I10- aKTUBHOCT C€ HUj€ CTAaTUCTUUKH 3HAYajHO
cMatpaHor mepuopa usHocuna je 1370 Mmemwana (Tabena 4).
pKat, a HakoH cemaMm paHa 2370 pKat

Tadena 3. AxtuBHocT GPx1 u3 epuTpounTa oBana HakoH 1,3,5 1 7 1aHa HAKOH 4y-
Bamwa Ha TemMneparypu +4°C (pKat)

JlaHu
1 3 5 7
Xcp+C/ 1369+367 1771+£265** 1863+247** 2369+308**
KB 26,85 14,98 13,26 13,00

**p<0,01

XCp — apUTMETHYKa CpenuHa
CI — craHpapiHa neBujanvja
KB — koedunujeHT Bapujauuje

Tadena 4. AktuBHoct GPx3 kpBHe asme u GPx1 U3 eputrpouuTa oBala HakoH 1
v 3 Mecela yyBamwa Ha -18°C (pKat)

GPx3 GPx1
1 mecern 3 Mecena 1 Mmecer, 3 Mecena
Xcp+CA 2,69+1,14 / 1388+337 1334+141
KB 42,30 / 24,32 10,58

** p<0,01

Xcp-apUTMETHYKA CpEIUHA
CI-craHpappHa neBujanuja
KB-koeduiyjeHT BapHyjanuje
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OJHCKYCHJA H 3AK/bYYAK

OnpehuBawe aKTUBHOCTH E€H3H-
Ma IJIyTaTUOH NEPOKCHIAa3a 3HayajHo je
pany MpoLeHe cTaTyca CelleHa jelUHKH,
IITO je of MocedHOr 3Hayaja KOJI jeSuH-
KM KOje Cé eKCTEH3UBHO raje, a HapOUYUTO
y NoJpy4YjuMa Koja Cy CUpOMallHa CeJie-
HOM, Kao WITO Cy Heke odimactu bankan-
ckor nosnyoctpsa (Bamuuh u cap). Y3op-
KOBawme MaTepHjaja pagyd HCIUTHBamba
aKTUBHOCTH OBOI' €H3MMa 4ecTo 00yxBa-
Ta BULIEMECEYHU MEePUO], ca HeMOoryhHo-
why onpehrBama €H3UMCKE aKTUBHOCTH
0JMaxX HaKOH Y30PKOBama, Ka0 HA OMaX
10 MpHjeMy y3opaka y gadopaTopujy. 3a
yyBame OHOJIOIIKOr MaTepujaga MOry
Cé KOPUCTUTH Pas3IUyuTe TeMIepaType.
YcnemHocT yyBawa 3aBUCHhE O HEKO-
MUKO (pakTopa Kao WITO Cy TemIeparypa
CKJIaJULITeHha, BPCTa OMOJIOUIKOT MaTe-
pyjasia ¥ IpUpoja CyIICTaHLe Koja Ce UC-
nutyje. CHHKEHEe TemIlepaType KOPUCTE
Ceé ¥ 33 CKJIAJUILITEHE y30paKa y Kojuma
Cé HAaKOH ofpeheHOr BpeMeHa MOXKe HC-
NUTHUBATH aKTHUBHOCT eH3uma. Llub oBOr
pana duo je na ce yTBpAU [ia JIU CE jaBiba
npomMeHa akTuBHOCTH GPx3 u GPx1 y
TOKY CKJIaJMIITEHa KPBHE IUIa3Me U epU-
TPOLUTA OBala Ha TeMnepaTtypu ox +4°C
TOKOM Hefe/by JaHa, Ka0 ¥ HaKOH jeJHOT
U Tpu Mecena Ha temmneparypu -18°C.
AxtusHoct GPx3 kon oBaua IpaMaTuu-
HO je onasa Beh HakoH 3 paHa. Maro je
pesynTara ca KojuMa OUCMO YIOpeguiu
Hawe pesynarare. CTyauje cy yIVIaBHOM
pabeHe Ha XxymaHOM Matepujany. Tako,
akTUBHOCT GPx3 M3 XyMaHe mia3me omna-
Ina Tex HakoH 8. pmaHa (Ogunro 1 sar.,
2010). Buwe ayropa HaBOOW fa aKTHUB-

HocT GPx1 onaja Tek HakoH 7 JaHa CKila-
puiitewa (Deuhim u cap., 2014; Marjani
u cap., 2007; Aslan u cap., 1997; Jozwik
v cap., 1997). IIpema Hawum pes3ynTaTu-
Ma aKTHMBHOCT IJIyTaTUOH IEPOKCHUIa3e
y eputpountuma oBauna (GPx1) He oma-
Ila 3Ha4yajHO y TOKY NMPBUX 7 JaHa CKja-
OULITERHA, IITABULIE, Y HALIUM Y30pPLUMa
Cé TOKOM YyBamwa MoBehana akTUBHOCT
GPx1, wro je y cknanmy ca pesyiaTaTuma
Harapin u cap., (2008). Kako ucnpasne
€PUTPOLIUTE HUCMO OJMax HAaKOH HCIIH-
pama aIMKBOTUPAIH, Beh CMO X OCTaBHU-
JIA Yy enpyBeTama U3 KOjuX CMO CBakKa JBa
IaHa y3UMalld y30paKk 3a UCIHUTUBAKE,
moryhe fa je oBa ojaBa nocjaeguLa Tano-
K€Ha EpUTPOLINTA TOKOM YyBama TE Ja je
y KaCHUJUM UCIIUTUBAKUMa UCTUX y30pa-
Ka OWJIO BUILIE EPUTPOLIUTA Y UCTO] 3arpe-
MWHHU y30pKa, 8 CAMUM TUM U BULIE €H3U-
ma. Shepard u Millar (1981) cy mobunu
najg akTUBHOCTHU Y XEMOJIM3aTUMa €pu-
TPOLIUTA TOKOM YyBamwa Ha +4°C, IOk je y
y30pLH¥Ma EpUTPOLIUTA aKTUBHOCT ITOpac-
7a, T€ Cy Hallk pe3yJTaTH y TOM CMHUCITY
y CKJIaJly ca HaBeleHUM pesynTtatuma. U
3aMp3aBame Ha Temneparypy -18°C pas-
JIMYUTO je IenoBaso Ha akTUBHOCT GPx3
u GPx1. Tako ce aktuBHOCT GPXx1 04yBa-
Jla U HAaKOH TPU MeCeua CKIaJuLITeHa,
nokK je akTuBHOCT GPx3 HakoH ucTor mne-
puopa dwia HemepseuBa. Harapin u cap.
(2008) mpenopyy4yjy fa ce akTUBHOCT Iie-
pokcupasa ongpehyje y CBEXKUM y30pLU-
Ma, HajKaCHUje HaKOH JIBa JaHa WU [a ce
yyBajy Ha Temmepartypu -18°C. Ha ocHo-
By U3BEJEHUX UCIUTHBAKka MOXE Ce JI0-
HETH 3aK/bydyak fAa akTuBHOCT GPx3 w3
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IIa3Me OBalla 3HAYajHO OMaja y TOKYy oApeheHy 3ampeMuHy Koja OM Ce HaKOH
yyBawa Ha +4 °C y TOKy 7 faHa, Te Ce 4yBama lLiejia yrnoTpedusna 3a UCIIUTUBake
Mopa ofgpehuBaTu y TOKy MpBUX 24 caTa aKTUBHOCTH eH3nMa. Ha oBaj HauuH 6u ce
on Bahewa KPBU. Y30pKe €epUTPOLMTA OM  M3Derao yTHIlaj TAJIOXKEHA EPUTPOLIUATA.
Tpedano ogMax aJIMKBOTHUPATH HAa Ta4yHO

10.

11.
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Abstract: The aim of the study was to determine the stability of the activity of
glutathione peroxidases 1 and 3 during storage at +4°C and -18°C. Blood samples
were taken from eight sheep and the activity of the enzyme was determined in the
plasma (GPx3) and erythrocytes (GPx1) on the first, third, fifth and seventh day in
samples stored at +4°C and after one and three months in samples stored at -18°C.
GPx3 activity decreased significantly during storage at both temperatures, while
GPx1 remained steady even after three months of storage at -18°C. Obtained results
indicate that GPx3 activity has to be determined in fresh sheep plasma samples,
while the activity of sheep erythrocyte GPx1 can be determined even after 3 months
of storage at -18°C.

Key words: activity, glutathione peroxidase (GPx), sheep, selenoproteins

INTRODUCTION

Selenium metabolism is very complex
because this microelement is essential
for the organism but at the same time
potentially very toxic. Domestic and
wild animals take selenium through
food. The level of selenium in plant
nutrients depends on several factors:

the chemical form of selenium in the
soil, the quantities in the soil, the plant
species and the growth stage of the plant
itself. Several selenium-deficient areas
have been defined in the world, and one
of them is part of the Balkan Peninsula
(Valci¢ et al., 2013).

* Work is presented on the 22nd Annual Counselling of Doctors of Veterinary Medicine of
Republic of Srpska (Bosnia and Herzegovina) With International Participation
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Selenium is an essential microelement
with multiple and very important roles
in the body. Its physiological roles are
directly related to the functions of the
protein and it is incorporated in protein
composition through atypical amino
acid of selenocysteine.

26 selenoproteins have so far been
identified in mammals and their
physiological function is known only for
some of them. The first protein that has
been proven to have selenocysteine in its
composition is glutathione peroxidase
(GPx) (Rotruck et al., 1973; Flohe et al.,
1973). Sofar, 5isoenzymatic GPx formats
havebeenidentified thatreduce hydrogen
peroxide and organic hydroperoxes,
protecting cells from oxidative damage.
This group of selenoenzymes includes
cytosolic glutathione peroxidase (GPx1),
gastrointestinal glutathione peroxidase
(GPx2), plasma (extracellular)
glutathione peroxidase (GPx3),
phospholipid glutathione peroxidase
(GPx4) and new-found glutathione
peroxidase 6 from olfactory epithelium
and embryonic tissue.

There are strict mechanisms
for regulation of selenium levels
necessary for optimum expression of
all selenoproteins. The selenoprotein
synthesis is regulated by the level of
selenium in the food, but it also depends
onthetissueandthetypeofselenoprotein.
It is not clear how the cells and tissues
give priority to its incorporation into
certain selenoproteins.

Glutathione peroxidase 1 (GPx1)
is an important cytoplasmic enzyme

that reduces hydrogen peroxide and
peroxides of free fatty acids, diminishing
the possibility of damage to the cell due
to oxidative stress. It is very sensitive to
changes in selenium status and the level
of informational iRNA and the protein
itself decreases in individuals with selen
deficiency. Since glutathione peroxidase
is seleno-enzyme and its activity to a
certain extent linearly depends on the
amount of selenium in the food, the
activity of this enzyme can be a good
indicator of the status of selenium in the
body. In addition, GPx1 erythrocyte is a
good parameter for assessing the status
of selenium for a longer period of time
because the enzyme is synthesized only
during the erythropoiesis.

Glutathione peroxidase 3 (GPx3)
is the only enzyme in the glutathione
peroxidase family that secretes into
the intercellular space. Hydrogen
peroxide, hydroperoxides of fatty
acids, phospholipid hydroperoxides are
substrates for this enzyme are, and it
plays a significant role in antioxidative
processes in the blood plasma (Brigelius-
Flohe, 1999). The main source of
extracellular GPx3 are kidneys, and
the epithelial cells of proximal tubules
of nephron and parietal cells of the
Bouman capsule (Yoshimura et al.,
1991) are synthesized. As the activity of
this enzyme decreases to 99% in the case
of selenium deficiency, GPx3 is widely
used in the evaluation of selenium
status. Also, the activity of this enzyme
is used to evaluate selenium status over
a short period of time because the cells
synthesizing this enzyme very quickly
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stop the synthesis in the conditions of
the deficit.

Therefore, GPx1 and GPx3 activities
are excellent biomarkers for assessing
the status of selenium. However, it is
sometimes impossible to determine their

activity in newly sampled blood samples,
especially if individuals originate
from different locality. Therefore we
considered it necessary to establish an
adequate way of storing samples until
determining the activity.

MATERIAL AND METHODS

In order to investigate the activity
of GPx from blood plasma (GPx3) and
erythrocyte cytosol (GPx1), blood was
taken by venipuncture of v. jugularis
sheep. The blood was taken from eight
sheep, both sexes, and they were kept
under farm conditions. Heparin (12 1U /
ml blood) was used as an anticoagulation
agent. The blood was centrifuged for
15 minutes on 1000 x g to separate
blood plasma. After separation of blood
plasma, the erythrocytes were washed
with a physiological solution and
centrifuged for 3 times. Blood plasma
samples and erythrocyte samples were
stored at +4 0C for seven days and at
-18 0C for three months. The activity
of glutathione peroxidase (GPx1 and
GPx3) was measured on the first, third,
fifth and seventh days after storage at a
temperature of +4 0C, and again after a

month and three months storage at -18
0C.

Determination of
peroxidase activity

glutathione

The activity of cytosolic glutathione
peroxidase (GPx1) and glutathione
peroxidase of blood plasma (GPx3) was
determined by the method according
to Ginzler et al. (1974) on the Cecil
2000 spectrophotometer, with a water
bath and a thermostat that maintained
a constant temperature of 37 oC. The
principle of this measurement is based
on the spectrophotometric registering
of NADPH consumption in the coupled
enzymatic system.

The composition as well as the final
reagent concentrations are shown in
Table 1.

Table 1. Composition of reagents used for spectrophotometric determination of

GPx activity
Reagents Volume(ul) Final concentration
Potassium phosphate
buffer (400 mmol/L, pH 7) >00 100 mmol/L
GSH (604 mmol/L) 200 4 mmol/L
Glutathione reductase (GR) 50 6 mmol/L
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Blood plasma; hemolyzed
p y 20; 10 0,375 IJ/mL
erythrocytes (pa36.1. 21x)
NADPH 200 0,3 mmol/L
TBH 550 1,575 mmol/L
Redistilled water 480; 490

Statistical data processing

For statistical data processing,
MS Excel 2007 and GraphPadPrismb5
programs were used. The results are
presented using the descriptive statistics
parameters (Xsr, SD and KV). The

statistical significance of the difference
in the obtained values between individual
groups was determined by Student’s
t-test, for levels of significance p <0.05,
p <0.01, and p <0.001.

RESULTS

By determination of GPx3 blood
plasma activity of the sheep, on the third
day after storage at a temperature of
4 oC, a statistically significant decline
in activity was determined as shown in

Table 2. The storage of blood plasma
samples at -18 oC led to a statistically
significant enzyme activity decline, and
after 3 months no activity was recorded
in the samples (Table 4).

Table 2. Activity of GPx3 from sheep plasma after 1,3,5 and 7 days of storage at

+4 oC (pKat)

Days
1 3 5 7
Xm+SD 5,57+0,52 1,39+0,38** 0,89+0,39** 0,55+0,27**
Cv 9,38 27,57 43,36 49,23

** p<0,01 in relation to activity determined on Day 1

Xm- arithmetic mean

SD- standard deviation

CV- coefficient of variation

The activity of cytosolic GPx1 in
erythrocytes during storage at +4 oC
increased over time and at the beginning
of the observed period it was 1370 pKat,
and after seven days 2370 pKat (Table

3). For storage at -18 oC, during the
observed period of three months, there
was not statistically significant change
in activity (Table 4).
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Table 3. Activity of GPx1 from sheep erythrocytes after 1,3,5 and 7 days after

storage at +4 oC temperature (pKat)

1 3 5 7
Xm=SD 1369367 1771+£265** 1863+247** 2369+308**
CV 26,85 14,98 13,26 13,00
** p<0,01

Xm- arithmetic mean
SD- standard deviation

CV- coefficient of variation

Table 4. Activity of GPx3 blood plasma and GPx1 from sheep erythrocyte after 1

and 3 months of storage at -18 oC (pKat)

GPx3 GPx1
Imonth 3 months 1 month 3 months
Xm=+SD 2,69+1,14 / 1388+337 1334+141
CV 42,30 / 24,32 10,58
** p<0,01

Xm- arithmetic mean
SD- standard deviation

CV- coefficient of variation

DISCUSSION AND CONCLUSION

Determination of the activity of
glutathione peroxidase enzyme is
important for assessing the status of
selenium in individuals, which is of
particular importance to individuals who
are extensively cultivated, and especially
in areas that are poor in selenium, such
as some areas of the Balkan Peninsula
(Valci¢ and sar). Sampling of materials
to investigate the activity of this enzyme

often involves a period of several months,
with the impossibility of determining
the enzymatic activity immediately
after sampling, or immediately after
storaging the samples in the laboratory.
Different temperatures can be used for
storing biological material. The storage
efficiency will depend on several factors,
such as storage temperature, the type
of biological material and the nature
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of the substance to be tested. Reduced
temperatures are also used for the
storage of samples in which enzyme
activity can be investigated after a
certain time. The aim of this paper was
to determine if there is a change in the
activity of GPx3 and GPx1 during storage
of blood plasma and erythrocytes of
sheep at a temperature of + 4 ° C for a
week, and after one and three months at
a temperature of -18 ° C. The activity of
GPx3 in sheep has dropped dramatically
after 3 days. There are few results to be
compared to our results. Studies were
mainly done on human material. The
activity of GPx3 from human plasma
decreases only after 8 days (Ogunro et al.,
2010). Several authors state that GPx1
activity declines after 7 days of storage
(Deuhim et al., 2014; Marjanietal., 2007;
Aslan et al., 1997; Jozwik et al., 1997).
According to our results, the activity
of glutathione peroxidase in sheep
erythrocytes (GPx1) does not decline
significantly during the first 7 days of
storage, moreover, in our samples, the
activity of GPx1 increased in accordance
with the results of Harapin et al. (2008).
As we didn't aliquot the erythrocytes
immediately after rinsing, but we left
them in the tubes from which we took
a sample every two days, it is possible
that this phenomenon is a consequence

of the erythrocyte sedimentation during
storage, and that in subsequent studies
of the same samples there would be more
erythrocytes in the same volume sample,
and therefore more enzymes. Shepard
and Millar (1981) had a decrease in
activity in erythrocyte hemolytes during
storage at + 4 ° C, while the erythrocyte
activity increased, and our results in
this respect are consistent with their
results. Freezing to -18 ° C affected the
activity of GPx3 and GPx1 differently.
GPx1 activity was maintained after
three months of storage while GPx3
activity after the same period was
immeasurable. Harapin et al. (2008)
recommend that the peroxidase activity
should be determined in fresh samples,
after two days at the latest or at a storage
temperature of -18 ° C. Based on the
performed studies, it can be concluded
that the activity of GPx3 from sheep
plasma significantly decreases during
storage at +4 °C for 7 days and must
be determined within the first 24 hours
of blood extraction. The erythrocyte
samples should be instantly aliquotted
to a precisely determined volume that
would be used for the enzyme activity
after storage. In this way, the effect of
sedimentation of erythrocytes will be
avoided.
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