TPETA JUPEKTUBA HA KOMUCHSATA
ot 27 anpua 1972 ronuna

OTHOCHO YCTAHOBAAIBAHE HAa ME€TOAU Ha OGIIIHOCTT& 3a aHAJIN3 3a HeJIUTE Ha
O(l)l/IIII/IaJIHI/Iﬂ KOHTPOJ HA XPAHUTE 3a )KUBOTHU

(72/199/EMO)

KOMUCHSTA HA EBPOIIEMCKUTE OBIHOCTH,
KaTo B3¢ mpeasu Jlorosopa 3a ch3naBane Ha EBporneiickaTta MKOHOMHUYECKa OOIIHOCT,

1
karo B3e npeasua upektusara Ha CbBera oT 20 ronu 1970 r.” 3a BbBeX/1aHEe HA METOJIM HA
OOmHocTTa 32 B3eMaHe Ha NPOOM W 3a aHAIM3 3a IEeJUTe HAa OQHUIMAIHUS KOHTPOJ Ha
XpaHMTE 33 )KUBOTHU U TIO-CHEIUAITHO YWIEH 2 OT Hes,

KaTo nMa HpeI[BI/II[, YeC I1oCoUYcHara III/IpeKTI/IBa HN3HUCKBaA Oq)HHHaHHHﬂT KOHTpOJI Ha XpaHI/ITe 34
JKUBOTHH JIa C€ MPOBEXIa 1o MeToAau Ha OOIIHOCTTa 3a B3eMaHe Ha MPOOH U 3a aHAJIH3 C eI
HpOBepKa Ha CBOTBETCTBUECTO C U3UCKBAHUATA, HpOI/ISTI/I‘IaHII/I OT 3aKOHOBUTEC, IIOA3aKOHOBHU U
aI[MI/IHI/ICTpaTI/IBHI/I pa3n0pe)161/1 OTHOCHO KQ4Y€CTBOTO U ChCTAaBa HaA XpaHI/ITe 34 )KUBOTHU,

kato uma npeasui, ye Jupextusu Ha Kommucusita Ne 71/250/EMO 2 or 15 torn 1971 1. 1 Ne
71/393/EVIO * or 18 HoemBpu 1971 . Beye ca yCTAHOBUIM peauiia MeToau Ha OGLIHOCTTA 3a
aHaJIM3; KaTo MMa MPEIBH/I, Ye BCICACTBHE HANpeIbKka Ha padoTaTa OTTOraBa ciie/ipa j1a Obe
IIPUET TPETU HAOOP OT METO/H;

KaTO UMa npeaBuj, 4€ MCPKHUTEC, ONPCACIICHN C HACTOsAlaTa AUPEKTHBA, Ca B CbOTBECTCTBUC
ChC CTAHOBHIICTO HA ITocTosHHNS KOMHUTET I10 XPpaHUTE 3a ) KUBOTHH,

[TPUE HACTOSIIATA JUPEKTUBA:

Ynen 1

JbprxaBUTE-YWICHKN M3UCKBAT aHAJM3UTE 32 IeNIMTE Ha OPUITMATIHUS KOHTPOJI Ha XpaHUTE 3a
’KUBOTHH, OTHACSIIM CE JI0 HUBOTO HA HUIIECTE, CYpOBU MPOTEUHU, PA3TBOPEHH B METNICUH U
COJIHA KHCEIMHAa NPOTEHHHU, Ha CBOOOJEH M OOL] TOCHUIOJ, KAKTO M OTHACAIIM CE€ JI0
MENCUHOBAaTa aKTHUBHOCT, Jla C€ MPOBEXKIAT MO METOJUTE, ONMHUCAHW B TpuiIokeHue | KbpM
HacrosiuiaTa TMpEKTHBA.

OO6uute pasnopendu, uznoxkeHu B yacT 1 (BbBenenuwe) or mpuioxeHuero kbM IIbpBa
mupektuBa Ne 71/250/EMO na Komucusra ot 15 roru 1971 r. oTHOCHO BbBEXKAaHE HA METOIU
Ha OOIIHOCTTA 3a aHaJIM3 3a IENUTe Ha OPUIIMATHUS KOHTPOJ HA XpaHUTE 3a KUBOTHH, Ca
NPUIOKUMH 32 METONTE, OMTUCAHU B IPHIIOKEHHE | KbM HacTosIIaTa TUPEKTHBA.

Ynen 2

JIbpKaBUTE-UICHKN M3UCKBAT aHAJM3UTE 32 IENIMTE Ha OPHUITMATHUS KOHTPOJI HA XpaHUTE 3a
’KUBOTHH 32 YCTAHOBSIBaHE M UIACHTU(PHUKAIMS HA aHTUOMOTHIIM OT TETPAITMKIMHOBATA TPyTIa,

L OB L 170,3.8.1970 ., ctp. 2.

20B L 155,12.7.1971 r., crp. 13.

3 OB L 279, 20.12.1971 r., cTp. 7.
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a CbIIO 3a OHNPCACIAHC HHUBATA HA XJIOPTCTPAUUKIWH, OKCUTCTPAUWUKIWH, TCTPALUKIIMH,
OJICAHAOMUIIMH, THJIO3UH W BUPIrMHUAMHUIMH B XPAHUTC 3a KMBOTHU Ja CC MPOBCKIAAT I10
MCTOAUTEC, OIMMCAHU B ITPUIIOKCHUC IIHa HacTosAaTa INPCKTHUBA.

OOmute pasmopendu, usnoxenun B 4acT 1 (BbBemeHwe) oT mpuiIokeHHETO KbM I[IbpBa
mupekTrBa Ha Komucusara Ne 71/250/EWO ot 15 touu 1971 1., ¢ U3KIIIOYEHUE HA OTHACAIIUTE
Ce 10 MOJArOTOBKaTa Ha MPOOWTE 3a aHAJIM3M Ca NPWIOKUMH 32 METOJAUTE, ONMCAHU B
npwiokeHue Il kbM HacTosIaTa TMPEKTUBA.

Ynen 3

JIbpKaBUTE-WICHKH BBBOKAAT B CHJIA HEOOXOJMMHUTE 3aKOHOBH, II0/3aKOHOBH HWJIH
aJIMUHHUCTPATUBHU pa3nopeadu, 3a ga ce ChoOpassaT ¢ HACTOsIIAaTa TUPEKTHBA Tpean 1 i
1973 r. Te He3abaBHO yBemoMsBaT 3a ToBa Kommcusra.

Ynen 4

AJpecaTu Ha HaCTOSIIIATa TUPEKTUBA Ca JbPKABUTEC-WICHKH.

CnrcraBeno B bprokcen Ha 27 anpun 1972 ronuna.

3a Komucuama.

S. L. MANSHOLT
Ilpeoceoamen
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1IPHJIO’KEHUE 1

1. ONPEAEJISIHE HA HUILIECTE
ITonapumerpuyeH meTon
1. Ilex u o0xBarT

Upe3 TO3M METOA MOXE Jla Cc€ ONpeAeId HUBOTO HAa HHUIIECTETO M BHUCOKOMOJICKYIHUTE
MPOAYKTH OT HETOBOTO PA3rpaXkJaHe B XPAHUTE 32 )KUBOTHU C M3KJIFOUCHHE HA OHE3H OT THX,
KOUTO CBHABPKAT I[BEKJIOBU PE3aHKH, I[BEKJIOB ITYJI, U3CYIIICHU TOpHA YacT Ha IBEKJIOTO W
JMcTa, KapTo(heH Iy, CYILeHN APOXKII, TPOIYKTH, OOraTH HAa UHYJIMH (HAIpHUMEpP PEe3aHKU U
OpalrHo OT 3eMHa SI0BJIKA).

2. IpuHumn

MertoabT BKIIIOUBA JIBE OmpeneisiHus. B mbpBoTO mpobaTa ce 00padoTBa, I0KaTO € TOpela, C
paspeneHa conHa kucenuHa. Cren m30uCTpsiHE M (QHUIATPYBAHE Ce OMpenelisi BbPTEHETO Ha
NOJISIPU3MpaHaTa CBETIIMHA OT PAa3TBOPA Ype3 MOJapHUMETPHSL.

BwB BTOpOoTO TpoGara ce ekcrpaxupa ¢ 40 % eranon. Crnen MOAKHUCISABAaHE ChC COJHA
KUCEIIMHA, U30MCTpsHEe U (QUITPYBaHE, BBPTEHETO Ha MOJSPU3MpaHaTa CBETIMHA CE M3MEpBa
KaKTO B ITbPBOTO OTIPE/IEIISTHE.

Paznukara MCKAY MOBETC M3MCPBaHUA, YMHOKCHO II0 HU3BCCTCH KOG(i)I/ILII/IeHT, JaBa
KOJIMYCCTBOTO HAa HUIIICCTECTO B Hp06aTa.

3. PeakTuBH
3.1. 25 % (o/0) comna kucenuna, wIbTHOCT 1,126
3.2. 1,128 % (1/0) conHa KucenmHa

Konnenpanusara tpsioBa na 0b1e npoepeHa upe3 tutpyBade ¢ 0,1 N pa3rBop Ha HaTpueB
xuapookuc B npuckerBue Ha 0,1 % (1/0) metwipot B 94 %-en (o/o) eranon. 10 ml comna
KkucenrHa ca ekpuBasieHTHH Ha 30.94 ml 0.1 N HaTpueB XHIPOOKHC.

3.3. Pa3tBop Ha Kape3 I: pasrBapsr ce 21.9 g uunkoB anerar Zn(CH3COO),.2H,0 u 3 ¢
Je/ieHa OIleTHA KMCeIMHA BB Boza. Jlomusa ce 1o 100 ml ¢ Boxa.

3.4. PaztBop Ha Kapes II: pasrBapsr ce 10.6 g xanueB deporumanug Kyq(Fe(CN)g).3H,O BB
Boja. Jlommea ce 1o 100 ml ¢ Boga.

3.5. 40 % (o/0) eranomn, mretHOCT: 0,948 Tipu 20°C

4. Anaparypa

4.1. EpnenmaiiepoBa koiba ot 250 ml c¢be cranmaptHa unirdoBa 3amymanka ¥ ¢ o0paTeH
XJAgHUK.

4.2. IlonapuMeTbp WIH 3aXapOMETHP
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5. lIpouenypa
5.1. [loaroroBka Ha mpobata

[Tpobara ce pa3apoOsiBa, TOKATO CTaHE HOCTaThuHO (PHHA, 32 1a IPEMHUHE MPE3 CUTO C KPBIIH
otBopH 0.5 MM.

5.2. OmnpenensiHe Ha OOIIOTO BbpPTEHE Ha mnossgpusupaHara ceerauHa (P wmm S) (Buk
3abenexku 7.1.).

[Mperernsar ce 2,5 g or pazapodeHara mpoda ¢ TOYHOCT O MWJIATPAM MU CE IOCTaBsIT B
meputenna koinda or 100 ml. ITpubassar ce 25 ml conna xucenuna (3,2.), paskiama ce J0
HOJTy4aBaHE Ha XOMOI'€HHO pa3lpezieieHie Ha M3cieaBaHara mpoba u ce npudasst omre 25 ml
conmHa kucenuaa (3.2.). Kombara ce moctaBs B KUISIa BOAHA OaHS TPU EHEPTUYHO WU
MOCTOSTHHO pa3KJIalllaHe Tpe3 IbPBUTE 3 MHUHYTH, 3a Jla Ce MPEAOTBpaTu 0Opa3yBaHETO Ha
arnomepard. KommuecTBoTO BoJja BHB BOJHATa OaHs TpsOBa 1a Obe 10CTaThYHO, TaKa 4e T
Jla IPOJBJKU J1a KUIM TIPU MOTarsiHe Ha KosnOaTa B Hest. KonOaTa He TpsOBa fa ce u3Baxkaa oT
Bo/HaTa OaHs mpu paskiamianero. Cien TouyHo 15 MuHyTH KOnbata ce W3Ba)aa OT BOJHATA
Oans, 1o6aBsaT ce 30 ml crynena Boja u ce oxJaxaa HezabasHo 10 20 °C.

JHo6assat ce 5 ml pastBop Ha Kapes I (3.3.) u ce paskiaiia B MpOABIDKCHNE HAa ¢THA MUHYTA.
Cren toBa ce mobassar 5 ml pasrBop Ha Kapes 11 (3.4.) u ce pa3kiaiia OTHOBO B MPOIBIDKCHUE
Ha enHa MuHyTa. OO0EMBT ce JOMBJIBA C BOJA, XOMOTEHH3Upa ce U cu (uirpyBa. AKO
(GUITPaThT HE € CHBBPIICHO MPO3padeH (KOETO € PAIAKOCT), OBTOPETE OINpPEEIIIHETO, KaTo
U3I0JI3BaTe MMO-ToJIeMH KoJuecTa oT pazrBopute | u Il Ha Kapes, nanpumep 10 ml.

C nosnapuMeTbp WIM 3aXapoOMEThp HU3MEPETE BHPTEHETO Ha MOJISIpU3MpaHaTa CBETJIMHA Ha
pa3TBopa B KioBeTa ¢ Ab/okuHa 200 MM.

5.3. OmpenensiHe BBPTEHETO Ha mosisspuzupaHara cBemmHa (P” wim S”) Ha cyOcraHuuy,
pastBopumu B 40 %-eH eTaHOIL.

[perernsaT ce 5 g or mpobaTa ¢ TOYHOCT JI0 MUJIUTPaM, MPEHACIT CE B MEPUTENTHA KOJI0a OT
100 ml u ce no6assat okono 80 ml eranosn (3.5.) (Bux 3a6enexku 7.2.). Konbara ce ocrasst 3a
€IMH dYac TNpH CTaiiHa TeMIeparypa; Karo Npe3 TOBa BpEME IIECTKPATHO ce pa3Kiialna
€HEepruyHo, Taka 4ye nmpodaTta HAIbIHO JIa ce cMecH ¢ eTaHosa. O0eMbT ce AOIbJIBA C €TaHOJ
(3.5.), xoMoreHu3upa ce u ce PuITpysa.

50 ml or ¢unrpara (paBHsiBamM ce Ha 2.5 § OT mpobaTa) ce NPEHACAT C IUIETa B
EpnenmaiiepoBa kon6a ot 250 ml, mobasst ce 2.1 ml conna kucenuna (3.1.) u ce paskiaiia
eHepruyHo. OOpaTHUAT XJIQIHUK ce NpUKpenBa KbM EprnenmaiiepoBata konda U TS ce noTans
B Kursiiia BoaHa Oaus. Touno cnen 15 munytn EpnenmaiiepoBarta xoiba ce u3Bakaa OT
BOJIHATa OaHsi, ChABPKAHMETO W Ce MpeXBbpiss B MepuTenHa koiba ot 100 ml, karo ce
M3IUIaKBa C MAJIKK KOJTMYECTBA CTY/IeHa Bo/ia U ce oxJaxa a0 20 °C.

[TpobGara ce n3buctps ¢ pasropute Ha Kapes | (3.3.) u II (3.4.), 06eMbT ce qombiaBa ¢ BOjA,
XOMOTEHHU3HUpa ce, PUITPYBa ce M ce M3MEPBa BPTEHETO HA MOJISPH3MpPAHATa CBETIMHA KaKTO
€ yKa3aHO BbB BTOpUs U TpeTus naparpadu Ha 5.2.

6. U3unciasiBaHe Ha pe3yJITaTUTe

HpOI_[eHTHOTO CbABPKAHUEC HAa HUIICCTETO CC U3YUCIIABA 110 CIICAHUSA HAYHUH:
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6.1. I3smepBaHus, IPOBEIECHU C TIOJIAPUMETHP

cvovporcanue Ha Huwecmemo (%) =

2000 (P - P')

el

= O6H_[0 BBPTCHE Ha MOoJIApU3rpaHaTa CBETJIMHA B I'paayCu

= BBpPTCHE Ha IIOJApHU3HpaHaTra CBCTJIMHA B TIpagdyCH Ha

cyocranuuure, pasrBopumu B 40 %-eH eTaHoI.

= CHCHI/I(l)I/ILIHO BBPTCHE Ha IOoJpHu3dpaHaTa CBETIMHA Ha
YUCTOTO HHIICCTC. KOHBGHHI/IOHEU'IHO IMPpUCTUTC CTOMHOCTH Ha
TO3HU (1)aKTOp Cca KaKToO cieaBa.

+185,9°: opuzoBo HuIIECTE

+195,4°: kapTodeHO HHIIECTE

+184,6°: mapeBUYHO HUIIIECTE

+182,7°: MIIIEHNYHO HUIIIECTE

+181,5°: eueMHYHO HHUILIECTE

+181,3°: oBeceHO HHUIIIECTE

+184,0°: npyru TUIOBE HULIECTE U JAPYTHM CMECH, ChIbpiKallU
HUIIECTE B KOMOMHUPAHUTE XPaHH 3a )KHBOTHHU

6.2. I3smepBaHus, IPOBEIEHH ChC 3aXapOMETBP

cvovpoicanue Ha Huwecmemo (%) =

S”

o]

D

2000 (2N-0,665)(S-S') _26,6N (S-S')
7 100 a5

o0IIO BBPTEHE Ha MOJSPU3MpAHATa CBETIMHA B 3aXapHUMETPHYHH
rpagycu

BBPTEHE Ha MOJSPU3MpAHATA CBETIMHA B 3aXapUMETPHUHU TPATyCH

Ha cyocTaHiuure, pa3rsopumu B 40 %-eH eraHo.

terigo (r) Ha 3axapo3ara B 100 ml Boma, aaBamio BbpTEHE Ha

nonsipu3upanara ceerimHa 100 3axapuMerpuyHHM Tpaayca TIpU

n3MepBane B TppOa ot 200 mm. B 3aBHCHUMOCT OT THIa 3axapaMeTsp

TETJIOTO BapHpa KaKTO CIIe/Ba:

16,29 g 3a ppeHcKHTE 3axapoMeTpH

26,00 g 3a repMaHCKHTE 3aXapOMETPH

20,00 g 3a apyru 3axapomMeTpu

= cenupUYHO BBPTEHE Ha TOJSIPU3MpAHATA CBETJIMHA Ha
qrcTOTO HUIecTe (Bux 6.1).
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6.3. IloBTOpsiemoct

Pasznukata Mexay pe3yaTaTuTe OT JIBE MapalieIHA ONPEACIISIHUS, U3BBPIICHN BBPXY €IHA U
cbia mpoba, He TpsiOBa na Hageumaa 0,4, W3MEPEHO B a0CONIOTHA CTOMHOCT IIpH
chabpxkanne Ha Humecte moa 40 % u 1 % B OTHOCHTENHA CTOMHOCT MpPU ChABPKAHHE HA
Humrecte Hax 40 %.

7. 320€J1eKKH

7.1. Ako mpobata chabpka mosedye ot 6 % xapOOHATH, U3UMUCIEHH KaTO KAJMEB KapOoHaT,
Ipear ompeneisiHe Ha OOLIOTO BhPTEHE Ha MOJSIpH3MpaHaTa CBETJIMHA T€ TpsOBa Ja ObaaT
pasrpazieHu ype3 00paboTKa ¢ TOUHO ONPEAETICHO KOJMUECTBO Pa3peieHa CApHa KUCEIHUHA.
7.2. B ciaydall Ha NpPOOYKTH C BUCOKO CBHABP/KAHME Ha JIAKTO3a, TAaKMBa KaTro CyLIEHa
CypOBaTKa Ha IMpax WM 00e3MaciieHO MIIIKO Ha mpax, cienx npudassHero Ha 80 ml eranon
(3.5.), ce mporeaupa kakTo ciezapa. [IpukpenBa ce 0OpaTHHUAT XJIAJIHUK KbM KOJIOaTa U TS Ce
norarns BB BogHa Oanst mpu 50 °C 3a 30 muuyrn. OcTaBst ce Aa M3CTUHE M AHAIU3BT
IIPOABIKABA, KaKTO € yKa3aHo B 5.3.
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2. OIIPEJEJISIHE HA CYPOBU I[TPOTEMHU

1. Ilex u o0xBarT

To3u MeToa 1aBa Bb3MOXKHOCT 3a TPAAULMOHHO OINPEAENSIHE HA ChAbPKAHUETO HA CYpOBHUSA
MIPOTEHH B XPAHUTE 3a )KUBOTHU Bb3 OCHOBA HA ChIBPKAHUETO HA a30T, U3MEPEHO 10 METOA
Ha Kiienpgai.

2. IpuHuMn

I[Ipobara ce pasnara upe3 MOKpo H3rapsine. Kucenusr pa3rBop ce HeyTpaau3upa ¢ pa3TBop Ha
HaTpHeB XUAPOOKHC. OTIENeHUSAT aMOHSAK Ce OTAENs upe3 JecTWIalus M ce CchOMpa B
U3BECTHO KOJIMYECTBO CSApHA KUCEIMHA, M3JHMIIBKBT OT KOSTO CE THTPyBa C pa3TBOpP Ha
HATPUEB XUIPOOKHC.

3. PeakTuBH
3.1. Kanues cyndar u.3.a

3.2. Karamuzatop: menen okuc CuO, dY.3.a. WIM TNPEKPUCTATU3UpaH MeneH cyndar
CuS04.5H,0 u.3.a. wm xuBak win xxuBadeH okuc HgO u.3.a.

3.3. I'panynupan 1UHK, 4.3.a.

3.4. CspHa KucenuHa, 4.3.a., IITbTHOCT 1.84
3.5. Csapna kucenuna, 0.1 N

3.6. Cspna kucenuna, 0.5 N

3.7. Unpukatop mermiioBo uepBeno: 300 mg mermsioBo yepBeHO ce pastBapsaT B 100 ml
etanou 95 - 96 % (o/0).

3.8. Pa3tBOp Ha HarpueB xuapookwc 40 % (1/0).

3.9. Pa3tBop Ha HarpueB xuapookuc 0.1 %

3.10. PastBop Ha HaTpueB xuapookuc 0.25 N

3.11. Hacurten pa3TBOp Ha HaTpUeB Cyapus, 4.3.a.

3.12. PastBop Ha HaTpueB THOCYIAT NapS;03.5H,0, u.3.a, 8 % (1/0)

3.13. I'panynupana rnemsa, U3BMHUTa ChC COJTHA KUCEJIMHA U HAKAJIEHA

4. Anaparypa

Armaparypa 3a pasiaraie Ha mpo0ara upe3 u3rapsiHe 1 3a JecTHIMpaHe 1o MeTona Ha Kitemman
(Bmx 3abenexku 7.1.).

5. Ilpouenypa
5.1. Paznazane

I[Ipererns ce 1 g oT mpobara ¢ TOYHOCT 70 MUJIMTPaM U Ce MpeHacs B Kojabara Ha amapara 3a
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paznarane. [Ipubassr ce 10 g kanues cyidar (3.1.), TOIXOAAIIO KOJIMIECTBO OT KaTaIU3aTopa
(3.2.) (0.3 10 0.4 g ot menuus okuc i 0.9 10 1.2 g o MegHUS cyadar WK Kanka )KUBaK Win
0.6 mo 0.7 g »xuBauen okuc), 25 ml csapHa kucenuHa (3.4.) ¥ HIKOJIKO rpaHyau memsa (3.13.).
Xomorenusupa ce. OTHauasio kojbaTa ce HarpsiBa BHUMATEIHO, KaTO CE Pa3KJialia OT BpeMe
Ha BpeMe, JJOKAaTO Macara ce OBBIJIM U MIPECTaHe Ja ce 00pa3yBa IsIHA, CJIE/ TOBA HATPSBAHETO
Ce yCWJIBA, IOKATO TEYHOCTTA IMOCTETICHHO 3all0YHe J1a KUMK. BHUMaBa ce Ja He ce mperpesT
CTCHUTE M KbM TAX JIa HE TPUIICTTHAT OpraHuyHU yactuiid. Ciies KaTo pa3TBOPBT C€ U30UCTPH
U 00e31BeTH (WU IBETHT CTAaHE CBETIIO 3€JICH, aKO € M3IOJ3BaH KaTaau3aTrop, ChIbpiKall]
MeJT), KUTIEHETO PO IhJIXKaBa OIIE €MH Yac, CJIel KOETO CE OCTaBs Ja U3CTHHE.

5.2. lecmunayus

Buumarenno ce go6assat 250 - 350 ml Boga, pa3obpkBa ce, JOKATO CE Pa3TBOPSAT HAITBJIHO
cyndarute; ocras ce Aa u3cTuHe. JJ00aBAT ce HIKOIKO rpaHyiu IuHK (3.3.).

B npueMHara koiba Ha JecTWIAMOHHATA anaparypa ce Haimsatr touno 25 ml 0.1 N (3.5.)
win 0.5 N (3.6.) cspHa KrcenrMHa B 3aBUCUMOCT OT IIPE/IOJIaraeMOTO KOJIMUYECTBO a30T (BHIK
3a0enexku 7.2.) ¥ ce J00aBsIT HAKOJIKO KallKy MHAXKATOP METHUIIOBO YepBeHo (3.7.).

CheauHsBaT ce Kodara ¢ XJIaJHUKa Ha JISCTUIAIMOHHATA araparypa U KpasT Ha XJIaJHUKa ce
HOTaIs Ha JBJIOOYMHA Hal-MaaKo | CM B TEYHOCTTA, KOSATO C€ HaMHpa B MpPHEMHATa Kojda
(Bmx 3abenexku 7.3.). [Ipe3 usnyckarennara Gpynust B konbara ce Hanusar 6asHo 100 ml 40
% pa3tBOop Ha HarpueB Xxuapookuc (3.8.). Ako € W3MONI3BaH KaTalu3aTop Ha OCHOBATa Ha
KHBaK, ce 100aBsaT chino win 10 ml pastBop Ha Hatpues cyadun (3.11.), i 25 ml pastBop
Ha Hatpues Trocyndar (3.12.).

Konbara ce HarpsiBa Taka, ue 3a 30 MuUHYTH Ja ce aecTiiaupat okoio 150 ml reunocrt. B kpas
Ha Jgectwianusta pH Ha pa3TBopa ce mpoBepsiBa C JaKMycoBa XapTusi. AKO peakiusra €
aJIKaJHa, JCCTWIAlUATa NMpoabDkaBa. [IpekbcBa ce, KOraro IeCTHIAThT CTaHE HEyTpaleH
crpsiMO JlakMycoBarta xapTus. [lo Bpeme Ha gecTumianusTa ce HaOJIOJaBa OIBETSBAHETO U
CHIBbP)KAaHUETO Ha MPHEMHATa KoJi0a ce pasKialmia OT BpeMe Ha BpeMe. AKO TEYHOCTTa CTaHe
JKBJITA, HE3a0aBHO ce J00aBs TOYHO ompeneneHo koiumdectBo 0.1 N (3.5.) umm 0.5 N (3.6.)
CsipHa KHCEITHA.

5.3. Tumpysane

V3numbsKbT OT CspHA KHCENMHA B TipueMHara konba ce turpyBa ¢ 0.1 N (3.9.) wmm 0.25 N
(3.10) pa3TBOp Ha HATPUEB XUIPOOKUC B 3aBUCHUMOCT OT HOPMAJIHOCTTA Ha M3MOJI3BaHATa
CsIpHA KUCEJIMHA, I0KATO [IBETHT CTaHE OJIE/I0 KBJIT.

5.4. Ilposepxa na memooa.

3a ;1a ce MpoBepH Jalll peaKTUBUTE HE ChIbPKAT 30T, C€ MpaBU Ipa3Ha npoda (JecTuarpaHe
U TUTPYBAHE), KaToO Ce MPOIycKaT mpoOuTe, KOUTO TPsiOBa Ja ObIAT aHAIM3UpaAHU. 3a Jia ce
NpOBEPH TOYHOCTTA HAa METONA, C€ TMPOBEXKIAT aHAIM3M (pa3iaraHe, ICCTHIMpAHE U
tutpyBane) Ha 1.5 no 2.0 g ameranwimma 4.3.a. (touka Ha Tomene 114 C; % N: 10.36) B
npuchcTBHEe Ha | § 3axapos3a, HeChIbpiKalia a3oT, | ( aleTaHWIHI € SKBHBAJICHTCH Ha
uznossBaneTo Ha 14.80 ml 0.5 N csapHa KucenuHa.

6. U3uncasiBaHe Ha pe3yJITaTUTe

Omnpenens ce 00eMbT Ha wm3moi3BaHara cspHa kucenuHa. 1 ml 0.1 N capHa KucemuHa
croTBeTcTBA Ha 1.4 M@ a3ot. KonmmuecTBOTO Ha a30Ta ce yMHOXaBa 1Mo KoepHuIueHT 6.25.
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PesynraTbT ce u3passiBa KaTo MPOLEHT OT IpodaTa.
Tloemopsiemocm

Pa3nukaTta Mexmy pesyaTaTHTe OT JIBE HApaJINIHU ONPEACIHUS, IPOBEACHU C €HA U ChIIa
npoOa, He TpsIOBa /1a HA/IBUIIIABAT:

- 0.2 xaTo abCOIOTHA CTOMHOCT, PU ChABPKAHUE HA CYpPOB MPOTEUH 1Mo-Maiko ot 20 %;

- 1.0 % kaTo OTHOCHUTENHA CTOMHOCT, IIPU ChIbPKaHue He o-Majko oT 20 % u He mo-ToIsIMO
ot 40 %;

- 0.4 xaTo abCOIOTHA CTOMHOCT, IPU ChABpKaHue mnosede ot 40 %.

7. 3a0ey1e:KKHn

7.1. Moxe nma ObIe HW3MONI3BaHA amaparypa, IpU KOATO C€ Hajara MpPEXBBPISHE MEXIY
eTanuTe Ha u3rapsHe M JecTwiauus. AKO ce M3MO0J3Ba TakaBa araparypa, IpeXBbpIISIHETO
TpsiOBa 1a Ob/1e M3BBPIICHO O3 3aryou.

7.2. Ilpy npoyKTH ¢ HUCKO a30THO chabpxkanue 00embT Ha 0.1 N csipHa kucenuHa, KosTo ce
[I0CTaBsl B IIPUEMHATa Kojiba MOXe MpH HeoOX0AuMOCT Aa Obje HamaieH 10 10 wim 15 ml u
Ja ce ombJiaHu 110 25 ml ¢ Boza.

7.3. Axo koinbara Ha JCCTWIALMOHHHS amapar He € cHaljeHa ¢ u3IyckaTenHa (yHus,
HATPHUEBUAT XHUJPOOKHUC C€ TNpHOaBsi HEMOCPEACTBEHO TpeId CBHP3BAHETO Ha Kojbara ¢
XJIaJHHUKA, KaTO TEYHOCTTAa CE€ HajMBa 0ABHO MO CTEHAaTa HAa KOHJEH30pa, Taka 4e Jia He ce
CMECH C KHCENUS Pa3TBOD.
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3. OIIPEAEJIAHE HA CYPOBU ITPOTENHU, PASTBOPEHMU B IIETICHH 1
COJIHA KUCEJIMHA

1. Ilex u o0xBarT

To3u meron maaBa BB3MOXKHOCT Ja c€ ompenenu (pakmusra Ha CYpOBHUTE IPOTEHHH,
pPa3TBOPEHU B IIENICUH U COJHA KUCEIIMHA IPHU ONPEIENICHU yCIOBHs. TOW € IPWIOKHM 3a
BCUYKH XPaHH 3a KUBOTHHU.

2. IpuHumn

[IpoGara ce HarpsiBa B mpoabmkenue Ha 48 waca mpu 40 °C B pa3TBOp Ha IENCHH-
xunpoxiopua. CycreHsusita ce ¢GUITpyBa U ChIBPKAHMETO HA a30T BBB (uirpara ce
OIIpeiessl 10 METO/IA 3a OIPEAEIIHE HA CypOB IIPOTEUH.

3. PeakTuBH
3.1. ComHa KucenvHa, IrsTHOCT 1.125.
3.2.0.075 N coiHa KACEINHA.

3.3. 2.0 equHUII/MJ TIETICKH; aKTHBHOCTTA Ha METICHHA CE OIPEAEs IO METO/I, OITMCAH B YaCT
4 Ha HACTOAIIOTO MPUJIOKEHUE U TPsIOBA J1a Ob/Ie yCTAHOBEHA B CHOTBETCTBUE C TO3U METO/I.

3.4. Oxono 0.2 % (1/0) cBeXO MPUTOTBEH PA3TBOP HA IEINCHH B coiHa kucenuHa (3.2.);
akTuBHOCT 400 eAMHULIA/TUTHP

3.5. AuTHIIeHUTeTHA eMYIICHs Ha TIsTHA (HapuMep CHITMKOH)

3.6. Bcuukn peakTrBr, H30pOEHU B 3 1O METOIa 33 OIPE/ISIISTHE Ha CYPOB IMPOTEHH.

4. Anapartypa
4.1. Bonna 6ans unu uHKy0atop, perynupan Ha 40 °C+1 °C.

4.2. Anapart 3a paznarase u aectuianus no Kitenma.

5. Ilpouenypa

5.1. Ilpucomssne na pazmsop (Bux 3abenexka 7.2.)

[Tperermnsr ce 2 g oT mpobaTta ¢ TOYHOCT 0 MIJIMIPaM U C€ MPEHAcSAT B MEPUTENIHA Koj0a OT
500 ml. Jo6aBst ce 450 ml pazrBop Ha nencuH-xumpoxyopu (3.4.), MpeaBAPUTEIHO HATPST
10 40 °C u ce pa3kiaiia, 3a Ja ce mpeoTBpaTH oOpa3yBaHeTo Ha arjoMmeparh. [IpoBepsiBa ce
pH Ha cycnensusra na e mo-manko ot 1.7. KonbaTta ce mocTtaBs BbB BoJgHa OaHs WM B

uHKyOarop (4.1.) u ce ocraBs Tam 3a 48 yaca. Pa3knama ce cnen 8, 24 u 32 yaca. Criex 48 yaca
ce mpubassat 15 ml conna kucenuna (3.1.), oxmaxaa ce g0 20 °C, 06eMbT ce JI0MbJIBa C BOJa U

ce guiTpyBa.
5.2. Paznazane

250 ml ot ¢unTpara ce mpeHacsaT B Kojbara Ha JeCTHIAMOHHU amapat (4.2.). Jlo6assaT ce
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peareHTHuTe, HeOOXOAUMH 3a pa3jiaraHeTo, YKa3aHW BbB BTOPOTO M3peUeHHE Ha Touka S5.1. oT
METOJIa 3a ONpEJEIIsIHE Ha CYpOB MPOTEHH. XOMOTCHHU3UpPa Ce U CE JIOBEXKIA 10 KHUIICHE. AKO
ce oOpasyBa IisiHa, ce J00aBAT HSAKOJKO Kallkh aHTUMNeHuTenHa emyicus (3.5.). Kunenero
NpoIb/DKaBa CHEPrWYHO, JOKAaTO BOJaTa CE¢ H3MApu IOYTH HambiHO. HamansBa ce
HarpsABaHCTO U IMOCICAHUTC CJIICAN OT BOJd CC OTCTpaHsABAT BHUMATCIIHO.

Koraro pa3tBopbT ce m30ucTpu M 00€3UBeTH (WJIM IBETHT CTAHE CBETIO 3€JEH, aKo €
M3II0JI3BAaH KaTajlM3aTop, ChAbpPIKAILl MeN), KUIIEHETO MPOIbJKaBa olle eauH yac. Ocrass ce
Jla U3CTUHE.

5.3. ecmunayus u mumpyeane
[Ipoueaupa ce, KakTo € yKazaHo B 5.2. u 5.3. OT MeTo/1a 3a ONpeIeNIsIHE HA CYpPOB IPOTEHH.
5.4. Ilpazua npoda

I[Ipasznara mpoba ce mpaBH, KaTo ce Mpuiiara chlara Mmporeaypa ¢ MpoIycKaHe Ha mpoodara,
KOSITO TpsIOBa /1a Ob/Ie aHATTM3UPaHA.

6. M3uncisiBaHe Ha pe3yaTaTUTE

OO0embT Ha CsipHATa KHUCEIHMHA, M3MOJI3BaHA INPU Ipa3Hara mpoda, ce M3BaXxaa OT obema,
U3II0JI3BaH MU U3cieiBaHeTo Ha mpobara. 1 ml 0.1 N cspHa kucenuna choTBeTCTBa Ha 1.4 Mg
a30T.

KonmgecTBOTO Ha a30Ta ce yMHOXKaBa Mo KoepuimeHT 6.25. Pe3ynraTsT ce m3passiBa Kato
IPOLIEHT OT Mpoodara.

Tloemopsiemocm

Paznukara Mexmy pe3yiaraTuTe OT [JBE HapajelHU ONPEICISHUs, IPOBEICHN C €IHa U ChIIa
npo0a, He TpsAOBa Jja HaABUILIABAT:

- 0.4 xaTo abCOMIOTHA CTOMHOCT, MPHU ChIBPKaHUE, MO-MaJKO OT 20 %;

- 2.0 % kaTo OTHOCHTEIHA CTOWHOCT, PH ChIbpiKaHue, He o-Maiko oT 20 % u He moBeYe oT
40 %;

- 0.8 xaTo abCOIIOTHA CTOMHOCT, IpU chabpxkanue Hax 40 %.
7. 3a0eJ1exkKu
7.1. CToitHOCTHTE, TIOJTy4YeHH 110 TO3W METO/I, HSIMAT TpsiKa Bpbh3Ka CbC CMHJIAEMOCTTa N VIVO.

7.2. TlponykTH, chabpkamm noeue ot 10 % macia unu Ma3HUHHU, TpsiOBa IMBPBO J1a ObIAT
o0e3MaciieHH Ype3 eKCTpaxupaHe ¢ rmeTposiees erep (Touka Ha kurere 40 — 60 °C).
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4. OIIPEJAEJISIHE AKTUBHOCTTA HA IIEIICUH

1. Ilex u o0xBarT

To3u MeTon 1aBa Bb3MOYKHOCT Jia CE€ OIIPEJCIIM aKTUBHOCTTA HA IIENICUHA, KOUTO CE U3II0NI3BA
IIPYU OIIPEIEIISIHE HA CYpPOBUTE IIPOTEUHHU, PA3TBOPEHM B IIEIICUH U COJIHA KUCEIMHA.

2. IpuHuMn

XemoriobuH ce 06paboTBa MpH OINPEIETICHN YCIOBUS C METNCHH B Cpea, ChbprKalla COJIHA
kucenuHa. Hexuaponusupanata ¢pakiys Ha MPOTEHHA €€ MPEHUNUTHPA C TPUXJIOPOLETHA
kucenuHa. Kem Qunrpara ce npubaBsT HatpueB xoapookuc U peaktuB Ha Folin-Ciocalteu.
OnTuyHaTa ITBTHOCT HA pa3TBOpa ce u3Mepna mpu 750 nm U KOJMYECTBOTO HAa THPO3UHA Ce
ompeesis o KaTnOpOBbUHA KPUBA.

Omnpenenenne: 3a eAWHUIA TENCHH C€ TPUEMa KOJMYECTBOTO OT TO3M €H3UM, KOETO B
YCIIOBHATA HA METO/Ia OCBOOO’KIaBa 3a €IHa MHHYTa TaKOBA KOJIWYECTBO XHUIPOKCHAPHIHU
rpynu, KOWTO, oIlBereHH ¢ peaktuBa Ha Folin-Ciocalteu, umar onrtu4yHa ILTBTHOCT,
CHOTBETCTBYBAIIA HA ONTHYHATA IUTHTHOCT Ha | mol THPO3WH, OI[BETEH 1O CHIIHSI HAYHH.

3. PeakTuBHn

3.1. 0.2 N conHa KucenrHa

3.2.0.06 N conna kucenuHa

3.3.0.025 N conHa KucenrHa

3.4. 5 % pa3tBop (1/0) Ha TPUXIIOPOIIETHA KACEITMHA
3.5. 0.5 N pa3tBop Ha HaTpUEBa OCHOBA

3.6. peaktuB Ha Folin-Ciocalteu. B paBymurpoBa 00101BHHA KOJOA CHC CTaHAAPTHO
urmrdosano repio ce nocraBat 100 g marpueB Bondpamar (Na,WO,.2H,0), 25 g Harpues
mosuoaat (NapM004.2H,0) u 700 ml Boma. Ipubassr ce 50 ml dochopHa kucemuna
(urbtHOCT 1.71) 1 100 Ml xoHuEeHTpHpaHa cojiHa kucenuHa (TUrbTHOCT 1.19), konbara ce
CBbp3Ba C OOpaTeH XJaJHUK, HarpsBa ce J0 3aBUpaHe U B IpoabkeHHe Ha 10 gaca ce
noaabpKa cinado kumnene. OcTaps ce 1a U3CTUHE, IEMOHTHPA C€ XJIATHUKBT U ce 100aBsT 175
g mutreB cyadar (Li;SO4.2H,0), 50 ml Boga u 1 ml 6pom. Ocrass ce na kunu 15 MuHyTH, 32
Jla ce OTCTPaHU U3IHUIIBKBT OT OPOM.

Pa3TBOpBT ce ocTaBs ce 1a M3CTUHE, PEHACs CE B €IHOIUTPOBA MEPUTETHA KOJI0a, 00EMBT ce
JIOITBJIBA C BOJA, pa30bpkBa ce u ce ¢puirpyBa. He TpsiOBa a octaBa 3eJIeHUKAaBO OIBETSIBAHE.
[Tpenu ynotpeda 1 o6em oT peareHTa ce paszpexzaa ¢ 2 obema Boja.

3.7. Pa3tBOp Ha xemorio6uH. [Ipererns ce KOIMUeCTBO XeMOryoOuH (0Koio 2 ¢ OGenThyeH
cyocTpar, onpejeieH mo AHChH), ChOTBETCTBAINIO Ha 354 mg a30T * 1 ce npeHacs B Kojba oT
200 ml cwvc cranmaptHO nuTMQoOBaHO THpio. [IpUOABIT ce HAKOIKO MUJIMIMTPA COJHA
kucenuHa (3.2.), konmbdaTta ce CBbp3Ba ¢ BaKyyM IOMITA M CE€ Pa3KJjaia, JOKaTo XeMOTJIOOMHBT
Ce Pa3TBOPH HAIBIHO. BakyyMbT ce 0CBOOOKIaBa 1 00eMbT ce AombiBa A0 100 ml cse comna

* KoIM4ecTBOTO a30T Ce M3UMCIABA 110 MEKpoMeTosa Ha Kitennan (Teopernuno chabspxanue: 17,7 % asor).
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kucenuHa (3.2) nmpu paskiamane. [lpueomes ce HenocpedcmeaeHo npedu ynompeoa.

3.8. CrangapTeH pa3TBop Ha THpo3MH: 181.2 mg THpO3MH ce pa3TBapsAT B COJHA KHCEIMHA
(3.1.) u 0OembT ce nonbiBa 10 1 J1 che chllata KucenuHa (ocHOBeH pa3TBop). 20 ml ot To3u
pasztBop ce paspexaar 10 100 ml cee conna kucenuna (3.1.). 1 ml ot To3u pa3TBOp ChIbpKA
0.2 umol Tupo3uH.

4. Anaparypa

4.1. Bonna 0ans ¢ temneparypa 25.0 £ 0.1 °C, koHTponupaHa oT yITpaTepMocTaT
4.2. CektpooTOMETHP

4.3. XpoHoMeTsp ¢ TOYHOCT 1 cexyHa

4.4. pH-metbp

5. Ilpouenypa
5.1. Ilpucomssne na pazmsopa (Brx 3abenexka 7.1.)

150 mg mencun ce pastBapsaT B 100 ml comna kucenuna (3.2.). 2 ml ot To3u pastBop ce
NPEHACAT C MHIeTa B MepuTenHa kosiba ot 50 ml u 00eMbT ce A0mbiiBa ChC COJTHA KHCEITMHA
(3.3.). pH na pa3tBopa, mpoBepeHo ¢ pH-metsp, TpssOBa na 6bae 1.6 + 0.1. Konbara ce morars
BBB BojiHAaTa Oans (4.1.).

5.2. Xuoponuzupane

5.0 ml ot pa3tBopa Ha xemorii00uH (3.7.) ce mpeHacsT ¢ MUIeTa B ENpPyBETKA, HArpsBaT ce JI0
25 °C BbB BozHara Oans (4.1.), nmpubass ce 1.0 ml pa3TBOp Ha NHEINCHH, MOJIYYCH, KaKTO €
ornucaHo B 5.1. U ce pa30ObpKBAT ChC CTHKJIEHA MpbUKa C yneOeneH Kpal, KaTo ce MpaBsiT
okoso 10 aBwxkeHus Harpel - Ha3ald. EnpyBerkara ce ocTaBst BbB BogHata Oans npu 25 °C
ToyHO 3a 10 MHHYTH, CUMTaHO OT MOMEHTAa Ha TPHOABSIHETO Ha TEIICHHOBUS Pa3TBOP
(MPOIBIKUTEIHOCTTA M TEMIIEpaTypara TpsiOBa CTPUKTHO Aa ce chOiroaasat). [Ipubassr ce
10.0 ml pastBop Ha TpuxjoOporeTHa KuceiauHa (3.4.), mpeaBapuTenHo 3arpsAta g0 25 °C,
pa30bpKBa ce U ce PUITpyBa Ipe3 CyX QUIThp.

5.3. Pazeumue na yeemunama peakyusl u usmepeane Ha onmudHama nivmrocm

5.0 ml ot punrpara ce npenacsr ¢ nunera B Epnenmaiiepoa kon6a ot 50 ml, mo6assr ce 10.0
ml pa3TBOp Ha HaTpueB XHIPOOKHC (3.5.) U MpU MOCTOSHHO paskiamniaHe ce jpobassat 3.0 mi
paspenen peaktuB Ha Folin-Ciocalteu (3.6.). OnTrueckara MIsTHOCT Ha pa3TBOPA CE OMpPEAeIs
cien 5 no 10 MunyTH che ciekTpodoToMeTsp mpu 750 nm u KroBeTa ¢ nedenuHa 1 cm cpeury
BOJIA.

5.4. Ilpasua npoda
[Tpu Besiko ompenernsiHe ce paBH Mpa3Ha Mpoda, KaKTo Clie/Ba:

5.0 ml ot pa3tBopa Ha xemoroOuH (3.7.) ce MpeHacsT ¢ MUIMETa B eNpyBeTKa, HArpsiBaT ce JI0
25 °C BbB BojgHara Oans (4.1.), mpubasst ce 10.0 ml pa3tBop Ha TPUXJIOPOIIETHA KUCETHHA
(3.4.), npenBapurenHo HarpsTta g0 25 °C, pa30bpkBa ce, npubass ce 1.0 ml pastBop Ha
TIETICHH, TIOJYYeH, KaKTo € onucaHo B 5.1. Pa30bpkBa ce ChC CTHKIICHA MPBYKA U EIpyBeTKaTa
ce ocTtaBs BbB BojHata Oans (4.1.) mpu 25 °C Touno 3a 10 munytu. Pa30bpkBa ce u ce
duntpyBa mpe3 cyx puntbp. [Iponenypara npoabikasa, KakTo € OMMCcaHo B 5.3.
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5.5. Kanubposvuna kpusa

B Epnenmaiiepou kostou ot 50 ml ce npenacsat amuksotu ot 1.0, 2.0, 3.0, 4.0 u 5.0 ml ot
CTaHJApTHUS pa3TBOp Ha THpo3uH (3.8.), orroBapsum crorBeTHO Ha 0.2, 0.4, 0.6, 0.8 u 1.0
umol tupo3un. Cepusita ce JONBIBAa C Pa3TBOp HE ChAbpXkall TUpo3uH. Obemute ce
noexar 1o 5.0 ml cee conna kucenuna (3.1.). o6aesar ce 10.0 ml pa3rBop Ha HaTpueB
XuIpookuc (3.5.) u npu mocTosHHO pa3dbpkBaHe ce mobassT 3.0 ml paspeneH pa3TBop Ha
peaktuBa Ha Folin-Ciocalteu (3.6.). OnTrueckara MIBTHOCT C€ U3MEPBA, KAKTO € yKa3aHO B
nocieAHOTo u3pedyenue Ha 5.3.. KanubOpoBbuHata KpuBa ce HauepTaBa, KaTo CTOMHOCTHUTE 3a
OINTHYHATA TUIBTHOCT CE HAHACST CpEIly CTOMHOCTUTE, ChOTBETCTBAIM Ha KOJIMYECTBATa Ha
THPO3UHA.

6. U3uucasiBaHe Ha pe3y/ITaTUTe

[To kanuOpoBBYHATA KPHBA CE OTYMTA KOJMYECTBOTO TUPO3MH B WMOl, chOoTBETCTBANIO Ha
ONTHUYHATA IIBTHOCT Ha LIBETHUS Pa3TBOP, KOPUTMPAH Bb3 OCHOBA Ha IIpa3HaTa rpooa.

AKTHBHOCTTA Ha MernchHa B WMol Ha Tupo3uH, npu 25 °C Ha MQ 32 MUHYyTA ce U3YUCIISIBA 110
ciennara gopmya:

0,32a
Emuamm B mr (U/mg) = —
KbJIETO:
a = KOJIMYECTBOTO TUPO3KH B WMOI, OTYETEHO 10 KaIMOpPOBbYHATA KPUBA;
p = TETJIOTO B M Ha KOJTMYECTBOTO METICHH, TOCOYEHO B 5.2.

7. 3a0enexKu

7.1. KonnyecTBOTO Ha pa3TBOpPEHHUs MENCHH TpsiOBa Aa Oble TakoBa, Y€ MpPU KPaAHOTO
dboTomMeTpryHO U3MEpPBaHE ONTHYHATA TNIBTHOCT Aa 0bae B rpanunumre 0,35 £ 0,035.

7.2. JIBe eauHUII/MQ, TOJYYIEHH MO TO3U METOJI, OTrOBApAT Ha: 3.64 equHunU Mo AHCHH/MQ
(umol tupozun/mg/mun tipu 35.5 °C) wmm 36 400 Teproeeku eaunuiy/g (wmol tTuposun/r/10
muHyTH nipu 35.5 °C).
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5. OITPEAEJIAHE HA CBOBOJEH U1 OB I'OCUITOJI

1. Ilex u o0xBarT

To3u meroa JgaBa BB3MOXKHOCT Jla CE€ OMNpEIesid HUBOTO Ha CBOOOJHUS TOCHIOJ, OOLIus
TOCHUTION ¥ XMMHYECKH CPOJHU CYOCTaHIIMHM B TIAMYYHO ceMe, OpalrHO OT MaMydHO ceMe, B
KIOCTIE OT TNaMy4YHO CeMe M B KOMOWMHUPAaHM XpaHH 3a >XUBOTHH, CHIBPXKAIIUA TE3H
CyOCTaHIINH, KOTaTo KOHLIEHTpauusATa Haasumasa 20 ppm.

2. IpuHumn

[ocumonsT ce ekcTpaxupa Npy HAIMYHE HA 3-aMHHOMPOIIaH-1-01 — WM ChC CMEC OT MPOTIaH-
2-01 W XEKCaH 3a OIpeeNisiHe Ha CBOOOJHHUS TOCUION, WIH ¢ JuMeTwipopMaMua 3a
oTIpeNieNsTHe Ha OOMIHs rocUTIoN. Upe3 aHWIIMH TOCHUIIONBT C€ TPEBPHIIA B TOCUITON-THAHIIINH,
YUSATO ONTHYHA TUIBTHOCT ce u3Mepna mpu 440 nm.

3. PeakTuBH

3.1. Cmec ot mpoman-2-on u xekcaH: 60 00eMHH YacTH MpomaH-2-o1, 4.3.a. ce cmecrar ¢ 40
00eMHH 4acTH N-XEKCaH.

3.2. Pa3tBoputen A: B emHomuTpoBa MepuTeiHa Koida ce cmecat okosio 500 ml ot cmecra
nponan-2-on u xekcat (3.1.), 2 ml 3-amunonpomnan-1-o1, 8 ml negena ouerna kucenuna u 50
ml Boma. OOGeMbT ce JOMBJIBAa ChC CMEC OT MporaH-2-oi1 u Xekcad (3.1.). To3u peakTus ¢
CTaOWJICH B MPOABIDKCHUE HA €HA CEAMUIIA.

3.3. PastBopuren B: B mepurenna kom6a or 100 ml ce mpenacsr ¢ mumera 2 ml 3-
amuHorpornan-1-oi u 10 ml neaena onerna kucenuaa. OXmaxaar ce 0 CTaiiHa Temreparypa
u 00eMbT ce gonbiBa ¢ N,N-nmumerunpopmamu. To3u peakTHB € cTaOWiIeH B MPOABIKEHUE
Ha eJJHa CeIMUIIa.

3.4. AHmnvH, 4.3.a.. AKo onmuuHama nivmMHOCm Ha npazhama npoba nadsuuwiasa 0.022,
AHWJIMHBT CE JICCTHIIMPA HaJI IIMHKOB Tpax, KaTo ce OTCTpaHsBaT MbpBUTE U mocieaaute 10 %
ot nectwiata. OxianeH W CbXpaHsBaH B Kadspa OyTwika ¢ numdoBa 3amyliaika, TO3U
PEaKTHB Ce ChXpaHsBa HAKOJIKO Mecelia.

3.5. Crangapren pa3tBop A Ha rocumnoi: B mepurenna kon6a ot 250 ml ce mpenacst 27.9 mg
rocunon amerar. Pa3tBaps ce u 00emMbT ce qombiBa ¢ paztBoputen A (3.2.). 50 ml ot To3m
pa3TBOp ce MpeHacsAT B MepuTenHa kojoa ot 250 ml u 06eMbT ce A0mbiBa ¢ pa3TBOpUTEN A.
KonnenTpanusita Ha rocunona B To3u pazteop ¢ 0.02 mg/ml. TIpeau ynorpeba ce octaBs B
NpOIBIDKEHHE Ha €IMH Yac TPH CTaliHa TeMITepaTypa.

3.6. Cranmapten pa3tBop B Ha rocumnos: B meputenna konba ot 50 ml ce nmpenacsar 27.9 mg
rocunodn anerar. Pa3teaps ce u 06eMbT ce gonbiBa ¢ pazrBoputen B (3.3.). Konuenrpauusta
Ha Tocurosia B To3u pastsop e 0.5 mg/ml.

CranpaptHute pa3rBopu A u B Ha rocumnon ca ctaOuiiHU B IpOoABIDKEHHE Ha 24 yaca, ako ce
ChbXpaHsaBaT Ha TbMHO.

4. Anaparypa
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4.1. Cmecuren (BbpTsII ce OapabaH): okoJio 35 060poTa B MUHYTA.

4.2. Cektpo(hoTOMETHD.

5. lIpouenypa
5.1. Usnumeana npoba

KonuuectBoTo Ha mpoOara 3aBUCH OT MPEIOIATaeMOTO Chbp)KaHHE Ha TOCHIIONA B Hes. 3a
IpeAroYrTaHe € Ja ce paboTu ¢ Maika mpoda ¥ OTHOCUTEITHO TOJIsiMa aIMKBOTA OT (UIITPATa,
TaKa 4e J1a e MOJIy4YH JIOCTAThYHO KOJIMYECTBO TOCUIION 32 MPEUU3HO CHEKTPO(HOTOMETPUIHO
u3MepBaHe. 3a OnpeseNsiHe Ha CBOOOIHUS TOCHIION B IMaMy4HO ceMe, OpaiiHO OT Mamy4dHO
CEME U B KIOCIIE OT IaMy4yHO CEM€ u3cie[BaHara poda He TpsOBa 1a Hajgsuiasa 1 r. [lpu
orpeneNsiHe B KOMOMHHMpAHH XpaHW 3a KUBOTHH IpoOara Moxe aa Obae 5 r. B moBedero
ciiydau e poctarbuda anukBota ot 10 ml ot duarpara. Ts tpsioBa aa chabpxa ot 50 mo 100
pg rocunon. [Ipu onpenensiHe Ha 001IMs rocumnod nmpodara Tpsiosa na Obae ot 0.5 10 5 T, Taka
ye anukBoTta ot 2 Ml ot punrpara ga chappika ot 40 1o 200 pug rocumon.

Ananuzvm mpsbsa oa ce npogedicoa npu cmatina memnepamypa oxono 20 °C.
5.2. Onpeoensne na c60600HUS 20CUNOIL.

[TpobGara ce mpenacs B ko10a ot 250 ml ¢ nutudoBaHo rbpII0 KaTo JHHOTO Ha KojibaTa TpsiOBa
Jla € TIOKPUTO ¢ TpoieHo cTbkiI0. 50 ml ot pazrBop A (3.2) ce mobaBst ¢ murneTa, Kojibara ce
3amymiBa U ce pa30bpKBa B MPOABIDKEHUE HA €IMH Yac B cMecutens. Puntpysa ce mpes cyx
¢unTep M QunrpareT ce cpOupa B Manka koimda ¢ numgoBaHo THpio. [lo Bpeme Ha
¢unTpyBanero (yHUsITA Ce MOKPHBA C YaCOBHUKOBO CTHKJIO. PaBHHM anmKBOTH OT (uiITpara,
cpabpxait or 50 1o 100 pg rocumon ce mpeHacsT ¢ MUIeTa B JIBE MEPUTEITHH KoJiou (A u B)
or no 25 ml. Axo e Heobxomumo, odbeMbT ce mombiBa a0 10 ml ¢ pastBopuren A (3.2).
O6eMbT B KOJI0a A ce JOIMBJIBA ChC cMecTa mpomnaH-2-oi - xekcad (3.1.). To3u pa3TBOp ce
M3M0J13Ba KaTO CTAaHIAPTEeH M CIPSIMO HETO Ce M3MEepBaT pa3TBOpUTE Ha mpodara.

B nBe npyru meputennu kondu ot 25 ml (C u D) ce npenacar ¢ munera mo 10 ml or
pastBoputen A (3.2.). O6emsbT B kost6a C ce J0mbiIBa ChC cMecTa MporaH-2-011 - xekcaH (3.1.).
To3u pa3TBOp Cce U3M0I3Ba KaTO CTaHJAPTEH U CIPSIMO HETO Ce U3MepBa Mpa3HaTa npooa.

BB Besika ot xonoute D u B ce 106aBsaT o 2 ml anunun (3.4.). Harpsia ce B porb/nKeHMe
Ha 30 MUHYTHM HaJ KWIIAIIA BOJHA OaHs, 3a Ja ce pa3Bue olBeTsBaHeTo. Oxyaxma ce 10
CTaifHAa TeMIlepaTypa, OOeMBT C€ JOIBJIBA ChC CMecTa mporaH-2-on - xekcad (3.1.),
XOMOTEHH3HUPA CE U ¢e OCTaBs Ja mpectou | vac.

OnTuyeckara TUTBTHOCT Ha Tpa3Hata mnpobda D ce ompenens dype3 cpaBHSIBAaHE CbC
cranaaptaus pa3tBop C. OnTrueckara IbTHOCT Ha Mpobara B ce ornpenens upe3 cpaBHABaHE
ChC CTaHJapTHUS pa3TBop A. M3mepBaHeTo ce nposexa Ha criekTpodoromersp npu 440 nm,
KaTo ce M3IO0JI3Ba KioBeTa ¢ aedennHa 1 cm.

OnTudeckara IMIBTHOCT Ha Tpa3HaTa mpoda ce M3BaXKAa OT Ta3u Ha M3CieaBaHaTa mpoda (=
KOpUTHpaHa ONTHYHA IUTBTHOCT). OT Ta3su CTOMHOCT CE€ W3YHCIABA KOJMYECTBOTO Ha
CBOOOIHMS TOCHUITON, KAKTO € OIMMCAHO B TOYKA 6.

5.3. Onpeoensne na obwus eocunon

[TpoGara ceawbprkaiia ot 1 10 5 MQ rocumon ce mpeHacs B MeputenHa komda ot 50 ml u ce
no6assat 10 ml ot pastBoputen B (3.3.). EnHoBpeMeHHO ¢ TOBa ce MPHUrOTBSA M Ipa3HaTa
npoba, karo 10 ml ot pasrBoputen B (3.3.) ce mpenacst B apyra meputenHa kojba ot 50 ml.
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JlBere xonbu ce HarpsBar B npoabKeHne Ha 30 MUHYTH HaJ KHIAa BogHa OaHs. Oxnaxaa
ce /10 cTaiiHa Temreparypa, 00eMbT Ha BCAKa OT KOJIOUTE ce JOIIbJIBA ChC CMECTa IIPONaH-2-011
- xekcad (3.1.). XomoreHusupa ce u ce 0CTaBs Jja ce yTau B poabipkeHue Ha 10 - 15 Munyty,
Clie/1 KOeTo ce GUATpyBa U GUATPATUTE Ce CHOMPAT B KOJIOH ¢ NUIM(OBAHH 3aITyIIAIKH.

B nBe mepurennu konodu ot 25 ml ce npenacsat mo 2 ml ot npodara. B npyru aBe MmeputenHu
konbu ot 25 ml ce npenacar mo 2 ml ot mpasxara nmpob6a. O0eMbT Ha €Ha OT KOJIOUTE OT
BCSIKa cepus ce JIombJiBa 10 25 Ml cbe cMecta mpomnan-2-o1 - Xxekcad (3.1.). Te3u pa3tBopu ce
M3M0J13BAT KaToO CTAHJAPTHU Pa3TBOPHU.

B apyru nBe konbu ce npenacsar no 2 ml anwmua (3.4.) HarpsiBa ce B npoabmkenue Ha 30
MHUHYTH HaJ KUISIa BoxHa OaHs, 3a Ja ce pa3Bue olBeTsiBaneTo. OXjaxaa ce 10 craifHa
TeMIiepaTypa, 00EMbT Ce JIOIbJIBAa ChC CMECTa MpomaH-2-oi-xekcaH (3.1.), XoMoreHu3upa ce u
Cce OCTaBsl Ja IPECTOM B IIPOABIDKEHKE Ha | yac.

OnTHueckara IUTBTHOCT C€ OIIpeieNs, KaKTo € OMMUCaHo B 5.2. 3a cBoOogHUs rocunoi. OT Ta3u
CTOMHOCT C€ M34YHCIIABA KOJIMYECTBOTO Ha OOIIMSI TOCUIION, KAaKTO € OIMCAHO B 6.

6. M3uncisiBaHe Ha pe3yaTaTUTe

Pesynrarure MoraT 1a ce M3UMCIST WK Ha 0a3a crenuguyHaTa ONTHYHA TUTETHOCT (6.1), nin
Ha 0a3a kamOpoBbUHA KpuBa (6.2).

6.1 Ha 6a3a cneyughuunama onmuyna nivmnocm

CrenuduynaTta ONTUYHA IUTBTHOCT IIPU ONMCAHUTE YCIIOBUS 1€ ObJIE KaKTO CIIe/IBa:

CB00OJICH TOCHTION: E, * =625

OGII[ TOCHITOJ: E!” =600

lecm

ChabppKaHUETO Ha CBOOOIHUS WM OO TOCHIION Ha Tpodara ce W3UMCIIsIBA 110 ClieHaTa
dbopmyna:

E-1250
eocunon%=——,
Ele-p-a

lcm p
KBJETO:
E = xopurupanara onTHYHa INIBTHOCT, ONpeJieIeHa ChITIACHO 5.2,
P = npobara 3a TeCT BT,
a =  aJMKBOTHaTa 4acT oT ¢uiutpara B ml.

6.2. Ha 6asza xanubposvuna Kpusa

3197210199 — LIIP - penaktupan



6.2.1. Ceobo0en cocunon

[MoaroTsT ce 2 cepuu OT meT MepuresHu koiou ot 25 ml. BbB Besika cepusi koibu ce
npeHacst ¢ numnera anukBotu ot 2.0, 4.0, 6.0, 8.0 u 10.0 ml or cranmapTHUS pa3TBOp Ha
rocunoi A (3.5). Odembt ce gombasa 10 10 ml ¢ pastBop A (3.2). KomriuiekroBa ce Besika
cepus ¢ koiba ot 25 ml, chabprkaia camo 10 ml ot pastBopa A (3.2) (mpasen Tecr).

O0emMbT Ha KOOWTE HA IMMbpPBaTa cepusl (BKJI. KOJI0aTa ¢ MPa3HUS TECT) CE JOMBIBA ChC CMEC
ot npornan-2-oi u xekca (3.1) 10 25 ml (pedepenrtna cepusi).

[MpubGapst ce 2 ml anunun (3.4) BbB BTOpUTE CepuH (BKJI. KOJOWUTE 3a Mpa3HUS TECT).
3arpsia ce 3a 30 MMH. Ha BojJHA OaHs 10 MojyyaBaHe Ha 1BeTa. Oxjaxjaa ce 70 CcTaiiHa
TeMIeparypa, 00eMbT C€ JIOMBIIBA ChC CMEC OT MPOIaH-2-01 u xekcaH (3.1). Xomorenusupa
Ce W ce OCTaBs Jia pecTou 1 yac (ctaHgapTHa cepusi).

Omnpenenst ce onTUYHA IUIBTHOCT HA PA3TBOPUTE B CTAHIAPTHUTE CEPUU TakKa, KaKTO €
[IOCOYEHO B 5.2, B CpaBHEHHE CBbC CHOTBETHUTE pA3TBOPU B PEPEPEHTHUTE CEPHUH.
HauepraBa ce kanuOpoBbyHaTa KpHBa, Karo CTOMHOCTUTE HA ONTHYHATA ILITBTHOCT C€
HAHACST CpeIlly KOJMYeCcTBaTa Ha rocuIona (B Ur).

6.2.2. O011 rocuIion

[MoarotesaT ce mect meputennu koiadu ot 50 ml. B mepBara konba ce npenacst 10 ml ot
pastBop B (3.3), a B ocrananure chotBeTHO 110 2.0, 4.0, 6.0, 8.0 1 10.0 ml oT crangapTHHS
pa3tBop Ha rocumos B (3.6). OGembT Ha Besika Kosiba ce gombisa 10 10 ml ¢ pastBop B
(3.3). 3arpsBa ce 3a 30 muH. Ha BogHa Oans. OXJaxaa ce J0 craifHa TeMIieparypa, 00eMbT
Cce JIOITBJIBA ChC CMEC OT MPOMaH-2-0J1 ¥ XxeKkcaH (3.1) U ce XoMoreHusupa.

[Mpenacst ce 2.0 ml OT Te3u pa3TBOPH BBB BCAKA OT JABETE CEPUU OT IIECT MEPUTEIHH KOJIOU
ot 25 ml. O6embT Ha Becsika Koji0a OT mbpBaTa cepus ce aombiBa A0 25 ml cee cmec oT
nponaH-2-oi1 ¥ xekcaH (3.1) (pedepentHa cepus).

[pudassat ce 2 ml anwnun (3.4) BBB BTOpUTE cepuu. 3arpsiBa ce 3a 30 MHUH. Ha BO/iHA OaHsl.
Oxnaxxga ce 0 craifHa TemIeparypa, 00eMbT CE JIONBJIBA ChC CMEC OT IMPOIaH-2-07 U
xekcad (3.1). XomoreHusupa ce u ce 0cTaBs J1a mpectou | yac (ctaHgapTHa cepus).

Onpezlenﬂ CC OIITHYHA INUIBTHOCT Ha Pa3TBOPUTC B CTAHAAPTHUTC CCPUH TaKa, KAKTO €
MOCOYCHO B 5.2, B CpaBHCHHE CBhC CHOTBETHHTE pPAa3TBOPU B peDEPCHTHHUTE CEpPHUHU.
HauepraBa ce kamuOpoBbuHATa KpHBa, KaTO CTOMHOCTUTE HA ONTHYHATA TUTBTHOCT C€
HaHACAT CPEIly KOJMYecTBaTa Ha rocunoa (B ur).

6.3 Ilosmopsiemocm

Pa3nukara Mexmy pe3yiraTuTe OT JBE HMapalelHU ONpPEAETSIHUS, IPOBEJCHH C €IHA U ChIla
npo0a, He TpsAOBa J1a HaABUILIABAT:

- 15 % kaTo OTHOCHUTENIHA CTOMHOCT, IPU ChIbpPKAHKE HA TOCUIIOIN To-Maiiko oT 500 ppm;

- 75 ppm KaTo aObCONIOTHAa CTOMHOCT, MpHU ChIbpXkKaHUE He Mmo-Manko oT 500 ppm u He mo-
rosiaiMo ot 750 ppm;

- 10 % kaTo OTHOCHTEIHA CTOHHOCT, TIPH ChIbpKaHue moBede ot 750 ppm.
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[MPMJIOXEHUE 11

1. YCTAHOBABAHE 1 WIEHTU®UILINPAHE HA AHTUBUOTULIA OT
TETPALIMKIIMHOBATA I'PVIIA

1. Ilex u o0xBarT

To3u Meron naBa BB3MOXKHOCT Jla CE€ YCTaHOBSIBAT M WAEHTU(GUIMPAT AHTHUOMOTHULM OT
TeTpalMKJIMHOBAaTa Ipyla B XpaHU 3a JKUBOTHH, ChAbpKamM Hai-manko 0.1 ppm ot
AHTUOMOTULIUTE, KAKTO ¥ B KOHLEHTPATU U IPEMUKCH.

2. IpuHumn

[lpobGara ce ekcTpaxupa CbC CMEC OT METaHOJI W COJHA KHCeIuHA. EKCTpakThT U
pedepeHTHHAT Pa3TBOp 33 CPAaBHEHHE CE MOJJIaraT Ha Bh3XOAAIIa XapTHEeHa XpoMaTorpadusi.
AHTHOMOTHULIUTE CE€ YCTAHOBABAT W WUACHTU(UIMpPAT 4Ype3 CpaBHsABaHE Ha TexHUTe Rf-
CTOMHOCTH C TE€3W Ha CTaHAapTHUTE cyOcrtaHuuu, upe3 ¢ayopecueHius B UV cerinuHa
(BUCOKO ChIbp)KaHHWE HA AHTUOMOTHIIM) WM 4Ype3 OuoaBTOrpadusi BbpXY arapoBa cpena,
MHOKYJIMpaHa c B. cereus.

3. PeakTHBH M XpaHHUTEIHA cpeaa

3.1. Byghepen pazmeop pH 3.5

JlumoneHa kucennHa, MOHOXHIpAT, 4.3.a., 10.256 T
Hunarpues xuaporengpocdar, Na;HPO4.2H,0, u3.a., 745 T
AneroH, 4.3.a., 300 ml

JHectunupana Bozga g0 1000 ml

3.2. Pazmeop na gpocgpamen 6yghep ¢ pH 5.5

Kanmes quxuaporerdocdar, KH,PO,, u.3.a., 130.86 T
Hunarpues xuaporenpocdar, Na;HPO4.2H,0, u.3.a., 6.947 T
Hectunupana Boga go 1000 ml

3.3. Emoent I: HemocpenctBeHo mpeau ymorpeba ce cMecBaT YHUCT HUTPOMETaH / YUCT
xyiopodopm / 1,3-guxopripornad-2-oi1 B ckotHOmeHue 20 / 10/ 1.5 (o obem).

3.4. Emoent II: HenocpencrtBeno mpeau ymotpeda ce cCMeCBaT YUCT HUTPOMETaH / YUCT
xyiopodopm / 2-ntukonuH B cboTHoueHue 20 / 10 / 3 (mo obem).

3.5. CmecBar ce unct Meranou / conHa kucenuna (rrsTHOCT 1.19) B choTHOMIEHHE 98 / 2 (110
obem).

3.6. 0.1 N coyHa KHCeIMHA.
3.7. Amonsik, mstHOCT 0.91.

3.8. CrarmapTHu CyOCTaHITUH: XJIOPTETPAIIUKINH, OKCUTETPAIUKINH ¥ TETPALMKINH, YAUTO
AKTUBHOCTH C€ U3Pa3sBAT KaTO XUAPOXJIOPUIH.
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3.9. Muxpoopeanuzvm: B. cereus ATCC Ne 11.778

[Togbpskane Ha POAWTEINICKHS 1AM, IPUTOTBSHE Ha CYCIICH3Us OT CIIOPH U WHOKYJIHpaHe Ha
XpaHUTEIHaTa cpeja: CleABaT ce MHCTPYKLMUTE, AaJeHu B Touku 3.1. um 3.2. oT MeTozda 3a
OTIpEeJIeTISIHE ChIbPXKAHUETO Ha XJIOPTETPAIMKINH, OKCUTETPALMKINH M TETPALUKINH 4pe3
nudy3us B arap, KOWTO € OMKCaH B 4acT 2 OT HACTOSIIIIOTO MPHIIOKEHHUE.

3.10. Xpanumenna cpeda®

I'moko3a 1 g

Tpuncunos nenrox 10 g

Mecen ekctpakr 1.5 ¢

HpoxneB ekcTpakT 3 g

Arap 209

JHectunupana Bozga go 1000 ml

pH ce kopurupa 110 5.8 HEnmocpencTBEeHO Mpeau yrnorpeoa.

3.11. 0.1 % (1/0) pastBOp Ha 2,3,5-TpuceHmnrerpazonxiopun u 5 % (1/0) pazTBOp Ha
TJIFOKO3a.

4. Anaparypa

4.1. Amapar 3a BB3XOJMIla XapTHeHA Xxpomarorpadus (BHCOUMHA Ha Xaptusara 25 cm).
Xaptus naiixep & ron (2040b wnur 2043b) nim exkBuBaieHTHA Ha Hesl.

4.2. lleatpodyra
4.3. Nukybarop, perymupan Ha 30 °C
4.4, UV-namrma 3a OTKpUBaHe Ha (IIyOpECICHIIUATA.

4.5. Crpkiienu wioun okosio 20 x 30 cm 3a 6uoaBtorpadusi.

5. CranpapTHu pa3TBopu
5.1. Pesepenu pazmeopu

Ot crannaptaTuTe cyoctanuuu (3.8.) ce MpUroTBAT pa3TBOPHU B cojHA KucenuHa (3.6.), Taka
4ye Ja ce TOoJydaT KOHIeHTpauuu, choTBeTcTBanm Ha 500 pr/ml xmoprerpamukiun-HCI,
okcurerpanukimH-HCl u terparukmina-HCI.

5.2. Peghepenmnu pasmeopu 3a onpedensnus ¢ UV-ceemauna

PasztBopuTe (5.1.) ce pa3pexnar ¢ pa3tBop Ha pocdaren Oydep (3.2.), Taka ye Aa ce moaydar
pa3TBOpU, YHUHMTO KOHIEHTpammu chorBercTBaT Ha 100 ur/ml xmoprerpamuknun-HCI,
okcurerpanukinH-HCl u terparukmina-HCI.

5.3. Peghepenmmu pasmeopu 3a omkpusare upe3 buoasmozpaghusi

PasztBopuTe (5.1.) ce pa3pexnar ¢ pa3tBop Ha ocdaren Oydep (3.2.), Taka ye Aa ce moaydar

5
Moske n1a ce u3Mos3Ba BCAKaKBa XpaHUTEIHA Cpe€aa, JO0CThIIHA B ThbPrOBCKaTa MpPEXKa, KOATO UMa 1'10}1066H CbCTaB U
IIO3BOJIABA Aa C€ NOJIydaT ChIIUTEC PE3YyJITATH.
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pa3TBOpH, YHMUTO KOHLEHTpAllMM ChOTBeTcTBAT Ha 5 pur/ml  xmoprerpauukiun-HCI,
okcurerpauukimH-HCl u terparukmia-HCI.

6. ExcTpaxupane

Koraro npeamnonaraeMoTo chIbpikaHHe Ha aHTHOMOTHK € 1mo-Manko ot 10 ppm, ce u3monspa
WIM XOMOTeHHM3HMpaHaTa mpoba, WM OTIeJeHaTa 4pe3 NpecsBaHe Hal-GpuHa (Qpakius, Thi
KaTo aHTHOMOTHUITUTE CE OTKPUBAT INIABHO B Ta3M (ppaxiusl.

[Tpobara ce cycrienaupa B cmec (3.5.) u ce ueHrpodyrupa. CymnepHaranTara ce IeKaHTHpPa U
Ce U3IO0JI3Ba AUPEKTHO, WIM NMPU HEOOXOIMMOCT ce paspexna cbc cmec (3.5.), Taka ue
KOHIICHTpALMATAa Ha aHTHOHOTUIMTE J1a Obae okoso 100 ur/ml (6.1.) u 5 pur/ml (6.2.).

7. YcTraHoBsiBaHe M uaeHTUGUKAIUS
1.1. Xpomamoepagus

Xaprusita ce notansg B Oydepen pasrsop ¢ pH 3.5 (3.1.). U3numreksT OT TeuHOCTTa ce
OTCTpaHsBa Upe3 NPUTHCKAaHE Ha JICTa MEXIY CyXH JINCTa GUIThPHA XapTHs. BepXy mcra ce
nanacst 0.01 ml ot pedepentaute pazrBopu (5.2. u 5.3.) u ot ekcrpakTa (6.1. 1 6.2.). 3a 1a ce
NOCTHTHE JI0OpO pasfensHe, XapThara TpsOBa Ja € ¢ TMOAXOoAsma BiaxHocT. [lpm
HEOOXOIMMOCT C€ OCTaBsI MAJIKO JIa U3CHXHE.

Pa3Butue upes Bb3xoAdIa XpoMaTorpadus. 3a OTKpUBaHe upe3 OnoasTorpadus ce u3nons3sa
emoent [ (3.3.), a 3a orkpuBane B UV-cBernmnHa ce um3nomsBa emtoeHT I (3.4.). Korato
(GpOHTHT Ha pa3TBOpUTENS ce u3kaud Ha 15 - 20 cm (mpubmusutento 1 yac u 30 MUHYTH)
xpomaTorpadusTa ce mpeKpaTsIBa U JUCTHT CE U3CYIIaBA.

7.2. Omxpueane 6 UV-ceemnuna

2
AKO HHMBOTO Ha aHTHOMOTHKA € TO-BUCOKO OT | ur Ha cm®, ciexm oOpaboTBaHe Ha
XpomarorpaMaTta B amMOHSYHM mHapu (3.7.) ce MosBABaT 3JIaTUCTO-XBITH (Iryopecuupaliu
MeTHa, KOUTO ce BIKAT npu ocersaBane ¢ UV-nammna (4.4.).

7.3. Omxpusane upes buoasmozpagus

Xpanutennata cpefa (3.10.) ce uHokynupa ¢ B. cereus (3.9.), uznuBa ce BbpPXy CTHKICHUTE
wioun (4.5.) u BbpXy Hes ce mocraBs xaptusarta. Cinen 5 MUHYTH KOHTAakT XapTusita ce
OTCTpaHsiBa U Ce MPEMECTBA Ha JIPYro MsCTO OT XpaHHUTEIHATa Cpeia, KbAETO TA OCTaBa Io
BpeMe Ha MHKyOarnmoHHus nepuoj. Mukyoupa ce 1sa Honp npu 30 °C. Ako mpuchcTBar
AHTUOMOTUIM OT TETPALMKIMHOBATa Ipyna, ce HAOJIIOJaBaT CBETJIM 30HU Ha MHXHUOHpaHe
BBbpPXY MbTHaTa XpaHUTEJIHA CPeJia.

3a na ce ¢ukcupa XpomaTorpaMara, Cie/l HHKyOMpaHeTO XapTUsATa c€ HalmphCKBa C pa3TBOpa
(3.11)).

1.4. Hoenmugpuxayus

Otnocutenautre Rf-croitHOCTH Ha aHTHOMOTHUIIMTE OT TETPAIMKIMHOBAaTa Tpyma ca
IIPEJICTaBEHH MO-10JTy. Te31 CTOMHOCTH MOTaT JIEKO Ja BapupaT B 3aBUCUMOCT OT Ka4e€CTBOTO
Ha XapTUsTa U HEWHATA BJIAYXKHOCT:

xsopretpanukivH (CTC) 0.60
terpanukiivH (TC) 0.40
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okcuterpaukiud (OTC) 0.20
4-EPI-CTC 0.15

4-EPI-TC 0.13

4-EPI-OTC 0.10

AnTuOnotuyHata aktuBHOCT Ha EPI-chbenuueHusita € mo-majgka OT Ta3d HA HOPMAaTHUTE
ChEAUHEHUSL.
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2. ONPEAEJIAHE HA XJIOPTETPALIMKJINH, OKCUTETPALIUKJIMH U
TETPALIMKIIMH

A. Ype3s nudysus B arap
1. Ilex u o0xBarT

To3um meron naBa BB3MOXKHOCT Ja ce ompenensat Hupara Ha xjoprerpaiukind (CTC),
okcurerpatukinH (OTC) u terpauukinun (TC) B XpaHu 3a >KMBOTHHM, KOHLIEHTPAaTH U
NPEMHKCH, KOTaTo KOJMYECTBaTa UM ca MO-BUCOKM OT 5 ppm. KommuectBa, mo-manku ot 5
ppm, Morart fa ObJat onpeaeneH: Ype3 rpaduuHa HHTEPIIOIAIHs.

2. IpuHuMn

[Tpu komuuaectBo 50 ppm MM MO-MaNko npodara ce ekcTpaxupa ¢ paszpeneH hopmamua. [pu
ChIbPIKaHHUE TO-BUCOKO OT 50 ppm T ce eKCTpaxupa ChC CMEC OT alleTOH, BOAA M COJIHA
kucenuHa 3a onpeaensine Ha CTC u cMec OT METaHOJ M COJIHA KHCEJIMHA 33 ONpEeACisiHe Ha
OTCu TC.

Crnen ToBa €KCTPAKTUTE CE Pa3pexkIaT M TAXHATA aHTHOMOTHYHA aKTUBHOCT CE OTIPEICIsl upe3
mudysus Ha CTC, OTC nmm TC B araposa cpena, nHOKyupana ¢ B. cereus. /ludysusra craBa
BUIMMA 10 0Opa3yBaHETO HAa 30HM HA WHXUOHWpAHE B MPHCHCTBHETO HA MUKPOOPTaHU3MA.
JlmaMeThpbT HA T€3H 30HU € MPABO MPOMOPIMOHATICH HA JIOTApUTHMa Ha KOHIICHTPALIMATA HA
AHTUOMOTHKA.

3. Mukpoopranuszsm: B. cereus, ATCC Ne 11.778.
3.1. I[Tooowpoicane na pooumenckus wam

Nuoxynupa ce ¢ B. cereus empyBeTka CKOCEeH arap ¢ xpaHurtenHa cpena (4.1.), 6e3 MeTHIIEHOBO
cuHBO U OopHa kucenmnHa. MakyOupa ce 1sia Homr ripu okosto 30 °C. Kynrtypara ce chxpaHsBa
B XJIQIMJTHUK U C Hesl BCEKH 14 THU ce penHOKYJIHpa CKOCEH arap.

3.2. Ilpucomesne na cnoposama cycneH3us.

baktepunte ce croupar B 2 - 3 ml pusnonornyuen pa3rop (4.5.) OT enpyBeTKa ChC CKOCEH
arap (3.1.). C Ta3u cycrieH3us ce MHOKy/IMpa Koyoa Ha Roux, ceaspikaria 300 ml arapusupana
xpanutenHa cpefa (4.1.) ¢ 3 1o 4 % arap, 6e3 METHJIEHOBO CHHBO M OOpHAa KHCENHHA.
KynruBupa ce B mpombmkenne Ha 3 g0 5 mam mpu Temrepatypa 28 - 30 °C u cuen
MHKPOCKOIICKa TPOBEpKa 3a CHOpyialus crnopute ce cwoupar B 15 ml eranon (4.6.) u ce
xoMoreHusupa. Ta3u cycrieH3us ce ChbXpaHsIBa B XJIAIMIHHK 32 5 WITH ITOBEYE Mecelia.

3a pa3nuyHHUTE KOHIEHTpAallUKM Ha W3IOJI3BaHUS aHTHMOMOTUK IPEIBAPUTEIHO CE OMpeaess
KOJIMYCCTBOTO Ha HWHOKYJIyMaA, KOWUTO JaBa BbB3MOXKHO Hal-rOJIEMUTE SICHHM 30HH Ha
uHxuOupane. ToBa omnpenensHe ce U3BHPILIBA BbPXY CTHKJIEHU IUIOYM C OCHOBHATA cpefa 3a
ompenensine (4.1.). Toa kommuectBo oOmkHOBeHO € Mexkay 0.2 u 0.3 ml ma 1000 ml.
XpaHuTenHaTa cpeia ce HHOKYupa rnpu temmeparypa mexay S0 u 60 °C.

4. XpaHuTeJHA Cpeia U PeaKTHBH
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4.1. Ocnosna cpeda 3a onpedensnemo® (1).

I'moko3al r

Tpuncunos nentonl0 r

Mecen exctpakrl.5 T

JpoxxneB ekcTpakT3 r

Arap B 3aBUCHMOCT OT KauecTBoTO OT 10 10 20 T

,,Tween 80”1 ml

PastBop Ha docharen Oydep, pH 5.5 (4.2.)10 ml

5 % (1/0) pa3tBOp Ha OopHa KucenuHalSml

0.5 %-en pa3TBOp Ha METHUJICHOBO CHHBO B eTaHOo4 Ml
Hectunupana Boaa jgo 1000 ml

pH ce xopurupa g0 5.8 npeau ynorpeoa.

4.2. Pazmeop na gpocghamen 6yghep ¢ pH 5.5

Kanmmes quxuaporeradocdar, KH,PO,, u.3.a., 130.86 T
Hunarpues xunporenpocdar, Na;HPO4.2H,0, u.3.a., 6.947 ©
Hectunupana Boza go 1000 ml

4.3. PaztBop Ha gocdaren 6ydep c pH 5.5., paspenen 1:10
4.4. Pasmeop na ¢hocpamen 6ygep ¢ pH 8

Kammes quxunporendocdar, KH,PO,, u.3.a., 1.407 T
Hunarpues xumaporendpocdar, Na,HPO4.2H,0, U.3.a., 57.539 1
Hectunupana Boga go 1000 ml

4.5. Cmepunen gpuzuonocuuer pazmeop

4.6. 20 % (o/0) eranon

4.7.0.1 N conHa KucenuHa

4.8. 70 % (0/0) popmaMuI: IPUTOTBS CE HEMOCPEICTBEHO Mpean yroTpeda u pH ce kopurupa
Ha 4.5 ¢ okoso 2 N csipHa KHCEHHA.

4.9. CMmec OT YHCT alleToH, BOJia U CojiHA KucenuHa (ITbTHOCT 1.19) B choTHOMmIEHUE 65 / 33 /
2 1o obem.

4.10. CMec OT YuCT METaHOJ U COJHA KHucenuHa (mrbTHOCT 1.19) B choTHOIIEHHE 98 / 2 110
obeM.

4.11. Cranmgaptau cyocranmuu: CTC, OTC, TC, uuaTO aKTUBHOCT CE€ H3pa3sBa KaTo
XUJPOXIOPUIH.

6
Moske n1a ce u3Mos3Ba BCAKaKBa XpaHUTEIHA Cpe€aa, JO0CThIIHA B ThbPrOBCKaTa MpPEXKa, KOATO UMa 1'10}1066H CbCTaB U
IIO3BOJIABA Aa C€ NOJIydaT ChIIUTEC PE3YyJITATH.
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5. CranpapTam pa3rBopu
5.1. Xnopmempayuxaun

C wusnomsBaHe Ha coyiHa kucenuHa (4.7.) or cranmaptHus paztBop (4.11.) ce mpurorss
pE3epBEH Pa3TBOP ¢ KOHIIEHTpamus, choTBercTBamia Ha 500 pr/ml xmoprerpanukana-HCI.
Tozu Pa3TBOP MOKE Jia CC ChbXpaHABad B XJIAAWJIIHUK B IIPOABJDKCHUC HA €AHA CCAMUILIA.

Ot TO3M pe3epBeH pa3TBOP CE MPUTOTBS CTAHIAPTEH PabOTEH Pa3TBOpP Sg C KOHIICHTpAIHS,
cporBercrBaina Ha 0.2 ur/ml xnoprerpaunkmma-HCl. Pa3zpexnanero ce mpaBu ¢ pa3TBopa Ha
docharen 6ydep pH 5.5, paspenen mo 1:10 (4.3.), kM koiiTo e nodasen 0.01 % amumoBo
YEpPHO .

Karo ce wusmom3Ba Oydepennuss pastBop (4.3.) upe3 cepwmiinu paspexmanus (1+1) ce
MMPUTOTBAT CIICAHUTC KOHIICHTPALIUH:

S4 0.1 mg/ml

S, 0.05 mg/ml

S1 0.025 mg/ml

5.2. Oxcumempayuxiun

Karo ce cnensa mpouenypara, ykazaHa B 5.1., OT pe3epBHHMSI pa3TBOp C KOHILIEHTpaLus,
cerBercTBamia Ha 400 ur/ml okcurerpanukana-HCl, ce npurorss craHmapteH paboTeH
pa3tBop Sg, chabprkai 1.6 pr/ml okcurerparukinua-HCl v cieIHUTE KOHIICHTPAITUH:

S40.8 ur/ml
S; 0.4 ur/ml
S10.2 ur /ml
5.3. Tempayurxaun

Karo ce cnensa mpouenypara, ykazaHa B 5.1., OT pe3epBHHSI pa3TBOp C KOHIIEHTpaIus,
cvorBercrBaina Ha 500 ur/ml terparmkmun-HCI, ce nmpurotss cranaapteH pabOTeH pa3TBOp
Ss, ceawpakarnt 1.0 pr/ml rerparmknua-HCl v crietHUTE KOHIICHTPAIHH:

S40.5 ur/ml
S; 0.25 pr/ml
S10.125 pr/ml

6. ExcTpakuus
6.1. Cvovporcanue 50 ppm unu no-maiko

KbM m3nutBanara npoba ce npubass ¢popmamun (4.8.) B KOJIMUYECTBA, YKa3aHU B TabiuiaTa
no-moiy. Paskiiamia ce Ha kiatadHa riaropma B npoabibkenue Ha 30 muHyTH. Bennara cien
TOBa c€ paspexaa ¢ pa3TtBop Ha Qocharen Oydep (4.3.) chrimacHO yka3zaHUsTa, JaJICHU B
Tabauiara mo-1o0iy, 3a 1a ce noiayuu koHuentpauus Us. Konuentpanusra Ha Gpopmamuia B
TO3W pa3TBOP HE TpsiOBa fa HajBuiasa 40 %.

7
AMHJOBOTO YEPHO Ce M3IOJI3BA, 33 /Ia CE BULIT M0-100pe 30HUTE HAa HHXUOMpPAHEe HAa CTAHIAPTHUTE PA3TBOPU
(cuHU IpBCTEHH).
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3a ;ma ce moyuu OUCTBpP Pa3TBOp, ce meHTpodyrupa wiu ce aekantupa. Ciem ToBa upes
cepuitnu pazpexxpanust (1+1) ¢ pastBopa Ha Qocdaren Oydpep (4.3.) ce NPUTOTBAT
koHueHTpauuure Us, Up 1 Us.

AHTHOHOTHK CTC oTC TC
BHg;}:;IonaraeMo ChABP)KaHUE 10 50 10 50 10 50
IIpoGa BT 10 10 24 9,6 20 10
®opmamuzg B Ml (4.8) 100 100 80 100 80 100

paspezneH

paspeficH B | pa3pesieH B
CHOTHOIICH | CHOTHOIIIE

B

PastBOp Ha pocdopen Oydep e e 70 200 120 CHOTHOIIIE
B ml (4.3) . ) HHE
1:5 1:25 15
(@) ©) o
K Ugw pr/ml
OHHCHTpatumt He WHE 0,2 0,2 1,6 1,6 1,0 1,0

(@) Bsemat ce 20 ml ekctpakT u ce gombisat 10 100 ml ¢ 6ydep B Meputenna komba.
(6) Bsemar ce 20 ml ekctpaxT u ce gompisar 10 100 ml ¢ 6ydep B Meputenna xonbda.

6.2. Cvovporcanue, no-conamo om 50 ppm
6.2.1. Xnopmempayuxaun

B 3aBucuMocCT OT mpennonaraeMoTo ChIbp)KaHHE Ha aHTHOMOTHMKAa B TpobaTa WK B
3aBHCHMOCT OT TapaHIUsATa Ha TMPOU3BOIUTENS, MIPU KU3cienBaHe Ha pobu ot 2 1o 10 r, kM
TsX ce Ao06as cmec (4.9.) B o6eM 20-kpaTHO mo-ToyIsIM OT oOema Ha mpobata. Paskiara ce B
npoabkeHne Ha 30 MUHYTH Ha kinarayHara ruiatdopma. [lo Bpeme Ha ekctpakiusta pH
Tps6Ba ma octane nox 3. Ilpu Heobxommmoct pH ce kopurupa otaoBo q0 pH 3 (kato 3a
HEOpPTraHWYHU CheAnHeHust ce u3mnonsBa 10 %-Ha oretHa kucenuna). OT eKCTpakTa ce B3eMa
anvkBoTa M HeitHoTo pH ce moBexna 1o 5.5 ¢ pa3tBop Ha docdaren O6ydep, pH 8 (4.4.) B
MPUCHCTBHE HA OPOMKPE30JIOBO 3€JeHO (IBETE€H MpPEeXoi OT XBITO KbM CHHBO). 3a Jia ce
nonmyun koHueHTpamus Ug (Buxk 6.1.), ce mpaBu paspexaHe ¢ pa3rBopa Ha ¢ocdaren Oydep
pH 5.5, pa3penen 1:10 (4.3.).

Upes cepmitiu paspexxganust (1+1) ¢ pastBopa Ha ¢ocdaren Oydep (4.3.) ce MPUTOTBAT
koHreHTpauuute Us, Up 1 Us.

6.2.2. Oxcumempayuxiun u mempayuxkium

[Tponienupa ce, kakTo € ykazaHo B 6.2.1., karo BMecTo cMmecrta (4.9.) ce M3MON3Ba cMecTa
(4.10)).

7. Metoq 3a onpeeJisine
7.1. Hnokynupane na xpanumenuama cpeod

OcHoBHata cpefia 3a onpenensHero (4.1.) ce HHOKyIUpa CbC CropoBa cycrneHsus (3.2.) npu
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temmneparypa 50 - 60 °C.
7.2. I[loocomosxa Ha nempumama

Judysusara B arap ce MpoBekJa B METPHUTA, KATO CE M3IOJI3BAT YETUPUTE KOHIICHTPAIIMHA HA
cranaaptHust pa3tBop (Ss, Sa, Sz, S1) u yerupute KoHueHTparmu Ha excrpakta (Ug, Us, Uy,
U;). BbB Bcsako netpu TpsiOBa 1a ObAaT MOCTABEHH YETHPUTE KOHIICHTPAIIMKA HA €CKTPaKTa
Ha CTaHJIapTHUA pa3TBOP.

3a Ta3u 1en ce u30upar JOCTaThYHO TOJIEMU TIETPHUTA, TaKa Ue B arapoBara cpeja Jia Morar Ja
OblaT HampaBeHW Hail-manko 8 kiaaeHuyera ¢ auamersp ot 10 go 13 mm. M3uucnssa ce
KOJIMYECTBOTO HAa WHOKyJIUpaHaTa XpaHutenHa cpexa (7.1.), HeoOxomuma, 3a J1a OCUTYpH
paBHOMEpEH Ciioi ¢ nebenuHa 2 MM. 3a TPEANOYUTaHEe € M3CICIBAHETO Ja Ce MPOBEXKIA B
METPUTA, CHCTOSIIM Ce OT CThKJIEHA IUIOUKA C MICATHO MacBalll IIaCTMACOB UM alyMUHUEB
npbereH ¢ quamerbp 200 Mm 1 BucounHa 20 M.

B 3aBucuMocT OT qMameThpa Ha KiIafeHYeTara B TSAX Ce HaHACS C MHUIETa TOYHO MPEMEPEHO
kommyecTBo (Mexay 0.10 u 0.15 ml) ot pa3TBopa Ha aHTHOHOTHKA.

3a Bcska mpola pa3pexIaHusTa ce MOBTAPAT HAW-MaIKO 4 IMBTH C BCUYKU KOHIICHTPAIIUH,
TaKa 4e BCAKO OMPEeIIsHE /1a BKIIFOUBA OIICHSBAHETO Ha 32 30HU HAa UHXUOHUpaHE.

7.3. Uukyoupane

[Terpurara ce nakyOupat oxono 18 gaca mpu 28 - 30 °C

8. OnensiBane

W3mMepBa ce AuaMeThpbT HA 30HUTE Ha MHXUOMpAHE, KaTo 3a NPEANOYUTAaHE € TOBA J1a CTaHEe
ype3 MnpoxeKkTupane. M3amepBanusita ce HaHACAT BbpPXY MOIYJIOrapUTMUYHA XapTHs, KaTo ce
HAHACAT CTOMHOCTHUTE Ha JIOTapUThMa Ha KOHIIEHTPALMUTE CPEIy CTOMHOCTHUTE 3a AMaMeThpa
Ha 30HUTE Ha nHXUOUpaHe. HauepraBar ce TMHUKTE HA CTAHIAPTHUS Pa3TBOP U HA EKCTPAKTa.
[Tpu ycnoBue, ye HsIMa CTpaHUYHU €(DeKTH, IBETE JTMHUU TPsAOBa Jja ObaT yCIOPEIHU.

JlorapuTbMbT Ha OTHOCHTEIHATa AKTUBHOCT C€ M3YHCIsIBA, KAaTO CE€ M3IIOJI3BA Clie/HATa
dbopmyna:

U, +U, +U, +U,-S,-S, -S, —S;)-0,602
U,+U;+S,+S;-U, -U,-§, -5,

]_—[el\/’ICTBI/ITeJ’IHaTa AKTUBHOCT = IpCAIloJIaracMara akTUBHOCT X OTHOCUTCIIHATA aKTUBHOCT.

9. IloBTOpsiEeMocCT

PaznukaTta Mexny pesyinraTure OT ABE NapajielHU ONpPEAEsSHMs, IPOBEACHU C €HA U ChlIa
npo0a, He TpsOBa 1a HaaBumaBaT 10 % KaTo OTHOCHUTENHA CTOMHOCT.

b. Upe3s TypOuaumerpus

1. llex u o0xBar

3197210199 — LIIP - penaktupan



To3m wmeronq mo3BoisiBa Ja ce onpenensar HuBata Ha xjoprerparukind  (CTC),
okcuterpaukiud (OTC) u Terpanukinun (TC), Korato KOHLUEHTPALMUTE ca MO-rojieMu oT |
r/kg npu ycioBue, 4e HIMa BIMSHUE OT JIPYrH CYOCTAaHIMH, pa3MbTBAIM CKCTPAKTUTE. To3u
METOJ € Mo-0bp3 OT Audy3usiTa B arap.

2. IpuHuMn

3a ompenensine Ha CTC mpobaTta ce ekcTpaxupa ChC CMEC OT alleTOH, BOJIA M COJTHA KUCEIHHA.
3a ompenenstae Ha OTC m TC mpobarta ce ekcTpaxupa ChC CMEC OT METaHOI W COJHA
KHCEJIHHA.

Ciienr TOBa €KCTPAKTHTE CE PaspekaaT M TEXHUSAT aHTHOMOTHYEH e(PEKT ce ONpeAes upe3
M3MepBaHe Ha IIPEMHUHABAIATa CBETIINHA IIPe3 XPAaHUTEIIHA CPE/Ia, KOSATO € Onila MHOKYJIMpaHa
cbe Staphylococcus aureus U kbM KoATO € Omi mpubaBeH aHTHOMOTHK. [IpemuHaBaHeTo Ha
CBCTJIMHATA 3aBUCH OT KOHLICHTpaHATa Ha aHTHOMOTHKA.

3. Mukpoopranmsnm: Staphylococcus aureus K 1412
3.1. I[Tooowpoicane na pooumenckus wam

Wuokymupa ce cbe S. aureus enpyBeTka CKOCEH arap ¢ XpaHutenHa cpena (4,1.), KbM KosITo, B
3aBHCHUMOCT OT KauecTBOTO, ¢ mpubaBeH 1,5 1o 3 % arap. Mukyoupa ce msia vomr mipu 37 °C.
Kyntyparta ce cbxpaHsiBa B XJQJWIHUK U C HEd BCEKH 4 CEIMMIU CE€ PEMHOKYJIUpPA CKOCEH
arap. EqHoBpeMeHHO ¢ TOBa ce MPUTOTBS CYOKYATypa 3a JadopaTopHa ynorpeoda.

3.2. Ilpucomssne na uHOKyIyma

24 daca mpeM U3MOJI3BAaHE CKOCECH arap ce peMHOKYIIMpPA ChC CYOKYNATypa U Ce MHKyOuparsia
vom npu 37 °C. llsmara KynaTypa, ChAbpiKalla ce B €JHA EMpyBETKa CKOCEH arap, ce
cycrienaupa B okojo 2 ml ot ocHoBHata cpena (4,1.). Crnex ToBa B CTEPHIHH YCIOBHS
cycrieH3usTa ce npenacs B okoio 100 ml ot cwiara ocHoBHa cpena (4,1.). MukyOupa ce BbB
BojiHA Oans nipu 37 °C, moKaTo pacTeXbT Ha IIaMa Biie3e B joraputMuydHa (asa (ot 1 gac u 30
MHHYTH JIO 2 Yaca).

4. XpanuTeJHa cpela U peaKTHBH
4.1. OcnosHa cpeoa 3a onpe()eﬂﬂHemog
ITeniron 5 ¢

Hpoxnes ekcrpakt 1,5 ¢

Mecen ekctpakt 1,5 ¢

Hatpues xmopun 3,5 g

I'moko3a 19

Kanmmes quxuaporerdocdar, KH,POy4, u3.2., 1,32 9

® Tosn miam, usoaupan or LUFA B Kuiin, ce pa3mHOoXaBa 3Ha4MTENIHO 0-06p30 ot S.aureus ATTC 6538 P.

9
Moske n1a ce u3Mos3Ba BCAKaKBa XpaHUTEIHA Cpe€aa, JO0CThIIHA B ThbPrOBCKaTa MpPEXKa, KOATO UMa 1'10}1066H CbCTaB U
IIO3BOJIABA Aa C€ NOJIydaT ChIIUTEC PE3YyJITATH.
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Juxanues xuaporeHdocdat, KoHPOy, u.3.a., 3,68 g
Hectunupana Bozga go 1000 ml

pH cnen crepunmsanus: 6,8 mo 7,0

4.2. Pazmeop na gpocpamen oyghep, pH 4,5

Kanues quxunporeradocdar, KH,POy4, u3.a., 13,6 9
Hectunupana Bozga go 1000 ml

4.3. 0,1 N conHa KuceianHa

4.4. CMec OT YKCT alleTOH, BOJIa ¥ COJIHA KKucearHa (IIbTHOCT 1,19) B choTHOIICHHE 65 / 33 /
2 o obem.

4.5. CMec OT YMCT METaHOJ U coiHa KucenuHa (mrbTHOCT 1,19) B choTHOmEHME 98 / 2 1o
o0eM.

4.6. PaztBop Ha hopmairnexu, okono 10 %-ex (1/0)

4.7. Cranmaptau cyocraniuu: CTC, OTC u TC, 4maATO aKTUBHOCT CE H3pa3siBa Karo
XUJIPOXJIOPHUIH.

5. CrannapreH pa3TBop

Karo ce u3nonsBa conna kucenuHa (4.3.), or cra”naptHa cyOcraHuus (4.7.) ce NPUTrOTBs
pe3epBeH Pa3TBOP C KOHIEHTpalws, chorBeTcTBama Ha 400 10 500 ur/ml or CTC-HCI, OTC-
HCI nmm TC-HCI. To3u pa3TBOp MOKE J1a c€ ChXpaHsIBa €Ha CEIMUIIA B XJIAIMTHHK.

6. ExcTpakuus
6.1. Xnopmempayuxiun

B meputenna konoa ot 200 wiam 250 ml ce mpenacsar ot 1 go 2 g ot npobara. J[obassr ce
okoo 100 ml or cmecra (4.4.) u ce paskiamia B TeueHne Ha 30 MHHYTH Ha KiaTadyHaTa
mwiarpopma. OOeMbT ce gombiBa ¢ pa3tBop Ha (Qocdaren Oydep, pH 4.5 (4.2.).
XOMOTEHH3HPA CE U CE OCTaBsI J]a CE yTau.

6.2. Oxcumempayuxiun u MumpayuKiuH

B meputenna konda ot 200 wiam 250 ml ce mpenacsat ot 1 g0 2 g ot npobara. J[o6aBst ce
okoso 100 ml ot cmecra (4.5.) u ce paskiaiia B mpoab/keHue Ha 30 MUHYTH Ha KiiaTadyHaTa
mwiarpopma. OOeMbT ce gombiBa ¢ pa3tBop Ha (Qocharen Oydep, pH 4.5 (4.2.).
XOMOTEHH3HPA CE M CE OCTaBsI J]a CE yTau.

7. MeTog 3a onpeaesisiHe
7.1. [lpueomessine na cmanoapmHu cepuu U Ha eKCmpaKma

CrangapTausaT pa3tBop (5) u excTpakTsT (6) ce paspexaar ¢ pa3tBopa Ha hochaTaus Oydep
pH 4.5 (4.2.), 3a 1a ce mony4yu cepusi OT KOHLUEHTPAIMU. 3a BCAKO ONpeessiHE ce HauepTaBa
Ka.]m6p0131)qHa KprBa 3a CHOTBCTHATa KOHIICHTPALWA, IMO3BOJIABAIlla MHTCPIIOIUPAHCTO HaA
Hail-MaJIko JiB€ CTOMHOCTH, OTHACSIIU CE€ 0 eKcTpakTa. Paspexnanusita TpsiOBa aa Obaat
I/I36paHI/I B CBOTBETCTBUC C YCIOBHATA, IPHU KOUTO CE€ KYJITHBHpPAa HAMBT W KOUTO IIPU

3197210199 — LIIP - penaktupan



pa3IMYHU J1ab0paTopuy Morar ja Bapupar. OOUKHOBEHO Ipolelyparta € claeaHaTa:
71.1.1. Xnopmempayuxnun

CranmaptHusaT pa3tBop (5) ce paspexnaa ¢ pasrBopa Ha docharen Oydep (4.2.), 3a ma ce
HOJIy4YH CTaHIapTeH pabOTeH pa3TBOP ¢ KOHIEHTpanus, choTBercTBama Ha 0.2 pur/ml CTC-
HCL. Crnen toBa, kato ce M3mon3Ba pa3TBOpbT Ha QocdareH Oydep (4.2.), ce mpuroTesr 6

pa3pexaaHus B ePYBETKH, KAKTO € YKa3aHO MO-/10JTy, KaTo BCAKO pa3pekJaHe ce Tyoiupa.

CTa}I;z[ailT)];rgI})I Ean6“0TeH ®ocdopen Gydep m ml (4.2) KOHHGHTpaI(ILI;I:/ ;?)CTT —HCI
0.7 0.3 0.14
0.6 0.4 0.12
0.55 0.45 0.11
0.45 0.55 0.09
0.4 0.6 0.08
0.3 0.7 0.06

ExcrpakTsT (6.1.) ce paspexna ¢ pa3tBopa Ha docharern Oydep (4.2.), 3a Aa ce MOIydH
npennonaraema konuentpaims Ha CTC-HCI 0.12 pur/ml. BsB Besika OT JBeTe ENpPYyBETKH ce
npenacs 1o 1 ml oT To3u pastBop, a B npyru aBe enpyBerku ce npenacs o 0.75 ml (= 0.09
ur). O6eMbT Ha MOCIIEAHUTE JIBE SPYBETKH ce JombiBa g0 1 ml ¢ pasrBopa Ha docharHus

Oydep (4.2.).
7.1.2. Oxcumempayuxiun u mempayuxkium

CrangaptHusat pa3tBop (5) ce paspexna ¢ pa3tBopa Ha docharaust Oydep (4.2.), 3a na ce
HOJTy4YH CTaHIapTeH pabOTeH pa3TBOp ¢ KOHIEHTpalws, choTBercTBama Ha 0.6 ur/ml OTC-
HCl uwmu TC-HCI. Cnen toBa, Kato ce u3moii3Ba pa3TBOPBT Ha (ocdaren Oydep (4.2.), ce
NPUTOTBAT 7 pa3pexkIaHus B €PYBETKH, KAKTO € YKa3aHO I0-/I0JTy, KaTo BCSIKO pa3pekIaHe ce
nyonmpa.
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Crannapren paboTeH pa3TBOp B ®ocdopen Gydep v ml (4.2) Konuenrparms va CTT — HCI
ml (ur/ml)
0.9 0.1 0.54
0.8 0.2 0.48
0.7 0.3 0.42
0.6 0.4 0.36
0.4 0.6 0.24
0.3 0.7 0.18
0.2 0.8 0.12

ExctpakTsT (6.2.) ce paspexna ¢ pa3tBopa Ha docharern Oydep (4.2.), 3a Aa ce MOIydH
npeanonaraema KouteHtpaius Ha OTC-HCI wimu TC-HCI 0.48 ur/ml. BeB Besika ot aBere
eMpyBETKH ce npeHacs o 1 ml ot To3u pa3TBOp, a B IPyrH JIBE CPyBETKHU ce rnpenacs mo 0.5
ml (= 0.24 ur). O6eMbT Ha MOCICTHUTE JBE CMPYBETKU ce AombiaBa 10 1 Ml ¢ pastBopa Ha

docharaust Oydep (4.2.).

7.2. Unoxynupane na xpanumennama cpeoa

OcHoBHara cpena 3a onpezensiHeto (4.1.) ce nHokynupa ¢ uHOKyniyma (3.2.), Taka 4e mpu
u3MepBane ¢ poromersp mpu 590 nm na ce mosydu MPOMYCKIMBOCT Ha cBeTinHaTa 85 %,
KOraTo ce H3MepBa C S-CaHTHMETpoBa KroBeTa, uiu 92 %, korato ce u3MepBa C 2-
CaHTHUMETpPOBa KIOBETa, ako amapaTbT € Owmn toctupan Ha 100 % mpomycKIMBOCT 3a
HEWHOKYJIMpaHa OCHOBHA cpena (4.1.).

7.3. [Mocasxa

BwB Besika ot enpyBerkute (7.1.1. wim 7.1.2.) ce mpenacsat mo 9 ml or uHOKynIHMpaHaTa
xpanutenHa cpena (7.2.). Ilpenacsnero Tpsi6Ba na Obje YMCTO, HO CTEPUIIHU YCIIOBUS HE ca
3aTbJDKUTEITHH.

1.4. Unxyoupane

Wukybupanero TpsOBa /1a ce mpoBeJie BbB BoJIHA OaHs ¢ pa30bpKBaHe, YUATO TEMIIEpaTypa ce
noaabpika nocrosiHHa npu 37+0.1 °C. U30panusaT nHkyOanuoHeH neproi (0OMKHOBEHO OT 2
yaca u 30 muHyTH 10 3 Yaca) TpsiOBa aa ObJ€ TaKbB, Ye Ja MO3BOJIM TOCTPOSBAHETO HA KPUBH
Ha TMPOITyCKJIMBOCTTA, MO3BOJISIBAILM Jla CE€ HampaBHM TOYHO u3MepBaHe. Cnen ToBa Mo-
HATATBITHUAT PACTEX ce OJIOKHpa OBbP30, KATO BHB BCSAKA ENpPYyBETKa ce WHKekTupa mo 1 ml
pa3TBop Ha Gopmanaexus (4.6.).

1.5. U3mepsane na pacmesica

[IpomyckimBocTTa ce u3mepna ¢ poromersp npu 590 nm, roctrpan Ha 100 % npomycKIuBOCT
C HaW-OWCTpHUsl CTaHJapTeH pa3TBOpP (CHOTBETCTBAI HA HAW-BUCOKOTO CHABP)KAHHUE HA
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aHTUOMOTHUK). Thil KaTo pasiukaTa B MbTHOCTTAa MEX/1y Pa3IMUYHUTE EPYBETKU HE € TOJIIMa,
TpsAOBa Ja ce MU3MOJI3BAT KIOBETH Hali-MaJIKO OT 2 ¢m, a 3a MPEAIoYuTaHe - 5 CM.

8. U3uucasiBaHe Ha pe3y/ITaTUTe

KamuOpoBsuHarta KpuBa Ce TOCTPOsiBA BBbPXY MWJIMMETPOBa XapTHs 3a rpaduku, Kato
pesynTatute OT (DOTOMETPHYHOTO HM3MEpPBaHE HA MBTHOCTTA C€ HAHACAT CpeIly
KOHIICHTpauuTe Ha aHTHOMOTHKA. CTOMHOCTHTE 3a NPOIYCKIMBOCTTa HA EKCTpaKTa ce
MHTEPIIONHNpAT BbPXY KaInOpoBbUHATa KpuBa. M3unciisiBa ce chIbp>KaHUETO HA aHTUOUOTHUK B
npobara.

9. IloBTOpsiemMocT

Pa3nukara Mexay pe3yiraTuTe OT JBE HMapajeiHU ONPEICISHUS, TPOBSICHU C SHA U ChIla
npo0a, He TpsOBa na Haapumasar 10 % KaTo OTHOCHTEIHA CTOHHOCT.
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3. OIIPEAEJIAHE HA OJIEAHAOMUIINH

- ype3 qudysus B arap -

1. Ilex u o0xBarT

To3u MeToa AaBa BB3MOXKHOCT 32 OIPEEIITHE ChABPKAHUETO Ha OJICAHIOMUIIMH B XPaHU 3a
JKMBOTHHM, KOHICHTPATH W IMPCMHUKCH, OOPH B IMPUCHBCTBUC HA TCTPALMUKIIMHH, KOIaTo
KOJIMYECTBOTO MY € roBeue ot 0.5 ppm.

2. IpuHumn

[IpoGara ce eKcTpaxupa c paspeneH METAHOJIOB pa3TBoOp Ha
TpU(XuApOKCUMETIIIaMUHO)MeTaH. (Cren ueHTpodyrupaHe eKCTpakThT C€ pa3pexiaa U
HEeroBaTa aHTHOMOTHYHA AaKTHBHOCT C€ OIpeIes upe3 Hu3MepBaHe Ha audys3usra Ha
OJICAaHJOMHUIIMH B arapoBa cpena, 3acsta ¢ B. cereus. [Jludysusita craBa BuUguma 1O
00pa3yBaHeTO Ha 30HU HAa MHXHUOMpaHE B IPUCHCTBUETO HA MUKPOOpraHu3Ma. JlnaMerspbT Ha
TE€3M 30HU € MPaABO MPOMOPIMOHAIECH Ha JIOTAPUThMa Ha KOHIICHTpAIIUATa Ha aHTHOWOTHKA.

3. Muxpoopranmssm: B. cereus, K 250 TR (pesncrenten KbM TeTparikInnm)
3.1. ITooowpoicane na pooumenckus wam.

Wnokynupa ce ¢ B. cereus enpyserka cKoceH arap ¢ xpaHuTenHa cpena (4.1), KbM KOsITO ca
npubasenn 100 pr/5 ml okcurerpanukiun. MukyOupa ce 1suia Homy mpu okono 30 °C.
Kyntyparta ce cbxpaHsiBa B XJIQJAWIHUK U C HEs BCEKH 4 CEIMHIM CE PEMHOKYJIUpA CKOCEH
arap.

3.2. Ilpucomesne na cnopogama cycneH3us.

baktepunte ce croupar B okosio 3 ml ¢pusuonornuen pasreop (4.3.) OT enpyBeTKa ChC CKOCEH
arap (3.1.). C Ta3u cycrieH3us ce MHOKy/Mpa Koyoa Ha Roux, ceaspikaria 300 ml arapusupana
xpanutenHa cpena (4.1.) ¢ 3 no 4 % arap. akyOupa ce B nmpoabpKeHUE Ha 3 70 S THU TIpU
temmeparypa 28 - 30 °C u cien MUKPOCKOTICKA IMPOBEPKa 3a CIIOpyJIalys CIIOPUTE Ce ChOMpaT
B 15 ml eranon (4.4.) u ce xoMmorenusupa. Tasu cycrieH3ust ce ChXpaHsBa B XJIAMUIHHK 33 5 U
TIOBEYE Mecera.

3a pa3IMYHUTE KOHICHTPAIIMU Ha OJICAHJOMHIIMH, KOUTO CE M3IOJI3BAT, MPEIABAPUTEIHO Ce
OTpeIesIsl KOJIMYECTBOTO Ha HHOKYJTyMa, KOWTO JaBa Bb3MOYKHO Hal-TrOJIEMHUTE ¥ SICHA 30HU Ha
uHxuOupane. ToBa ce N3BBPIIBA BbPXY CTHKIICHH IJIOUM C OCHOBHATA Cpelia 3a ONPEIe/ITHETO
(4.2.). TToaxoasII0TO KOIMYECTBO HHOKYIIyM € ooukHoBeHo Mexay 0.1 u 0.2 ml 3a 1000 ml.
XpaHuTenHaTa cpesa ce MHOKyaupa mpu remreparypa 60 °C.

4. XpaHuTeJiHA cpe/ia U PeakTUBH
4.1. Cpeda 3a nodovpoicane Ha poOOUMeNCKUsL Wam

I'moko3a 19

10 IMam, n3ompan or LUFA B Kuiin.
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Tpuncunos nentox 10 r

Mecen ekctpakrt 1.5

JpoxneB ekcTpakrt 3 r

Arap B 3aBucHMOCT OT KauecTBoTO 10 10 20 T
Hectunupana Bozaa go 1000 ml

pH ce kopurupa 10 6.5 HEnmocpecTBEHO Mpeau yrnoTpeoa.
4.2. Ocnosna cpeda 3a onpedersinemo’™

Cpena (4.1.), kopurupana j1o pH 8.8.

4.3. CtepuiieH (PU3UOIOTUYEH Pa3TBOP

4.4. 20 %-en (0/0) eTaHoI

4.5. Yuct MeTaHon

4.6. 0.5 % paztBop (1/0) Ha TPU(XUIPOKCUMETHIAMIUHO)METaH, 4.3.a.
4.7. Pasmeop 3a ekcmpaxyusi

Yuct metanoi 50 ml

Hectunupana Boga 50 ml
Tpu(xuapokcuMeTuIaMuHO)METaH, 4.3.a. 0.5 T

4.8. CrangapTHa CyOCTaHIIUS: OJICAHJOMHUIH C U3BECTHA aKTHBHOCT.

5. Crannapren pa3TBop

PastBaps ce cranmgaptHa cyocranius (4.8.) B 5 ml meranoin (4.5.) u ce pa3pexaa ¢ pa3TBopa
(4.6.), Taka Je J1a ce MoJIydr KOHICHTpaIus Ha oneanaomuiiaaa 100 pur/ml.

OT TO3U pe3epBEH pa3TBOP upe3 paspexaaHe ¢ pa3rBopa (4.6.) ce MPUTOTBA CTaHIAPTEH
paboten pa3TBop Sg, chabpikaril 0.1 ur/ml oreaHOMUIIHH.

Karo ce usznomnssa paszreopa (4.6.) Upes cepuiinu pazpexaanus (1+1) ce mpuroTBaT cieaHure
KOHIOCHTpALUH:

S40.05 pr /ml
S, 0.025 pr /ml
S10.0125 pr /mi

6. Excrpakuus

B 3aBHCHMOCT OT MpennonaraeMoTo ChIbp)KaHHE Ha OJICAHIOMHIINH Ce B3eMa 1Mpoda oT 2 10
10 r, kM Hest ce mpubOaBaT 100 ml ot pastBopa (4.7.) u ce paskiaiia B nmpoab/ukeHre Ha 30
MUHYTH Ha KJIaTagHa rmiatgopma.

LlenTpodyrupa ce, B3eMa ce alMKBOTA OT KCTPaKTa M ce pa3pexa ¢ pa3ropa (4.6.), 3a 1a ce

1
Moske n1a ce u3Mos3Ba BCAKaKBa XpaHUTEIIHA Cpe€aa, JO0CThIIHA B ThbPrOBCKaTa MpPEXKa, KOATO UMa 1'10}1066H CbCTaB U
IIO3BOJIABA Aa C€ NOJIydaT ChIIUTEC PE3YyJITATH.
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HOJIy4H TpeonaraeMa KoHmeHTpamus Ha oneangomuiiia 0.1 pr/ml (= Ug). Cien Toa upe3
cepuiinu pazpexsaanus (1+1) ¢ pazteopa (4.6.) ce npurotBst koHueHTpauuure U, Up u Us.

7. MeTogn 3a onpeaesisiHe
7.1. Unoxynupane na xpanumeninama cpeoa

OcHoBHara cpesa 3a omnpezaensiHeTo (4.2.) ce HHOKyJIUpa CbC CriopoBa cycneHsus (3.2.) npu
temneparypa 60 °C.

7.2. I[loocomosxa Ha nempumama

Judysusara B arap ce MpoBeXkIa B METPUTA, KATO CE M3IOJI3BAT YETUPU KOHIICHTPAIIMHM HA
cTaHgapTHUs pa3TtBop (Sg, S4, Sz, S1) ¥ yeTHpHU KOHIEHTpauU Ha ekcTpakTa pa3TBop (Ug, Uy,
U,, Uj). BB Bcsko merpu TpsiOBa ga ObAAT IMOCTaBEHH YCTHPUTE KOHIIEHTpAIMHM Ha
CTaHJApPTHHS PA3TBOP M HA EKCTPAKTA.

3a Ta3u 1en ce n30MpaT JOCTaThUHO TOJIEMH MIETPHUTA, TAKa Y€ B arapoBaTa Cpea Ja Morar Ja
ObJar HampaBeHU Hal-Manko &8 kiajaeHdera ¢ auamerbp oT 10 mo 13 mm. U3uucnssa ce
KOJIMYECTBOTO Ha MHOKYyJMpaHata xpaHuteiaHa cpena (7.1.) ga Obae TakoBa, 4e Ja OCUTYpHU
paBHOMEpEH cJoi ¢ nebenuHa 2 MM. 3a NPEANoYuTaHe € M3CIICABAHETO /1a C€ MPOBEXKIa B
NETPUTA, CHCTOSIIM C€ OT CTHKJICHA IUI0OYKA C MICATHO IAcBall IJIACTMACOB MJIM ATyMHUHUEB
npbereH ¢ quaMeTsp 200 Mm 1 BucounHa 20 MM.

B 3aBucuMocT oT quamerhpa Ha KiIafeHYeTara B TSAX Ce HAHACS C MHUIETa TOYHO MPEMEPEHO
kommyecTBo (Mexay 0.10 u 0.15 ml) ot pa3TBopa Ha aHTHOMOTHKA.

3a Bcsika mpoba pa3pekIaHusTa ce MOBTAPSAT HAW-MAJIKO 4 ITU C BCSIKA KOHIIEHTPALIUS, TaKa
Yye BCSIKO OMPEIENISIHE J]a BKIIFOYBA OIICHSIBAHETO Ha 32 30HM HA MHXUOUpAHE.

7.3. Uukyoupane

[lerpurara ce maKyOHpart okono 18 gaca mpu 28 - 30 °C.

8. OnensiBane

W3mMepBa ce quaMeThpbT Ha 30HUTE Ha MHXMOUpaHe, 3a MPEANOYUTaHe Ype3 MPOKEKTHPAHE.
W3MepBaHusiTa ce HaHACAT BbpPXY MOJYJIOrapUTMUYHA XapTusl, KATO C€ HAHACAT CTOMHOCTUTE
Ha JIOrapuTbMa HA KOHIIGHTPAIMUTE CpEIly CTOMHOCTUTE 3a AMaMeThpa Ha 30HUTE Ha
uHxuOupane. HauepraBaT ce JMHUMTE Ha CTaHAAPTHUS pPa3TBOp M Ha ekcTpakra. [lpu
yCJI0BUE, Y€ HAMA CTPaHUYHU €EeKTH, IBETE JTMHUU TpsAOBa 1a ObIaT yCIIOPEIHH.

JlorapuTbMbT Ha OTHOCUTEIHATA AKTUBHOCT CE€ M3YUCIISABA, 10 ciieaHaTa popmya:.

U,+U,+U,+U,-S,-S,-S,-S;)-0,602
U,+U;+S,+S,-U,-U,-S, =S,

I[CﬁCTBHTCHHaTa AKTUBHOCT = IpCAIloJIaracMara akTUBHOCT X OTHOCUTCIIHATA aKTUBHOCT.

9. IloBTOpsiEemMocCT
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Pa3nukara Mexay pe3yiratuTe OT JBE HMapajelHU ONPEACISHUS, MPOBEICHU C €HA U ChIla
npo6a, He TpsOBa na HaaBumasar 10 % KaTo OTHOCHTEIHA CTOHHOCT.

4. OITPEJEJISIHE HA TUJIO3UH
- ype3 qudysus B arap -
1. Ilex u o0xBarT

To3u MCTOA JiaBa BB3MOXHOCT 3a OHNPCACIAHC CbABPXKAHHUCTO Ha TUWIO3WH B XpaHU 3a
JKMBOTHH, KOHICHTPATHU U NTPEMHUKCHU, KOTaTO KOJUYCCTBOTO MY € IMIOBCYEC OT 2 ppm.

2. IpuHuMn

[Tpobara ce 06paboTBa ¢ pa3rBop Ha pocdaren Oydep pH 8, npeasapurento 3arpst 1o 80 °C,
CIIell KOETO ce eKcTpaxupa ¢ Meranoi. Cien HeHTpoyrupaHeTo eKCTPaKThT Ce pa3pexia u
HErosaTa aHTHOMOTHYHA aKTUBHOCT CE orpeacisl Ype3 Uu3MCpPBaHe III/I(i)}BI/I?ITa Ha TUJIO3HWHA B
arapoBa cpejia, 3acsita cbe Sarcina lutea. Jlugysusra ctaBa BuauMa o oopa3yBaHeTo Ha 30HU
Ha MHXUOMpaHEe B NPUCHCTBUETO Ha MHUKpOOpraHusma. JluamerbpbT Ha TE3U 30HU € MPaBO
MMPONOPHHOHAJICH HA JIOTapUTbMa Ha KOHIICHTPALUATa Ha aHTI/I6I/IOTI/IKa.

3. Muxkpoopranmszbm: Sarcina lutea, ATCC Ne 9341
3.1. ITooowpoicane na pooumenckus wam

Wuokymnupa ce cbe Sarcina lutea enpyseTka ckoceH arap ¢ xpanutenna cpeaa (4.1), pH ce
noBexaa no 7.0. MakyOupa ce mpe3 Homra mpu okono 35 °C. Kynrypara ce chbxpaHsBa B
XJIQIITHUK ¥ C Hesl BCEKU MECEIl Ce PEMHOKYIIMPa CKOCEH arap.

3.2. Ilpucomssne na bakmepuaiHa cycneH3us

baktepunte ce choupar B 2 10 3 Ml pusuonoruuen pasteop (4.4.) oT enpyBeTKa ChbC CKOCEH
arap (3.1.). C ta3u cycrieH3us ce HHOKY/IMpa Koyioa Ha Roux, chapprkaina 250 ml xpanuTenna
cpena (4.1.), kopurupana g0 pH 7. MakyOupa ce B mpoabpiDKeHHe Ha 24 Jaca mpy TemrepaTtypa
35 °C, cnen koero Oaktepuure ce cpOmpar B 25 ml ¢usuonoruuen pasrop (4.4.).
CycneHsusTa ce XOMOT€HU3Upa M CEe pa3pekia Taka, ye Ja Ce MOJyYH HPOITyCKIMBOCT Ha
ceetnuHara 75 % npu 650 nm.

Tazu CYCIICH3HUA CC ChbXpaHsBa B XJIAAUJIHHUK U MOXKE Ia CC U3I10JI3Ba €AHA CCAMUIIA.

3a pa3nMYHUTE KOHIEHTPAIIMH HA THIO3WH, KOUTO CE U3MOI3BAT NPEIBAPUTEITHO CE OTpeeNs
KOJIMYCCTBOTO Ha HWHOKYIIYMa, KOUTO JaBa BB3MOXKHO Hal-rOJIEMUTE U SICHHM 30HHM Ha
uHxuoOupane. ToBa ce U3BBPIIBA BEPXY CTHKJICHH IJIOYM C OCHOBHATA CPEa 3a ONPEACIISTHETO
(4.1.). XpanurtenHara cpeqia ce MHOKYIupa ipu Temmeparypa ot 48 mo 50 °C.

4. XpaHuTeJiHA cpe/la U PeakTUBH

12
4.1. OcnosHna cpeda 3a onpedensiHemo

2
Moske n1a ce u3Mos3Ba BCAKakBa XpaHUTEIHA Cpelia, J0CThIIHA B ThProBCKaTa MpexXa, KOATO UMa 1'10}1066H CbCTaB U
TMO3BOJIABA Aa C€ NOJIydaT ChIIUTE PE3YyJITATHU.
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I'mokoza 1 r

Tpuncunos nentox 10 r

Mecen ekctpakrt 1.5

JpoxneB ekcTpakrt 3 r

Arap B 3aBucHMOCT OT KauecTBoTO 10 10 20 T
Hectunupana Bozga go 1000 ml

3a mojyIbpKaHe HA POJUTEIICKUS IIaM U 3a MPUTOTBSHE Ha OakTepuanHaTa cycrnensus pH ce
Kopurupa 10 7.0 HemocpeACcTBEHO Mpein yrnorpeoa, a 3a onpenensaero pH ce nosexna 110 8.0.

4.2. Pazmeop na ghocghamen 6yghep ¢ pH 8

Kanmues quxunporendocdar, KH,PO,, u.3.a., 0.523 T
Hukammes xuaporeadocdat, KoHPO4.2H,0, u.3.a., 16.730 T
JHectunupana Bozga go 1000 ml

4.3. Pazmeop na gpocpamen oyghep ¢ pH 7

Kammes quxuaporeradocdar, KH,POy4, u3.a., 5.5
Jukammes xuaporeadocdar, KoHPO,, u3.a, 13.6 T
Hectunupana Boza go 1000 ml

4.4. CrepuiieH (U3UOIOTUIEH Pa3TBOP

4.5. Yuct MeTaHon

4.6. 40 % (o/0) meTaHON

4.7. Cmec ot paztBop Ha (ocdaren Oydep (4.2.) u unct meranon B chotHotenue 60 / 40 mo
o0em.

4.8. CranmapTHa CyOCTaHIIMS: TUJIO3UH C U3BECTHA aKTUBHOCT.

5. CranpapTHu pa3rBopu

CrangaptHata cyocranius (4.8.) ce cymm B mpoabbkenue Ha 3 yaca ipu 60 °C BbB BakyyMHA
cymwas (5 mv Hg ¢10). [petermar ce 10 mo 50 mg B MepuTenHa koyida, pa3teapsat B 5 ml
MeTaHon (4.5.) u ce pa3pexnaa ¢ pazrBopa Ha docharaus 6ypep pH 7 (4.3.), Taka ue ga ce
TIOJTy4YX OCHOBHA KOHIIeHTparus Ha Tiio3nHa 1000 pr/ml.

OT TO3U pe3epBeH pa3TBOp 4Ype3 paspexnaHe chc cMmecta (4.7.) ce MPUTOTBA CTaHIAPTEH
paboTeH pa3TBOp Sg, Chabprkalil 2 ur/ml THIIO3HMH - OCHOBA.

Karo ce u3momns3Ba cmecra (4.7.) upe3 cepuiinu paspexaanus (1+1) ce mpuroTBIT cieaHuTe
KOHIOCHTpALUH:

S4 1 ur/ml
S, 0.5 ur/ml
S10.25 pr/ml
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6. ExcTpakuus

3a KOHIIEHTpaTUTE ce B3ema mmpoda ot 10 r; 3a MpeMHUKCHUTE U 32 XpaHHUTE 3a KHUBOTHU - 20 T.
Jo6assat ce 60 ml pastBop Ha dhocharen 6ydep pH 8 (4.2.), mpeasapurento 3arpst a0 80 °C
U c€ XOMOT€HU3UPa B MPOIBbIDKEHUE Ha 2 MUHYTH (IoMatieH Mukcep, Ultra-turrax u ap.).

OcraBs ce B npoab/okeHre Ha 10 munyTH, 100aBsat ce 40 ml MeraHosn u ce XoMoreHU3upa B
NPOABIDKEHHE HAa 5 MUHYTU. EKCTpakThT ce 1eHTpodyrupa, amuKBOTHA YacT Ce pa3peikaa ChC
cMmecTta (4.7.), 3a 1a ce moy4H mpeirnoiaracMa KoHIeHTpalus Ha tuio3unHa 2 ur/ml (= Ug).
Crnen ToBa upe3 cepuiinu pazpexaanus (1+1), kato ce uznon3sa cmecra (4.7.), ce IPUTOTBAT
koHueHTpauuute Us, Uz u Us.

[Tpu cpappkanue, mo-Manko ot 10 ppm, eKCTpakTHT ce M3MapsiBa 10 CyXO Ha POTAIIMOHEH
u3napuren npu 35 °C u octaTbKbT ce pa3rBaps B 40 % merano:n (4.6.).

7. Metogn 3a onpeaesisiHe
1.1. Hnokynupane na Xxpanumennama cpeoa

OcunoBHara cpena 3a omnpexaensinero (4.1.), kopurupana no pH 8.0, ce mHOKynHMpa Cbe
OakTepuanHara cycnensus (3.2.) mpu Temnepatypa ot 48 1o 50 °C.

7.2. I[loocomosxa na nempumama

Judysusara B arap ce npoBexaa B METPUTA, KaTO C€ M3IOJI3BAT YETUPU KOHLIEHTPALMM Ha
cranaaptHust pa3TBop (Sg, S4, S2, S1) ¥ uernpu koHieHTparmu Ha ekctpakta (Us, Ug, Uy, Uy).
Bus BCIKO HCTpI/I Tpr6Ba aa 6T)ZlaT IIOCTAaBCHU I-IGTI/IpI/ITe KOHHGHTpaIII/II/I Ha CTaHI[apTHI/ISI
pa3TBOp M HA EKCTPAKTA.

3a Ta3u 1en ce n30MpaT JOCTaThUHO TOJIEMH METPHUTA, TAKa Y€ B arapoBaTa Cpeia Ja Morar Ja
ObJar HampaBeHH Hal-Manko & kiajaeHdera ¢ auameTbp oT 10 mo 13 mm. U3uucnssa ce
KOJIMYECTBOTO Ha MHOKYyJMpaHata xpanutenHa cpena (7.1.) ma Obae TakoBa, 4e J1a OCUTYpHU
paBHOMEpEH clioi ¢ nebenuHa 2 MM. 3a TPEANoYuTaHe € M3CJICBAHETO J1a C€ MPOBEXKIa B
METPHUTA, CHCTOSIIM C€ OT CTHKJICHA IUI0YKA C MICATHO TTacBalll IJIACTMACOB HJIM ATyMHUHUEB
npbereH ¢ quameTsp 200 MM 1 BucounHa 20 MM.

B 3aBucuMocT OT quameThpa Ha KiIajeHYeTara B TSAX Ce HaHACs C IUIETa TOYHO MPEMEPEHO
komyectBo (Mexay 0.10 u 0.15 ml) ot pa3rBopa Ha aHTHOMOTHKA.

3a Bcsika mpoba pas3pekIaHusITa Ce MOBTAPSAT HaW-MaJIKO 4 ITH C BCSIKA KOHIIEHTPAIINS, TaKa
4e BCSIKO OMPEIENISIHE J]a BKITFOYBA OICHSIBAHETO Ha 32 30HM HA MHXUOUpaHE.

7.3. Uuxyoupane
[Terputara ce uaKyoupar 1sia Houy npu 35 go 37 °C.

8. OnensiBane

N3mepBa ce muaMeThphT HA 30HUTE HA MHXUOMpaHE, 3a MPEANOYUTAHE Ype3 MPOKEKTUPAHE.
N3mepBanusiTa ce HaHACAT BBPXY MOJTYJOTapUTMUYHA XapPTHsI KaTO CE HAHACAT CTOMHOCTHUTE
Ha JIOTApUThMa Ha KOHIIEHTPAIMUTE CpeIly CTOWHOCTUTE 3a JHaMeThpa Ha 30HUTE Ha
naxubupane. HawyepraBaT ce NWHUUTE HA CTAaHAAPTHUS pPa3TBOP M Ha eKcTpakra. [lpum
YCIIOBHE, Y€ HsIMa CTPAaHUYHH €()DEKTH, JBETE JTMHUH TPSOBaA /1a ObIAaT yCIIOPETHH.

JlorapuThbMBT Ha OTHOCHTENIHATA AKTHBHOCT CE M3UYHCIIABA 110 CIeHATa popMmyra:
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U,+U,+U,+U,-S,-S,-S,-S;)-0,602
U,+U;+S,+S,-U,-U,-S,-S,

JleiicTBUTENHATa aKTUBHOCT = IPE/II0JIaraeMaTa akTUBHOCT X OTHOCUTETHATa aKTUBHOCT.
9. [loBTOpsiEeMOCT

Pasznukara Mexmy pe3yaTaTUTe OT JIBE MMapaJieIHU ONPEACISHUS, MPOBEJACHU C €IHA U ChINa
npo0a, He TpsiOBa na HajBHmaBatT 10 % KaTo OTHOCUTENTHA CTOHHOCT.
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5. OITPEAEJIAHE HA BUPTMUTHMAMUIINH

- ype3 qudysus B arap -
1. Ilex u o0xBarT

To3u MCTOA AaBa Bb3MOKHOCT 3a OIPCACTIAHC CbAbPIKAHUCTO HA BUPrUHUAMHUIIMH B XpaHU 3a
JKMBOTHH, KOHICHTPATHU U NTPEMHUKCHU, KOTaTO KOJUYCCTBOTO MY € IIOBCYEC OT 2 ppm.

2. IpuHuMn

[Ipobara ce ekcTpaxupa C METaHOJOB pPa3TBOp ,, Iween 80”. Cnen ueHTpodyrupane u
(GunaTpyBaHEe EKCTPAKTHT CE Pa3pekia U HeroBaTta aHTUOMOTHYHA aKTHBHOCT CE ONPEJIENs Ype3
u3MepBaHe audy3usTa Ha BUPrMHUAMHIMHA B arapoBa cpena, 3acsita chc Sarcina lutea.
Judysuara craBa BuauMa 1mo oOpa3yBaHETO Ha 30HM HAa MHXHOMpAHE B MPUCHCTBHETO HA
MHKpOOpranu3ma. J[uaMeTbpbT Ha TE3W 30HH € IPABO MPOMOPIHOHAICH Ha JIOTApUThMa Ha
KOHIOCHTpAaLuATa Ha aHTI/I6I/IOTI/IKa.

3. Mukpoopranu3bMm: Sarcina lutea, ATCC Ne 9341
3.1. I[Tooowpoicane na pooumenckus wjam

Wuoxkysupa ce cbe Sarcina lutea enpyserka ckoceH arap ¢ XxpanutenHa cpena (4.1). Makyoupa
ce 1si1a Hotx rpu okoiio 35 °C. Kynrypata ce chbxpaHsiBa B XJIaIMJTHUK U ¢ HES BCEKU 14 nHU
Ce PEMHOKYJIMpa CKOCEH arap.

3.2. Ilpucomssne na bakmepuaiHa cycneH3us

baktepuurte ce chOMpaT OT HACKOPO MPHUIOTBEHA enpyBeTka ckoceH arap (3.1.) B 2 mo 3 ml
¢uznonoruueH pa3tBop (4.3.). C Ta3u cycneH3us: ce MHOKy/IMpa kosba Ha Roux, chabpikaria
250 ml xpanutenna cpena (4.1.). MakyOupa ce B poabkeHue Ha 24 gaca mpu TeMIeparypa
35 °C, cnen xoero Oakrtepuute ce cwhoupatr B 25 ml ¢usumomornuen pastBop (4.3.).
CycneH3usiTa ce XOMOT€HU3HMpa Ce U Ce pa3pek/a Taka, ue Jia ce MOIydH MPOITyCKIMBOCT Ha
cBeTnuHara npubausutenHo 75 % npu 650 nm. Ta3u cycrneH3us ce chXpaHsiBa B XJIQAUIHUK U
MO>KE J]a Ce M3II0JI3Ba eIHA CEAMHUIIA.

3a pa3NIMYHUTE KOHUEHTpAIMU HAa BUPTMHUAMUIIMH, KOUTO CE U3IOJI3BaT, IPEIBAPUTEIHO CE
OTIpeIeTIsl KOJIMYECTBOTO Ha HHOKYITyMa, KOWTO JaBa Bb3MOYKHO HAal-TOJIEMHUTE | SICHA 30HU Ha
nHxubupane. ToBa ce M3BBpIIBAa BHPXY IUIOUM C OCHOBHAaTa cpeza 3a ompenensHero (4.1.).
XpaHuTenHaTa cpesia ce MHOKyupa rmpu temrieparypa ot 48 no 50 °C.

4. XpaHuTeJIHA cpe/ia U PeakTUBH

1
4.1. OcnosHna cpeda 3a onpedensiHemo 3
I'moko3a 1 r

TpuncruoB nentoH 10 T

3
Moske n1a ce u3Mos3Ba BCAKaKBa XpaHUTEIIHA Cpe€aa, JO0CThIIHA B ThbPrOBCKaTa MpPEXKa, KOATO UMa 1'10}1066H CbCTaB U
TMO3BOJIABA Aa C€ NOJIydaT ChIIUTE PE3YIITATH.
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Mecen ekctpakrt 1.5

JpoxneB ekcTpakrt 3 r

Arap, B 3aBUCUMOCT OT KauecTBoTO, 10 10 20 T
Hectunupana Bozaa go 1000 ml

pH ce xopurupa 1o 6.5 npenu ynorpeoa.

4.2. Pazmeop na gpocpamen 6yghep ¢ pH 6
Kanuer quxuaporeradocdar, KH,POy4, u3.a., 8.0
Jukamues xuaporeadocdar, KoHPO,y, u3.a., 2.0 T
Hectunupana Bozaa go 1000 ml

4.3. CrepuiieH (PU3UOIOTUIEH Pa3TBOP

4.4. Yuct MeTaHoI

4.5. Cmec ot pa3tBop Ha (ocdaren Oydep (4.2.) u uuct meranon B crotHOmeHue 80 / 20 mo
obeM.

4.6. 0.5 % (1/0) pa3TBOp Ha MeTaHoI ,, I Ween 80”

4.7. CrangapTHa CyOCTaHIINS: BAPTHHHAMUIINH C U3BECTHA aKTHBHOCT.

5. CranapTHu pa3TBopu

[TpuroTBs ce METAHOJIOB PAa3TBOP Ha CTaHAapTHaTa cyoOctaniwms (4.7.), ceabpikarnt 800 pr/ml
BUpruHUaMULIMH. OT TO3U PE3EPBEH PA3TBOP UPE3 pas3pekaaHe CbC cMecTa (4.5.) ce MPUroTBs
cTaHmapTeH paboTeH pa3TBop Sg, chabpikam] 1 pr/ml Bupruauamunud. Karo ce usmnonssa
cmecra (4.5.), upe3 cepuitau paspexaanust (1+1) ce mpUroTBAT ciaeIHUTE KOHIIEHTPALIUU:

S4 0.5 ur/ml
S; 0.25 pr/ml
S10.125 pr/ml

6. ExcTpakuus
6.1. Ilpooyxmu cvc cvovporcanue Ha supeunuamuyun 50 ppm uiu nO-MaiKko

Bsema ce mpoba ot 10 go 20 r, mo6assat ce 100 ml ot pa3rBopa (4.6.) U ce paskiamar B
npoabipkeHre Ha 30 MUHYTH Ha KiaTayHaTa miatdopMa. Llenrpodyrupa ce umm ce puntpysa,
B3ematr ce 20 Ml oT yucTHs pa3TBOp M Ce M3MapsBaT J0 CyXO HA POTAMOHECH HM3MApUTEIL.
VYraiikata ce pastBaps B 20 Ml wim moBede ot cmecta (4.5.), 3a 1a ce MOIy4H Mpe/roiaracma
KOHIeHTpanus Ha Bupruauamuii 1 pr/ml (= Ug). Crien ToBa 4pe3 cepHiiHH pa3pexIaHus
(1+1), xato ce u3monsBa cMmecta (4.5.), ce mpuroTBsaT KoHneHTpanuute Uy, Uy 1 Us.

6.2. IIpodykmu cvc cvOvporcanue Ha BUPSUHUAMUYUH, NO-201aM0o om 50 ppm

Bsema ce mpoba ot 1 g0 10 r, nob6assar ce 100 ml or pastBopa (4.6.) U ce paskiamar B
npoabpkeHre Ha 30 MUHYTH Ha KiaTadHaTa miatdopMa. Llearpodyrupa ce unm ce puntpyna,
bunTpaTHT ce pazpexaa che cmecta (4.5.), 3a 1a ce MoTydd MperoiaraeMa KOHIIEHTPAUs Ha
pupruanamuiia 1 ur/ml (= Ug). Crien ToBa ce mpurorBar kourentparuure Uy, Uz u Uy,

3197210199 — LIIP - penaktupan



KaKTO € yKa3aHo B 6.1.

7. Metogn 3a onpeaesisiHe
7.1. Unoxynupane na xpanumeninama cpeoa

OcHoBHaTta cpena 3a omnpenensHeTo (4.1.) ce mHOKynupa ¢ OakTepuanHara cycreHsus (3.2.)
npu Temneparypa ot 48 o 50 °C.

1.2. I[loocomoexka na nanuukume

Judysusara B arap ce MpoBeXkIa B METPUTA, KATO CE M3IOJI3BAT YETUPU KOHIICHTPAIMHM Ha
cranaaptHust pa3TBop (Sg, S4, S2, S1) ¥ ueTnpu koHieHTparmu Ha ekctpakTa (Us, Ug, Uy, Uy).
Bus BCIKO HeTpI/I TpH6Ba aa 6’bZ[aT IIOCTAaBCHU I-IGTI/IpI/ITe KOHI_IGHTpaI_II/II/I Ha CTaHI[apTHI/ISI
pPa3TBOP U HA EKCTPAKTA.

3a Ta3u 1en ce n30MpaT JO0CTaThUHO TOJIEMH METPHUTA, TaKa Y€ B arapoBaTa Cpeia Ja Morar Ja
ObJar HampaBeHU Hal-Manko &8 kiajaeHdera ¢ auamersp oT 10 mo 13 mm. M3uumcnssa ce
KOJIMYECTBOTO Ha MHOKYyJMpaHata xpanuteiaHa cpena (7.1.) ga Obae TakoBa, 4e Ja OCUTYpHU
paBHOMEpEH clioi ¢ nebenuHa 2 MM. 3a MPEIIoYUuTaHe € M3CIICABAHETO /1a C€ MPOBEXKIa B
NETPUTA, CHCTOSIIM C€ OT CTHKJICHA IUI0YKA C MICATHO IacBall IJIACTMACOB MJIM ATyMHUHUEB
npbereH ¢ quaMeTsp 200 MM 1 BucounHa 20 MM.

B 3aBucuMocT oT quamerhpa Ha KiIafeHYeTara B TSAX Ce HaHACS C MHUIETa TOYHO MPEMEPEHO
kommyecTBo (Mexay 0.10 u 0.15 ml) ot pa3rBopa Ha aHTHOHOTHKA.

3a Bcsika mpoba pas3pekIaHusTa ce MOBTAPSAT HaW-MAJIKO 4 IMTU C BCSIKA KOHIIEHTPALIUS, TaKa
Yye BCSIKO OMPEIENISIHE J]a BKIIFOYBA OIICHSIBAHETO Ha 32 30HM HA MHXUOUpAHE.

7.3. Uukyoupane

[lerputara ce uHKyOHpart B npoabkeHue Ha 18 vaca pu 28 no 30 °C.

8. OnensiBane

W3mMepBa ce nuaMeThpbT Ha 30HUTE Ha MHXMOUpaHe, 3a MPEANOYUTaHe Ype3 MPOKEKTHPAHE.
W3MepBaHusiTa ce€ HaHACAT BbpPXY MOJIYJIOrapUTMUYHA XapTusl, KATO C€ HAHACAT CTOMHOCTUTE
Ha JIOrapuTbMa HA KOHIIEHTPAIMUTE CpeIly CTOMHOCTUTE 3a AMaMeThpa Ha 30HUTE Ha
uHxubupane. HauepraBaT ce JMHUMTE Ha CTAaHAAPTHUSA pPa3TBOp M Ha ekcTpakra. [lpu
yCJI0BUE, Y€ HAMA CTPaHUYHU €EeKTH, IBETE JTMHUU TpsAOBa 1a Ob/IaT yCIIOPEIHH.

JlorapuTbMbT Ha OTHOCHTEIHATa AKTUBHOCT C€ W3YHCISIBA, KAaTO CE€ M3IIOJI3Ba CIie/HATa
dbopmyna:

U,+U,+U,+U,-S,-S,-S, —S,)-0,602
U,+U,+S,+S,-U, -U,-S, -5,

I[CﬁCTBHTCHHaTa AKTUBHOCT = IpcAriojiaracMaTta akTUBHOCT X OTHOCUTCIIHATA aKTUBHOCT.

9. IloBTOpsiEeMocCT

PaznukaTta Mexmy pesynraTure OT ABE NapajelHU ONpPEAesSHMs, IPOBEAECHU C €HA U ChLIa
npoOa, He TpsiOBa 1a HaaBumaBaT 10 % kKaTo OTHOCUTENHA CTOMHOCT.
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