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1. NIPOOPIZOMENH XPHZH

To BIOCHROM LACTOBACILLUS AGAR eival £va emAektikd Kot Stadoplkd Opemtikd WECO TIOU XPNOLUOTIOLE(TAL yla TNV KAAALEpYELQ,
QTOUOVWON, KATaUETPNoN Kal Stadoporoinon Twv AaktoBakilwy amo KAWIKa Selypata kat tpddLua.

To péco emurpénel tn Slakplon twv Aaktofakilwv (MmAe amoikieg) mou mapdyouv umepo&eibio tou udpoyovou (H,0,) kot otoug
AaktoBakiAoug (Agukég amolkieg) mou dev mapayouv H,0,.

2. NEPINHWH KAI ENEZHIHZH

OL AaktofaxitAAot eivat Gram-B€TIKA, TPOALPETIKA avaepofla 1 Hikpoaepodha PBaktripla, Ta omoila amaviwvtal ¢uolka oe Stadopa
neplBarovta, cupmePAAUPBAVOUEVNG TNG YOOTPEVTIEPLKNAG, OTOUATIKAG Kol KOATILKNAG ULKpoxAwpiSag avOpwnwy Kat {wwv.

OL AaktoBakilot Stadpapatifouv onuavtikd polo otn dlatipnon TNG UIKPORLAKAC LooppoTtiag, LSLaitepa oTnN YOOTPEVIEPLKY KAl KOATILKN
pkpoxAwpida. Oplopéva eidn mapdyouv umepogeiblo tou udpoyovou (H,0,), To omoio Bonba:

*3TNV avaotolr naboyovwy Baktnpiwv (m.x., Gardnerella vaginalis, Escherichia coli, Staphylococcus aureus).

*3TNV npootaoia TNG KOATIKNAG UikpoxAwpidag Slatnpwvtag To 6€wvo pH.

*3TN PUBULON TNG EVIEPLKAG UYELOG LECW OLVOGOTPOTIOTOLNTIKAG SpAonG.

Qotdoo, oplopéva otehéxn AaktoBakiMwy dev apdyouv H,0, Kal pmopel va axetidovtal pe avicopportio Tng pikpoxAwpidag (SuoBiwan),
SLeukoAUvovTag TNV aVAmTtuén maboyovwy ULKPOOPYAVIOUWY.

To kAaolkd Rogosa Ayap XpNOLLOTOLELTAL yLa TNV AMoovwaon Twv AaktoBakiAwv, ala dev Stadopormolel ta oteAéxn Ue BAon TNV apaywyn
HzOz.

H tpomomnoinon tou BIOCHROM LACTOBACILLUS AGAR pe TMB kalt Peroxidase emttpénet tnv ontikr Stadopomnoinon twv AaktoBakiAAwyv:

*OL AaktoBakiAot ou mtapdyouv H,0, o€eldwvouv To TMB, MPoKoAWVTAC UITAE XPWOT TWV ATTOLKLWV.

0L AaktoBakilol mou Sev mapdayouv H,0, mapapévouv Aeukoil, kabBwg dev StabBétouv tnv amapaitntn evIUPATIKA SpaoTNPLOTNTA YyLo
oteidwon.

Auth n Stadopomnoinon eivat Wblaitepa xprnoLun o€ SLOYVWOTIKESG EEETATELG, OTIOU oL H,0,-BeTikol AakToBAKAAOL £XOUV TPOOTATEVUTIKO pOAO
OTNV KOATILKN] KOlL EVTEPLKN UYELQ KAl 0TNV piKpoBLoAoyia tpodipwy, yia Tty mapakoAovnon tng UkpoPLOKAG cUOTAONG TWV YOAAKTOKOMLKWY
TpoLlOVIWV.

3. APXH THZ MEGOAOY

To BIOCHROM LACTOBACILLUS AGAR eivat éva emhektikd kat Stadoplkd Opemtikd HECO, OXeSLOOPEVO £8IKA ylo tnv KaAALEpyela,
QmopMOVWON Kal xpwpatikh Sladopomoinon twv AaktoBakiMMwv pe Bdon TNV KAvOTNTA TOUG va Tapdyouv umepoéeidio tou udpoydvou
(HzOz).

H Stadopomnoinon emttuyxavetat and tnv avtidpaon H,0, + TMB péow Peroxidase mpokaAel UIAE XPWUATIONO TWV ATIOLKLWY, 08nNywvTag otn
XPwHaTLkn Stakplon.

Mo tn BéAtiotn avamntuén twv AaktopakiMwy, to BIOCHROM LACTOBACILLUS AGAR mepllapBdvel uSatavOpakeg (Zakxapoln, Apapvoln,
Ae€tpdln) wg mnyég avBpaka kal evépyelag. Emiong tpumtovn katl ekxUAlopa {OUNG mou Tapéxouv Brtapiveg (kupiwg B), apwvo&éa kat
avopyava otolxeia. Oeukd dlata (FeSO4, MnSO4, MgS0O4) ONUOVTIKA VLo TN HETAPBOALKY SpaotnplotnTa Twv AakToBakiAwv.

To BIOCHROM LACTOBACILLUS AGAR €xel évtova emAekTIKEG BLOTNTEG, oL omoieg e€aodalilouv TV avamtuén novo twv AaktofakiAAwy,
eUmobilovtag TNV aVAnTUgn avemBUUNTWY ULKPOOPYAVIOUWY.

OL pnxaviopol emhektikotntag eivat to ofikd vatplo (Sodium acetate) kot KITpkd appwvio (Ammonium citrate) mou avactéAAouv Ta
TMEePLOOOTEPA Gram-opvNTIKA Baktrpla, KaBwG Kat LUKNTEG KoL OTPEMTOKOKKOUG.

To xapnAo pH (~5,5). Ot AaktoBakiAlot eival avBekTikol ota 6&va meplBAANOVTQ, EVW OL TTEPLOCOTEPOL GAANOL HIKPOOPYOVIoUOL Sev Umopouv
VoL ETULBLWOOUV.

To MoAucopPLko 80 (Tween 80) to omolo dpa w¢ empavelodpacTikog mapdyovtag, E0USETEPWVOVTACG AVACTAATIKEG ouaieg OTwE aLVOAEC,
eCayAwpodawvio kat popualivn. TEAOG To BaKTNPLOAOYLIKO Ayop AMOTEAEL TOV OTEPEOTIOLNTLKO TTAPAYOVTA TOU BpemTIKoU HETOU.

4. ANTIAPAZTHPIA

2YNOEZH g/litre
Enzymatic Digest of Casein 10,0
Yeast extract 5,0
Dextrose 20,0
Sodium Acetate 25,0
Ammonium Citrate 2,0
Monopotassium Phosphate 6,0
Magnesium Sulfate 0.575
Manganese Sulfate 0,12
Ferrous Sulfate 0.034
Polysorbate 80 1,0
TMB & Peroxidase 0,3
Agar 15,0

Epdavion: EAadpwg BoAo, KITpLVWIO-TIPACLVO aVOLXTO, TBAVWE LEe KpUOTAANOUG.
TeAwkd pH 5,5 + 0.1 otoug 25 °C



5. NPOEIAONOIHZEIZ KAl NIPO®YAAZEIZ

To BIOCHROM LACTOBACILLUS AGAR €ivat in vitro epyaotnplako StayvwoTtiko UALKO Kal TIPETEL val XeLlpileTal Hovo amd eELSLIKEU HEVA ATOMOL
TOU gpyaotnpiou. To UALKO aUTO TEPLEXEL TIEMTOVEG Kal ekXUAlopata {wIKAG TPogAeuong. Ta TILOTOMOLNTIKA YL TNV TIPOEAEUON Kal ThV
UYELOVOULKN KATAoTaon Twv {wwv Sev eyyuovtal MANPWG TNV amouoia PeTadidopevwy maboyovwy mapayoviwy. N’ auté cuvioTatol auTd ta
UALKA val QVTLHETWTTIZOVTOL WG SUVNTIKWG LOAUCHATIKA KAl PE THPNoN Twv ouvnBwv HETpwy aodadeiag (va pun AapBdavovtal ano tnv MEMTKN
N TV avamveuotikr] 080). O XEPLOMOG Twv TPUBAlwY va yivetal mavta pe yavtia Kot péca os Laminar flow Class I, yia va amodelyovtal
ETHOAUVOELG KUPLWE amo campoduTikolg HUKNTeG. Ta TpuBAia BIOCHROM LACTOBACILLUS AGAR mapé€yovtal €Tolpa mpog xprion Kot 8gv
amattolv mepaltépw enetepyacia mpv tn xprnon. Mpw and tn xpron, eAéyéte ta TpuPALa yLa TBavEG aAAOLWOELS, OTIWG aduSATWON, PWYHES
1 LOAUVON. Av UTTAPXOUV AEUKA OTiypata otnv empaveld AOYw KPUOTOAAWUEVWY XOAKWY oAATWY, autd dev ennpedlouv TNV anodoaon tou
MEOOU Kal amoppodwvTal LETA TNV EMWACN.ZE TEPIMTWON eNAadg He To SEpUa TAEVOUUE apéows PE AdpBovo vepo Kal oamouvt. Ta BeTika
Selyparta mpénel va kataotpédovtal cUUPWVA E TOUG KAVOVECG UYLEWVAG TToU TtpoBAEmovTal yia tn SLaxeiplon LOAUOUATIKWY SELYUATWVY.

6. ZYNOHKEZ ANOOHKEYZHZ KAl METADOPAZ

Ta tpuPAila mpénel va duldooovtal otoug 2 — 12 °C péca 0Tn CUOKEUAOLA TOUG UEXPL TN OTLYUN TNG XPRong toug. H katduén akdua kot
otwyplaia, kataotpédel To UALKO. Artoduyete Tnv €kBeon o dwg Kat uypacia, kaBwg propel va aANowwoel tn otabepodtnta tou TMB Kkat Tng
Peroxidase. Emiong va amnodelyetal tnv untepBoAikn Béppavon. Ta tpuBAia sivat duvatov va xpnolpomotnBoulv péxpL Tty nuepopnvia Anéng
TIOU avaypAadetal otnv €TKETA. Ma TNV petadopd oL peréteg otabepdtntag pog £6et§av o0tL Ta TpUPAia Lmopouv va mapapeivouv otoug 6 - 25
°C yla 3 nuépeg rj otoug 25 - 40 °C yLa 24 WPEC, XwPLG va emnpeactel n anodoon Tou mMPoildvTog.

7. AIAAIKAZIA XPHZIHZ

H kaAAépyela kat avaiuon twv Selypatwv oto BIOCHROM LACTOBACILLUS AGAR amattel mpooektikd Bripata yia tnv e§aoddiion tng
0€LoTLOTIOG TWV OTOTEAEGUATWY.

7.1 Mpoetowuacia twv TpuPBAiwv:

Adnjote Ta TpuBAia va mpooappootolv o Beppokpacia Swuatiou (20-25°C) yia 30 Aentd npv and tnv evodBaipiotiki Stadikaaoia.

Auto BonBd otnv amoduyr] oXNUOTIOUOU CUUITUKVWHATWY Uypaciag oTo KammdkL Tou TpuBALou, TTOU UIMOpEL val EMNPEACEL TV AVATITUEN TWV
OTTOLKLWV.

EvodBaApLlopog tou Selypatog:

BubBiote to otelled oto Selypa. Edapuoote 1o deiypa otnv emudadvela tou tpuPAiou, Slaypadoviag SLadoxlkeég TWVEG ylo TN oTadlakn
apaiwon Twv Baktnpiwv. NeplotpéPte o TPUPALo KaTd 90° Kat emavaAdBete tn Stadikacia 2-3 GOPEC UE VEO QIMOCTELPWLEVO OTUAEOD.

KAeiote To TpuPAio Kal TpoXwpPNHOTe 0TV eENwach otoug 35+2°C yia 24-48 wpeg o€ UKPOAEPODIAEG CUVONKEG .

8. ANATNQZH KAI EPMHNEIA TON ANOTEAEZMATQN

MEeTa TNV Enwaon, oL anotkieg afloAoyoUvTal LAKPOOKOTILKA, TIOPATNPWVTAG TO XPWHLA KOL T LOPdOAOYLKA XOPOAKTNPLOTLKA TOUG,.

*OL AaktofaktAAot ou mapdayouv H,0, ofeldwvouv to TMB, mpokaAwvTag UMAE Xpwaon Twv amowkiwyv H>0; - mapaywyikoi AaktoBakiAAot-
T(POOTATEVUTIKOL.

*OL AaktoBdkiAAot ou Sev mapdyouv H,0, mapapévouv Asukoi, kaBwg Sev dtabétouv tnv amapaitntn eviupatikl Spactnplotnta yla
o&eidwaon Hz0; - un mapaywytkoi AaktoBakiMot-duvntikd emtpBAaBelg.

9. TENIKA XAPAKTHPIZTIKA NOIOTIKOY EAErXOY
H Bioprepare eAéyxeL kaOe maptiba EUTTOPLKA TTAPAYOUEVOU DPEMTIKOU UECOU XPNOLUOTIOLWVTAG KATAAANAOUG TTOLOTIKOUG EAEYXOUG ULKPOOPYAVICUWY KoL
TIPOSLaYPAPES TOLOTNTAC, OMWE TTEPLYpapovTal ota MMiotonowntika AvaAuong (CoA).

Muwpo6BiLo JuvONKeg ENWaAcNG AvAntu§n-XpwHa arnowLwyv
Lactobacillus acidophilus 44-48 wpeg otoug 35-37°C, oe | KaAn avamtuén, Aeukwmég, pecaiou peyéboug,
ATCC 314 HIKpOaEPODIAEG GUVONKEG YUOQALOTEPEG QTIOLKIEG
Lactobacillus delbrueckii 44-48 wpeg otoug 35-37°C, oe | KaAn avamtuén, Aeukwrég, ehadpws KUpTEC,
ATCC 7830 MLKPOOEPODINEG CUVONKEG YUQALOTEPEG ATOLKIEG
Lactobacillus acidophilus 44-48 wpeg otoug 35-37°C, oe | KaA avamtuén, umAe amolkieg peocaiou
CS1/2 HIKpOaePODIAEG GUVONKEG peyéBoug (H20; OeTLko).
Escherichia coli 44-48 wpeg otoug 35-37°C, ot | Kapia avamtuén
ATCC 25922 HIKpOaEPODIAEG GUVONKEG
Enterococcus faecalis 44-48 wpeg otoug 35-37°C, oe | Kapia avamtuén
ATCC 29212 HIKpOAEPODIAEG CUVONKEG
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Lactobacillus acidophilus CS1/2 Lactobacillus delbrueckii ATCC 7830



10. NEPIOPIZMOI THZ MEOOAOY

Y€ OPLOUEVEG TIEPUTTWOELG, N WITAE XPWON UIMOpPEL va elval aoBevig, el8ka dtav n mapaywyn H,0; ivat xapunAn.

Edv Sev umapyxel kapia avantuén oto tpuPAio, mbBavwe to deiypa Sev mepléxel AaktoakiAAoug i €xel UPNANR CUYKEVTPWON OVACTOATIKWY
TP LY OVIWV.

Eav anatteitat emBeBaiwon tavtonoinong twv AaktoBakiAAwy, uropouv va npayuatonotndouv npocletec SOKLUEC:

v/ Gram Xpwon: Ot AaktoBdkiAot givat Gram-Oetikoi kat eppavifovral we pabsdia.

v KataAaon (-) Teot: Ot AaktoBakiAAot eivat kataddon-apvntikoi (Ssv napdyouv @uoadibec ue unepoéeibio tou uSpoydvou).

v/ Bloxnuika teot: Na emBeBaiwon tne tautétnTac Tou ei6ous uEow UETABOALOUOU CaKXdpwV.

11. ANIOPPIWH TOY YAIKOY ZTA ANNOBAHTA

To UAKA Ttou Sev mapouactdlouv Kapia avamntuén unopel va BewpnBolv we un enkivéuva andBAnta kat va anoppintovtal avaoya.

To UAKG mou mapouctdlouv avArTuén amoLKLWY TPETEL va amoppimrtovial cUpdwva PeE TG odnyleg yla MOAUCHATIKA £ SUVNTLIKOG
pHoAuopatika anoPAnta. To epyactrplo eivat umtelBUVO yLa T owoTh SLaXElPLon TwWV LOAUCUATIKWY amofAntwy cUudwva pe Tn dpuon Kat To
BaBpo emikivéuvoOTNTAG TOUG KL TIPETEL va T SlaxelplleTal kat va ta aroppintet (i va avabetel th Staxelpon kat andppudn toug) cuudwva
L€ TOUC EKAOTOTE LOXUOVTEG KAVOVIOHOUG.

12. MPOAIATPADEZ
EIAOZ KQAIKOZ IYIKEYAZIA DYAAZH XPONOZ ZQHZ
BIOCHROM LACTOBACILLUS AGAR 010872 2 x 5 tpuPAia 9cm og kouti Twv 10 Tepayiwy 2-12°C 2 pveg
Mapdyetat otnv EAMGSa and tnv etaipeia Bioprepare cUpdwva pe tov kavoviopo (EE) 2017/746.
BAZIKO UDI-DI: 5212037714010402WH. EDMA: (14 01 04 02) Chromogenic ID Media (Plates).
H etaipeia Bioprepare éxel motonownBei cUpdwva pe ta mpdtuma: EN I1ISO 9001:2015 / EAOT EN 1SO 13485:2016 AY86/1348/2004.

13. BIBAIOTPA®DIKEZ ANADOPEZ
1.Rogosa, M., Mitchell, J. A., Wiseman, R. F. (1951). A selective medium for the isolation and enumeration of oral and fecal lactobacilli. Journal of Dental
Research, 30(5), 682-689.
H apxtkn dnuoacieuon yla to Rogosa agar, To omoio oXeSLACTNKE YO TNV EKAEKTIKN AMOPOVWON TwV AaKToBakiAAWY amo Selypota KOMPAvWY KAl OTOUATIKAG
UikpoxAwpidac.
2.De Man, J. C., Rogosa, M., Sharpe, M. E. (1960). A medium for the cultivation of lactobacilli. Journal of Applied Bacteriology, 23(1), 130-135.
Mapouaciacn tou MRS agar, evog LECOU TIOU XPNOLLOTOLELTAL EUPEWG YLA TNV avarttuén Twv AaktoBakiAMwv kal tn cUykplon pe to Rogosa agar.
3.0uwehand, A. C., Salminen, S., Isolauri, E. (2002). Probiotics: an overview of beneficial effects. Antonie Van Leeuwenhoek, 82, 279-289.
AvooKOTINGN OXETIKA LE TN onpacia Twv mpoBLoTikwy Baktnpiwy, cupmepAapBavopuévwy Twv AaktoBakiAAwy, kal Tov pOA0 TOUG 0TV avBpwrivn uyeia.
4.Kullen, M. J., & Klaenhammer, T. R. (1999). Genetics and genomics of Lactobacillus acidophilus. FEMS Microbiology Reviews, 23(2), 131-144.
leveTikn Kot Aettoupyikn avaluon tou Lactobacillus acidophilus, evdg Baoikol poBlotikol Baktnpiou.
5.Reuter, G. (2001). The Lactobacillus and Bifidobacterium microflora of the human intestine: Composition and succession. Current Issues in Intestinal
Microbiology, 2(2), 43-53.
AvAaAuon TNG EVIEPLKNAG LIKPOXAWPLSAG KaL TNG onpaciag Twv AaKToBakiAAwWY 0TNV UYEL TOU TTEMTIKOU CUOTAKOTOG.
6.Hamilton-Miller, J. M. T., Gibson, G. R., & Bruck, W. (2003). Some insights into the derivation and early uses of probiotics. British Journal of Nutrition,
90(6), 845-852.
loTopikn avaokomnon Tng avakaAudng Kot Xprong Twv mpoBLotikwy, eotiaovtag otoug AaktofakiAloug.
7.Collins, M. D., & Gibson, G. R. (1999). Probiotics, prebiotics, and synbiotics: approaches for modulating the microbial ecology of the gut. American Journal
of Clinical Nutrition, 69(5), 1052S-1057S.
Avadopd otov poAo twv AaktoBakiAAwyv kat AAAwWV TtpoBLotikwy Baktnpiwv otn pubuLon tng evieptkng xAwpisdag.
8.Hsieh, C. Y., Osaka, T., Moriyama, E., Date, Y., Kikuchi, J., & Tsuneda, S. (2015). Strengthening of the intestinal epithelial tight junction by
Bifidobacterium bifidum. Physiological Reports, 3(3), e12327.
Avadopd otn Aettoupyia twv AaktoBakiMMwy kat twv bifidobacteria otn latpnon tng akepaldtnTog Tou evieptkol dppayuou.
9.Boskey, E. R., Cone, R. A., Whaley, K. J., & Moench, T. R. (2001). Origins of vaginal acidity: high D/L lactate ratio is consistent with bacteria being the
primary source. Human Reproduction, 16(9), 1809-1813.
‘Epeuva yla tov poro twv AaktoBakilMwy otn puBuion tou KoATkoU pH péow TG tapaywyng YoAaKTIKoU 0&Eog.
10.Molin, G. (2001). Probiotic bacteria: interactions with the human host. Food & Nutrition Research, 45(1), 13-17.
Emiokonnon twv oANAESpAoewv HETAEY TwWV AaKTOBAKIAAWY Kat Tou avBpwrivou opyaviopoU, He éudacn ota mpoBLotikd mpoildva.
o[pdoBeteC nnyEc:
Regulation (EU) 2017/746 tou Eupwmnaikol KowoBouliou kot tou ZupBouldiou, OXETIKA HE TA SLOYVWOTIKA poidvta in vitro.
1SO 11133:2014, tpOTUTIO VLA TNV TLPOETOLHAGIA, TIALPAYWYK] KOLL TIOLOTIKO EAEYXO TWV KAAALEPYNTIKWV HECWV.

14. 2TOIXEIA KATAZKEYAZTH IN VITRO
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1. INTENDED USE

BIOCHROM LACTOBACILLUS AGAR is a selective and differential nutrient medium used for the cultivation, isolation, enumeration, and
differentiation of Lactobacilli from clinical samples and food. The medium allows the distinction between Lactobacilli that produce hydrogen
peroxide (H,0,) (blue colonies) and those that do not produce H,0, (white colonies).

2. SUMMARY AND EXPLANATION

Lactobacilli are Gram-positive, facultative anaerobic, or microaerophilic bacteria naturally found in various environments, including the
gastrointestinal, oral, and vaginal microbiota of humans and animals. Lactobacilli play a crucial role in maintaining microbial balance,
particularly in the gastrointestinal and vaginal microbiota. Some species produce hydrogen peroxide (H,0,), which helps:

¢ Inhibit pathogenic bacteria (e.g., Gardnerella vaginalis, Escherichia coli, Staphylococcus aureus).

e Protect the vaginal microbiota by maintaining an acidic pH.

* Regulate gut health through immunomodulatory activity.

However, some strains of Lactobacilli do not produce H,0, and may be associated with microbiota imbalance (dysbiosis), facilitating the growth
of pathogenic microorganisms.

Classic Rogosa Agar is used for Lactobacilli isolation but does not differentiate strains based on H,0, production.

The modification of BIOCHROM LACTOBACILLUS AGAR with TMB and Peroxidase allows visual differentiation of Lactobacilli:

® H,0,-producing Lactobacilli oxidize TMB, turning their colonies blue.

* Non-H,0,-producing Lactobacilli remain white, as they lack the enzymatic activity required for oxidation.

This differentiation is particularly useful in diagnostic tests, where H,0,-positive Lactobacilli play a protective role in vaginal and gut health, as
well as in food microbiology for monitoring the microbial composition of dairy products.

3. PRINCIPLE OF THE METHOD

BIOCHROM LACTOBACILLUS AGAR is a selective and differential nutrient medium specifically designed for the cultivation, isolation, and color
differentiation of Lactobacilli based on their ability to produce hydrogen peroxide (H,0,). Differentiation is achieved through the reaction: H,0,
+ TMB via Peroxidase, which causes a blue coloration of the colonies, allowing visual distinction. For optimal Lactobacilli growth, BIOCHROM
LACTOBACILLUS AGAR contains:

¢ Carbohydrates (Sucrose, Arabinose, Dextrose) as carbon and energy sources.

¢ Tryptone and yeast extract, which provide vitamins (mainly B), amino acids, and essential minerals.

o Sulfates (FeSO4, MnSO4, MgS0,), crucial for the metabolic activity of Lactobacilli.

BIOCHROM LACTOBACILLUS AGAR has highly selective properties, ensuring the exclusive growth of Lactobacilli while preventing the
development of unwanted microorganisms. Selectivity Mechanisms:

e Sodium acetate and ammonium citrate, which inhibit most Gram-negative bacteria, fungi, and streptococci.

e Low pH (~5.5), as Lactobacilli are acid-tolerant, whereas most other microorganisms cannot survive in acidic environments.

¢ Polysorbate 80 (Tween 80), which acts as a surfactant, neutralizing inhibitory substances such as phenols, hexachlorophene, and formalin.
Finally, bacteriological agar serves as the solidifying agent of the nutrient medium.

4. REAGENTS

FORMULA g/litre
Enzymatic Digest of Casein 10,0
Yeast extract 5,0
Dextrose 20,0
Sodium Acetate 25,0
Ammonium Citrate 2,0
Monopotassium Phosphate 6,0
Magnesium Sulfate 0.575
Manganese Sulfate 0,12
Ferrous Sulfate 0.034
Polysorbate 80 1,0
TMB & Peroxidase 0,3
Agar 15,0

Appearance: Slightly cloudy, yellowish greenish, possibly with crystals.
Final pH 5,5 + 0.1 otoug 25 °C.



5. WARNINGS AND PRECAUTIONS
BIOCHROM LACTOBACILLUS AGAR is an in vitro laboratory diagnostic material that must be handled exclusively by trained laboratory

personnel. This medium contains peptones and extracts of animal origin. While certification regarding the origin and health status of the
animals is provided, it does not fully guarantee the absence of transmissible pathogens. For this reason, it is recommended that these materials
be treated as potentially infectious and handled with standard safety precautions (avoiding ingestion or inhalation). The handling of plates
should always be done with gloves and within a Laminar Flow Class Il cabinet to prevent contamination, particularly from saprophytic fungi.
BIOCHROM ROGOSA AGAR plates are ready to use and do not require further processing before use. Prior to use, inspect the plates for possible
defects such as dehydration, cracks, or contamination. If white spots appear on the surface due to crystallized bile salts, they do not affect the
performance of the medium and will dissolve after incubation. In case of skin contact, wash immediately with plenty of water and soap.
Positive samples must be disposed of according to hygiene regulations for the management of infectious specimens.

6. STORAGE AND TRANSPORT CONDITIONS

The plates should be stored at 2 — 12 °C in their original packaging until use. Even momentary freezing can damage the medium. Avoid
exposure to light and humidity, as this may affect the stability of TMB and Peroxidase. Excessive heating should also be avoided. The plates can
be used until the expiration date indicated on the label. Stability studies have shown that for transport, the plates can remain at 6 - 25 °C for up
to 3 days or at 25 - 40 °C for up to 24 hours without affecting product performance.

7. USAGE PROCEDURE

The cultivation and analysis of samples on BIOCHROM LACTOBACILLUS AGAR require careful steps to ensure reliable results.
7.1 Plate Preparation:

Allow the plates to equilibrate to room temperature (20-25°C) for 30 minutes before inoculation.

This prevents moisture condensation on the plate lid, which could affect colony growth.
Inoculation of the Sample:

Dip a sterile swab into the sample.

Streak the sample onto the agar surface in successive zones to gradually dilute the bacterial load.
Rotate the plate 90° and repeat the streaking 2-3 times with a new sterile swab.

Close the plate and incubate at 35 + 2°C for 24-48 hours under microaerophilic conditions.

8. READING AND INTERPRETATION OF RESULTS

After incubation, colonies are assessed macroscopically by observing their color and morphological characteristics: H,0,-producing Lactobacilli:
These colonies oxidize TMB, resulting in a blue coloration. These strains are considered protective. Non-H,0,-producing Lactobacilli: These
colonies remain white, as they lack the enzymatic activity required for oxidation. These strains are considered potentially harmful.

9. QUALITY CONTROL
Bioprepare ensures the quality of each commercially produced culture medium by performing quality control tests using appropriate microbial strains and quality
specifications, as detailed in the Certificates of Analysis (CoA).

Microorganism

Incubation Conditions

Growth - Colony Color

Lactobacillus acidophilus
ATCC 314

44-48 hours at 35-37°C,
microaerophilic conditions

colonies.

Lactobacillus delbrueckii
ATCC 7830

44-48 hours at 35-37°C,
microaerophilic conditions

colonies.

Lactobacillus acidophilus

44-48 hours at 35-37°C,

CS1/2 microaerophilic conditions
Escherichia coli 44-48 hours at 35-37°C, No growth
ATCC 25922 microaerophilic conditions
Enterococcus faecalis 44-48 hours at 35-37°C, No growth
ATCC 29212 microaerophilic conditions
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Lactobacillus delbrueckii ATCC 7830

Good growth, whitish, medium-sized, glossy
Good growth, whitish, slightly convex, glossy

Good growth, blue colonies (H,0; positive)




10. LIMITATIONS OF THE METHOD

In some cases, the blue coloration may be weak, especially when the production of H,0; is low. If there is no growth on the plate, it is likely
that the sample does not contain Lactobacilli or has a high concentration of inhibitory factors. If confirmation of Lactobacillus identification is
required, additional tests can be performed:

Vv Gram Staining: Lactobacilli are Gram-positive and appear as rods.

v Catalase (-) Test: Lactobacilli are catalase-negative (they do not produce bubbles with hydrogen peroxide).

Vv Biochemical tests: To confirm species identity through sugar metabolism.

11.DISPOSAL OF MATERIALS IN WASTE

Materials that show no growth may be considered non-hazardous waste and disposed of accordingly. Materials that show colony growth must
be disposed of following guidelines for infectious or potentially infectious waste. The laboratory is responsible for the proper management of
infectious waste according to its nature and degree of hazard and must manage and dispose of (or assign the management and disposal of) the
waste according to the applicable regulations.

12.SPECIFICATIONS
ITEM CODE PACKAGE STORAGE SHELF LIFE
BIOCHROM LACTOBACILLUS AGAR 010872 2 x 5 petri dishes 9cm in a box of 10 pieces 2-12°C 2 months
Produced in Greece by the company Bioprepare in accordance with the requirements of the European Directive 2017/746.
BASIC UDI-DI: 5212037714010401WF. EDMA (14 01 04 01) non-chromogenic media (Plates).
The Bioprepare company has been certified according to the standards: EN 1SO 9001:2015 / EAOT EN ISO 13485:2016 DY8d/1348/2004
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