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NEPIFTPA®H
‘Eva un-Opemtikd péoo yia tnv kaAépyela tng AkaviauotBadac.

APXH THZ MEOGOAOY

H kaAALEpyela eival n kUpLa StayvwoTtik HEBodoc. Byaivel cuyvotepa BeTikr amod OTL N UKPOOKOTILKA e€€Tacn. H TeXVIKA TN otnpiletal otnv
dLotnTa TG apolBadoc autig Omwe Kot Twv GAAwV apolBadwy ou avamtucoovtal apoudia pikpoBiwv (E. coli, E. aerogenes) kal og B&pog
avtwv. H AkavdauotBada avantuoostal Kal xwpig tnv napouaia E. coli.

2YNOEZH

Sodium chloride(NaCl) 120mg
Magnesium sulphate(MgS04.7H20) 4mg
Calcium chloride(CaCl2.2H20) 4mg
Disodium hydrogen phosphate(Na2HPO4) 142mg
Potassium dihydrogen phosphate(KH2PO4) 136mg
Distilled Water 1000ml
Bacteriological Agar 15g

Epdavion: Mmel avolyto Slauyeg
TeAwko6 pH 7,0 £0.2 otoug 25 °C.

NMPOMYAAZEIZ

To Non Nutrient Agar elvatl in vitro epyaotnplakd SlayvwoTikd UAKO  Kal TPEMEL va XELPIeTaL povo amod e€elSIKEVEVA ATOMA TOU
gpyaotnpiou. O XelpLopoOC Twv TPUPBALwY va yivetal mdavta pe yavtia kal péca oe Laminar flow Class I, yia va amodelyovtat mMUOAUVOELS
Kupiwg and canpodutikolS HUKNTEG. Edv to TpuPAio eival paylopévo 1 To GaKoUAGKL TPUTILO, KN TO XPNOLUOTOLOETE. Mn XPNOLUOTOLELTE T
TpuPAia €av mapouaotalouv evleifelg pikpoPlakng poAuvong. To mAxog Tou dyap TPEMEL va €lval 4 - 5 mm Kol TO UALKO XwpiG pwyHES,
Enpotnta n dAAa onueia aAdoiwong. Metd tnv nuepopnvia AEews To UALKO elvatl akatdAANAo yla Xprion. Z€ meplmtwaon enadng Le To déppa
TIAEVOUUE apéowg Pe ddBovo vepd kal oarmolve. Ta BeTikd Ssiypata mpémeL va KoTaotpedovtal cUUPWVA HE TOUG KOWVOVEG UYLEWVAG TIOU
nipoBAémovtal yia Tn Slaxeiplon HOAUCUATIKWY SELYUATWY.

2YNOHKEZ AMOOHKEYZHZ

Ta tpuBAia mpémel va puldooovtal otoug 2 — 12 °C Hé€oa 0T CUCKEVAGLO TOUG MEXPL TN OTLYMN TG XPNong Toug. MNapatetapévn uAatn oe
Beppokpacia Katw Twv 2 °C dnuioupyel apketn uypacio péoa oto UAKO pe Kivduvo emipoAuvong. H katduén akdpa kat otypiaia,
Kataotpedel To UALKO. Emiong amodelyete tnv umtepBoAikn Béppavon. Ta tpuPAia eival Suvatov va xpnotpomnotnfolv HéxpL TNV nUepounvia
Aéng mou avaypadetal otnv €Tikéta. EAv avolleTte TNV agpooteyr cuokeuaoia Tou TpuPAilou katd AdBog, urmopeite va to GuAd&ete oto
Yuyeio yla 5 — 7 pépeg adou 1o odpayioete pe mapadiAp N He cakouAdkL. Ma tnv PeTadopd oL LEAETEG oTaBepotnTag pag €5elfav OTL Ta
TPUPBAla pmopoUlv va Tapapeivouv otoug 17 - 25 °C yia 7 nuépeg i otoug 27 - 40 °C yla 48 wpeg, xwpig va ennpeactel n andédoon tou
TpoidvToC,.

TPOMOX XPHZHZ

MNapaokevdloupe éva maxL evawwpnua E. coli oe 0,5ml buffer page. TormoBetol e §U0 WG TPELG OTAYOVEG TOU EVOLWPNLATOG OTO KEVTPO EVOC
tpuPBAilou Non Nutrient Agar kot amhwvovtal oe 6An tnv emidAveLd TOU dyap. ITn cuveéXela TomoBetoUpe 1-2 oTayoveG TOU €§ETAOTEOU
Selypatog oto kKévtpo Tou dyap. Emwaioupe to TpuPAio otoug 35 - 37 °C xwpig va To avaotpEPoupe HEXPL Kot 7 NUEPEC.

EPMHNEIA TQON ANOTEAEZMATQN

Avayvwon: To tpuPAio pikpookormeital kKaBnuepwvd pe tov Enpo ¢ako UkpAG peyeébuvong (10 x 10) emi 7 nuépeg. OAn n emupdvela tou
TPUPBAlou TPEMEL va givol OKEMAOUEVN HE €Va CUVEXEG AEMTO OTPWHA OO TO evalwpnua tng E. coli. Av oto efetaotéo Selypo umapyet
AkavdauotBada auth Ba €xeL TPOXWPNOEL and ekel ou adrnoape To eEeTaoTéO oxnuatifovtag dtadaveg auAldkL ou deiyvel Tnv mopeia tG.
3TO AKPO TNG aUAakag Ba Solpe Eva SLABAAOTIKO CWHATLO Tou eival n AkavdauotBabda. Me Tov LapKASOPO CNUELWVOUHE TO CNUELO OOV
evTOTIiCOME TNV apolBdada yla va KAVOURE TNV avokaAALEpyela. AvakaAliépyela: Me €va poxalpdkl KOBOUUE TO KOUUATL TOU dyap TOu
ONUELWWOOE Kol To tormoBetoUpe pe thv Kalepynpévn odn oe emadn pe tnv emdpdvela tou véou Non Nutrient Agar. Emwdloupe Kot
e€etaloupe Onwg e€nynoape mo navw. Napatnpouvral Akavdauot8abes o OAn tnv €ktacn Tou TPUPRAIOU HETA amo 24 wpeg. MeTd amo 2 £wg
3 nuépeg enwaong otoug 37 °C apyilel n eykbotwon. Metd amnd 4-5 nuépeg PAEmoupe tautoxpova TPodolwiteg Kol KUOTELS. Ot KUOTELG
avarntiooovtat otav apyilouv va Atyootevouv ol E. coli.
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Acanthamoebae cysts.

AMOPPIWH TOY YAIKOY 2TA AMMOBAHTA

Ta UAKG Tou Sev mapouatdlouv kapio avamtuén prnopel va Bewpnbolv wg pn emkivéuva amopAnta kat va amoppintovral avdioya. Ta
UALKA TTOU TTOPOUGLAZOUV AVATITUEN ATTOLKLWY TIPETEL VoL altoppimtovTal cUpdwva e TIG 08nyieg yio LOAUOHATIKA 1 SUVNTIKOG LOAUCUATLKA
anopAnta. To gpyaotriplo elvat unmelBuvo yla TN cwotr Slaxelplon Twv HOAUCUOTIKWY amoBAnTwy clupdwva pe T ¢von kal To Pabuo
EMKLVOUVOTNTAC TOUG KoL TIPETIEL VAL T SLAXELPITETAL KOl VAL TAL AMOPPLTTEL (1] vt avaBETEL TN SLaxeiplon Kot amdppur Toug) cUUP wva e TOUG

€KAOTOTE LOXUOVTEG KOVOVLOUOUG,.

MPOAIATPADEZ

Non Nutrient Agar (Page Amoeba Saline) (NN Agar)
EIAOZ KQAIKOZ 2YIKEYAZIA DYNAZH XPONOZ ZQHZ
TpuBAio 90mm 010392 10 tepaxia 2-12°C 5 prjveg

Mapdyetol otnv EAMGSa améd tnv etapeia Bioprepare cUpdwva pe tov kavoviouo (EE) 2017/746.
BAZIKO UDI-DI: 5212037714010490X8. EDMA: (14 01 04 90) Other Prepared Media in Plates.
H etatpeia Bioprepare éxeL miotonoinBei cupudwva pe ta mpdtuna: EN ISO 9001:2015 / EAOT EN I1SO 13485:2016 AY86/1348/2004
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DESCRIPTION
A non-nutrient medium for the cultivation of Acanthamoeba.

PRINCIPLE OF THE METHOD

Culture is the primary diagnostic method and tends to yield positive results more frequently than direct microscopic examination. The
technique is based on the ability of this amoeba, like other amoebae, to grow in the presence of bacteria (e.g., E. coli, E. aerogenes) and to
feed them. Acanthamoeba can also grow in the absence of E. coli.

COMPOSITION

Sodium chloride(NaCl) 120mg
Magnesium sulphate(MgS04.7H20) 4mg
Calcium chloride(CaCl2.2H20) 4mg
Disodium hydrogen phosphate(Na2HPO4) 142mg
Potassium dihydrogen phosphate(KH2PO4) 136mg
Distilled Water 1000ml
Bacteriological Agar 15g

Appearance: Light beige, clear
Final pH 7,0 £ 0.2 at 25 °C.

PRECAUTIONS

Non-Nutrient Agar is an in vitro diagnostic laboratory material and must be handled only by trained laboratory personnel. All manipulations
involving the plates should be performed wearing gloves and under a Class Il Laminar Flow Hood to prevent contamination, especially from
saprophytic fungi. Do not use plates that are cracked or whose packaging is punctured. Plates showing signs of microbial contamination should
not be used. The agar thickness should be 4-5 mm, and the surface must be free of cracks, dryness, or other signs of deterioration. After the
expiration date, the medium is no longer suitable for use. In case of skin contact, wash immediately with plenty of water and soap. Positive
samples must be disposed of according to established biohazard waste management protocols.

STORAGE CONDITIONS

Plates must be stored at 2—-12 °C in their original packaging until use. Prolonged storage below 2 °C may result in excessive moisture, increasing
the risk of contamination. Freezing, even briefly, damages the product. Excessive heat should also be avoided. Plates can be used up to the
expiration date stated on the label. If the airtight packaging is accidentally opened, the plate can be stored in the refrigerator for 5-7 days if
sealed with Parafilm or placed in a sealed bag. Stability studies have shown that the plates can remain at 17-25 °C for 7 days or at 27-40 °C for
48 hours during transport without affecting product performance.

INSTRUCTIONS FOR USE

Prepare a dense suspension of E. coli in 0.5 ml of Page’s buffer. Place two to three drops of the suspension in the center of a Non-Nutrient
Agar plate and spread evenly across the surface of the agar. Then add 1-2 drops of the test specimen onto the center of the agar. Incubate the
plate at 35—37 °C, upright (do not invert), for up to 7 days.

INTERPRETATION OF RESULTS

Reading: Examine the plate daily under a low-power dry microscope objective (10 x 10) for 7 days. The entire surface of the plate should be
covered with a uniform thin layer of the E. coli suspension. If Acanthamoeba is present in the specimen, it will have migrated from the site of
inoculation, forming a clear track or groove that indicates its path. At the end of this track, a refractile body—representing the amoeba—wiill
be visible. Mark the location with a marker to proceed with subculturing.

Subculturing: Using a sterile scalpel, cut out the marked piece of agar and place it face-down (culture side) onto the surface of a fresh Non-
Nutrient Agar plate. Incubate and examine as described above.

Acanthamoebae are usually observed throughout the plate after 24 hours. After 2 to 3 days of incubation at 37 °C, encystment begins. By 4-5
days, both trophozoites and cysts can be observed. Cyst formation typically begins as the available E. coli becomes depleted.
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Acanthamoebae cysts.

DISPOSAL OF MATERIALS IN WASTE

Materials that show no growth can be considered non-hazardous waste and disposed of accordingly. Materials that show colony growth must
be disposed of in accordance with guidelines for infectious or potentially infectious waste. The laboratory is responsible for the proper
management of infectious waste according to its nature and level of risk and must manage and dispose of (or assign the management and
disposal of) it according to the applicable regulations.

SPECIFICATIONS
Non Nutrient Agar (Page Amoeba Saline) (NN Agar)

ITEM CODE PACKAGE STORAGE SHELF LIFE
Petri Dish 90mm 010392 10 pieces 2-12°C 5 months
Manufactured in Greece by Bioprepare in accordance with Regulation (EU) 2017/746. Basic UDI-DI: 5212037714010490X8 EDMA Code: (14 01 04 90) Other
Prepared Media in Plates. Bioprepare is certified under the following standards: EN I1SO 9001:2015 / EAOT EN ISO 13485:2016 / Ministerial Decision

AY85/1348/2004.

REFERENCES

Clinical Microbiology & Laboratory Diagnosis of Infections, Antigoni Arsenis, Volume 2, pp. 982—-985: Acanthamoeba spp.

ATCC Medium 1323: Page's Amoeba Saline, Page, F.C., 1988. A new key to freshwater and soil gymnamoebae. Freshwater Biological Association, Ambleside.
Practicals & Viva in Medical Parasitology by Sehgal, 2003.
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