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NEPIFTPA®H
To Brazier’s CCYE Agar ival n ¢poppoulda mou xpnotponoleital twpa amnod to “Anaerobe Reference Unit” yia tnv amopovwan tou C. difficile oav
anmoTéAeopa TG epyaciag ou Eekivnoe o Ken Phillips, pe tov Paull Levett kot oAokAr\pwoe o Jon Brazier.

EIZATQrH

To Clostridium difficile sivat n kUpLa oLTidt VOOOKOUELOKAG LOAUOUATLKAG Sldppolag oe eVAAKEG. AUTEC oL AoLpwEELS epdavilovtal Kupiwg oe
aoBeveig mou €xouv 1000 LaTPLKN Ppoviiba 6o kat Bepameia pe avtiflotikd. Ta cupnTwpata Tng LoAuvong amno C. difficile eival o mupetog, ot
KOWALOKEG KPAUTIEG Ko n coPapn Sldppola ou odnyet og Bavarto. 2t Hvwpéveg MoAtteieg, oxedov 250.000 avBpwrol mpooBdaAAiovtal amno C.
difficile pe touAaxiotov 14.000 Bavatoug (ektipnon CDC, 2013). Adyw TG pdAviong Tou EALPETIKA Toflkoyovou oteAéxoug C. difficile, autég
Ol LOAUVGOELG £XOUV YIVEL TTILO GUXVEC Kal Tilo SUOKOAEC otn Bepareia Toug Ta tTeheutaia xpovia. Av kat n PCR £xeL kataotel n kopudaia TexVikn
aviyveuvong C. difficile, n koA\lépyela €lval amapaitntn ylwa TV TUTONOINoN Twv OTEAEXWV Kal yla tn Sokwur svalcbnolag Kotd tg
MLKPOBLOKAG OAVTOXNG.

APXH THZ MEGOAOY

Baolopévo mavw oto avaepoflo UAKO Tou nyeital otnv ayopd “Fastidius Anaerobe Agar”, eVOWHATWVEL ETUTAEOV CUCTATIKA £TOL WOTE vVa
BeAtiwoel v amouovwon kot Stadoponoinon tou C. difficile and kAwika Selypata. XoAkd oféa eival mapovta yla va mpowbnoouv tnv
eKBAAOTNON TWV OMOPWVY akolouBwvtag Thv HEBoSo tou “cok TNG aAkoOANnc” kal emiong p-udpofudalvuAakeTkO ofU yLa va EVIEiVEL TNV
mapaywyrn tou p-cresol, éva Slakpltikd mpoidv petaBoAiopol tou C. difficile. H eKAEKTIKOTNTA ETUTUYXAVETAL ME TNV TMPOCONKN TOU
epmloutiotikou Cefoxitin — Cycloserine (avaotéAovtal Staphylococci, Enterobacteriaceae, Enterococcus faecalis, gram(-) avaegpoBiot BakiAot
kot Clostridium sp). To yoAdktwpa KpOKou auyou mpootiBetal yia va Bondroel otn Stadopomnoinon tou C. difficile amod ta AekiBivdon BeTikd
KAwatnpibta. TENOG n MPooBNAKN TWV ALUOAUUEVWY EpUBPWVY OAOYOU OMOTEAEL £val ONUOVTIKO BPEMTIKO CUMMANPWHA Kot ETLMAEOV BonBdel
TNV SLAKPLON TWV AIOLKLWVY OTNV UTEPLWSON akTvoBoAia (UV Aduna).

SYNOEZH g/litre
Peptone Mix 23.0
Sodium chloride 5.0
Soluble Starch 1.0
Agar 12.0
Sodium bicarbonate 0.4
Glucose 1.0
Sodium pyruvate 1.0
Cysteine HCI 0.5
Haemin 0.01
Vitamin K 0.001
L-arginine 1.0
Soluble pyrophosphate 0.25
Sodium succinate 0.5
Cholic acid 1.0
p-Hydroxyphenylacetic acid 1.0
Egg yolk Emulsion 40ml
Lysed Horse Blood 10ml
D-Cycloserine 250 mg
Cefoxitin 8 mg

Epdavion: MNoptokalr avolyto un StavyEg
TeAwd pH 7.0 + 0.2 otoug 25 °C.

NPOMYAAZEIZ

To CLOSTRIDIUM DIFFICILE AGAR eivadt in vitro epyactnplakd StayvwoTikd UAKO Kol TTPETEL val XeLpileTal Hovo amo e€elSIKEUEVA ATOUA TOU
epyaotnpiou. To UAKO QUTO TEPLEXEL TIEMTOVEG Kol eKXUAlopota {WikAG mpogéheuong. Ta MLOTOMOWNTIKA ylot TV TPOEAEUGN Kal TNV
UYELOVOLKI Katdotaon Twv {wwv Sev eyyuovtal MARPWG TV anmouoia HeTadLldouevwy madoyovwy mopayoviwy. M autd cuvioTdtal auTtd Ta
UALKQ va VTIHETWTTIOVTOL WG SUVNTIKWG MOAUGHOTIKA KaL UE TAPNoN Twv cuviBwv pétpwy aodaleiag (va pn AapBdvovtal anod TV MEMTLKN
1 TNV avanveuoTik 086). O XEPLOUOC Twv TPUPBALWY va yivetal mavta He yaviia kot péca o Laminar flow Class I, yia va amodelyovtatl
ETMUUOAUVOELG KUPLWG Ao campoduTIKOUG HUKNTEG. Mn XpNOLUOTOLETE Ta CWANVAPLA €AV TTAPOUGCLATOUV EVOEIEELG ULKPOBLAKAG LOAUVONG.
Metd tnv nuepopnvia Af&ewg to UAKO eival akatdAnAo yla xprion. € mepintwon enadnig pe to Sépua MAEvoupe apéows pe ddpBovo vepd
Kal oamoUuvtl. Ta Betikd Selypata TPEMEL va KaTtaoTpEédovial cUUdWVA LE TOUG KOVOVEG UYLEWVAG Tou TipoPAEmovtal yia t Stoxeipon
MOAUCUATIKWY SELYUATWV.

ZYNOHKEZ ANOOHKEYZH: KAl METADOPAZ

Ta tpuPAia mpémel va dpuldooovtat otoug 2 — 12 °C péoa 0Tn CUOKELAGOLA TOUG MEXPL TN OTLYUA TNG XPRong toug. H katduén akdua kot
otwyplaia, kataotpedel to UAKS. Emiong va amodelyetal tnv untepBolikn Bépuavon. Ta TpuBAla eival Suvatdv va xpnotpomnotnBolv péxpt
™V nuepopnvia AREng mou avaypadetal otny TIKETA.



Edv avoifete tnv agpoateyr cuokeuacia tou tpuBAiou katd AdBog, prnopeite va 1o dpuldgete oto YPuyeio yLa 5 — 7 uépeg adoul 1o odpayioste
pe mapadiAy n pe ocakouAdxkL. MNa thv HeTadopd oL LEAETEC otaBepdTnTag Hag £8eL€av OTL Ta CWANVAPLA UIopoUV Va MAPAUELVOUV GTOUG 6 -
25 °C yla 3 nuépeg 1] otoug 25 - 40 °C yla 24 wpPES, XWPLG va eMnpeactel n anoddoaon Tou mpoiovtog.

TPOMOZ XPHZHZ
EvodBalpiote, amdwvovtag to deiypa mdvw otnv emdavela TOU UAKOU pe SLadoXIKEG apalwaoelc. Emwdote yia 24 - 48 wpeg otoug 35 - 37 °C
o€ avaepOPLeg cuvONKeC. MapaTNPAOTE TIC ATMOLKIEG KAl UUPBOUAEUTELTE TOV TtivaKa.

ANAINQZH KAl EPMHNEIA

O amnotkieg tou C. difficile eivat ykpt, adtadaveic, Stapétpou 2-3 mm cuvABwWE KUKALKEG e TAON VAl ETILUNKUVOVTAL WG va e€AMAWVOVTAL, HE
gepdavion yvalol pe Akpeg oav Kpoaota. Eivat AekiBvaon apvnTIKES KL €XoUV HUPpWLA dalvoAng n onoia odeiletal otnv mapaywyr p-cresol.
Enwaon meploocdtepo amnod 48 wpeg UMopel val 08nNyroEL OE QTIOLKIEG TILO OVOLXTOXPWHUEG YKPL I UE AsUKO KEvTpo. OL amoikieg pwaodopilouvv
(kitpwvo - mpdotvo) kdtw arod Aduneg UV ota 365 nm. AANa avaepdBila Baktripla mou propet va avamntuxBolv epdavifouv dxpwieg ATOLKIieg
Xwpic pBoplopo.

MEPIOPIZMOI THZ MEOGOAOY

H telikr) Tautomoinon MPEMEL Vol YiveTal Ue BLoXnKKoUG Kat opoAoyLlkoUg eAéyxoug. (.., Sokwun cuykdAAnong Microgen C. Difficile Latex
Test, kwbwOG: M41CE) kot pumopel va ektedolvtal aneuBeiag and tig UMONTEG AXPWUES amolkieg Clostridium mou $pBopilouv oto unepLWSEG
dwg. Mua Sokiun ofeldaong (Oxidase Test Strips-Code MID-61G) umopel va mpaypatonolnBel aneubeiag otnv Umontn amnotkia. Oplopéva
Gram (-) apvnTkA Baktnpidio avOeKTIKA 0TOUG AVAOTOANG TOU UALKOU Umopel va avartuxBouv kat va Swoouv Peudwg BETIKES QUMOLKIEC.

TENIKA XAPAKTHPIZTIKA NOIOTIKOY EAETXOY

MLKPOOPYAVIOHOG ATCC | XapOKTNPLOTLKA QLTTOLKLWV
Clostridium difficile 9689 | Avamtiooetal (ykpt, adtadpaveic)
Clostridium perfringens 13124 | AvaotéMetat

Bacteroides fragilis 25285 | AvaotéAetal

Escherichia coli 25922 | AvactéAletal

Staphylococcus aureus 25923 | AvootéAeTat

N

Clostridium difficile

AMOPPIWH TOY YAIKOY :TA ANNOBAHTA

Ta UAk@ Tou Sev mapouatdlouv kapia avamtuén pmopei va BswpnBolv wg un emkivbuva amdpAnta Kat va anoppintovratl avaloya. Ta
UALKQ TIOU TIOPOUGLATOUV QVATTTUEN OUMOLKLWV TIPETEL val artoppintovtal cUPbwvVa Pe TIG 0dnNYIeS yla LOAUCUATIKA 1 SUVNTIKOG MOAUCHATLKA
anoPAnta. To epyaotiplo elval umebBuvo yla T owotr Slaxelplon Twv HOAUCUOTIKWY amoBAfTwy cUudwva pe tn ¢von Kot to Badud
ETUKLVEUVOTNTAG TOUG KaL TIPETEL VoL TaL SLaxeLpileTal Ko va Ta amoppintel (1 va avabetel tn Slaxeiplon Kot amoppur] Toug) cUpdwva e TOUg
£KAOTOTE LOXUOVTEG KAVOVIOUOUG.

NPOAIATPADEZ

CLOSTRIDIUM DIFFICILE AGAR CCEY (Brazie’s)

[ Ennos | kQalkos | SYSKEYAZIA | OYAAH [ xpoNozzaH: |
| TpuPBAio 9cm | 010035 | 10 tepdyla | 2-12°C | 2 prveg |

Mapdyetot otnv EAAGSa armd tnv taipeio Bioprepare cUpdwva pe tov kavoviopo (EE) 2017/746.
BAZIKO UDI-DI: 5212037714010401WF. EDMA (14 01 04 01) non-chromogenic media (Plates).
H etapeia Bioprepare €xeL motonownBei cupdwva pe ta pdtuna: EN 1ISO 9001:2015 / EAOT EN I1SO 13485:2016 AY85/1348/2004.


http://www.eolabs.com/PP_4070.htm
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DESCRIPTION
Brazier’s CCYE Agar is the formula currently used by the “Anaerobe Reference Unit” for the isolation of C. difficile, because of work initiated by
Ken Phillips, with Paull Levett, and completed by Jon Brazier.

INTRODUCTION

Clostridium difficile is the leading cause of hospital-acquired infectious diarrhea in adults. These infections primarily occur in patients receiving
medical care and antibiotic treatment. Symptoms of C. difficile infection include fever, abdominal cramps, and severe diarrhea that can lead to
death. In the United States, nearly 250,000 people are affected by C. difficile, with at least 14,000 deaths (CDC estimate, 2013). Due to the
emergence of a highly toxigenic strain of C. difficile, these infections have become more frequent and more difficult to treat in recent years.
Although PCR has become the leading technique for detecting C. difficile, culture is essential for strain typing and antimicrobial resistance
testing.

PRINCIPLE OF THE METHOD

Based on the market-leading anaerobic medium “Fastidious Anaerobe Agar,” this medium incorporates additional ingredients to improve the
isolation and differentiation of C. difficile from clinical specimens. Bile acids are present to promote the germination of spores following the
alcohol shock method, and p-hydroxyphenylacetic acid is included to enhance the production of p-cresol, a distinctive metabolic product of C.
difficile. Selectivity is achieved through the addition of the Cefoxitin — Cycloserine enrichment supplement (inhibiting Staphylococci,
Enterobacteriaceae, Enterococcus faecalis, gram-negative anaerobic bacilli, and Clostridium species). Egg yolk emulsion is added to assist in
differentiating C. difficile from lecithinase-positive Clostridia. Finally, the addition of lysed horse blood serves as an important nutritional
supplement and also aids in distinguishing colonies under ultraviolet light (UV lamp).

COMPOSITION g/litre
Peptone Mix 23.0
Sodium chloride 5.0
Soluble Starch 1.0
Agar 12.0
Sodium bicarbonate 0.4
Glucose 1.0
Sodium pyruvate 1.0
Cysteine HCI 0.5
Haemin 0.01
Vitamin K 0.001
L-arginine 1.0
Soluble pyrophosphate 0.25
Sodium succinate 0.5
Cholic acid 1.0
p-Hydroxyphenylacetic acid 1.0
Egg yolk Emulsion 40ml
Lysed Horse Blood 10ml
D-Cycloserine 250 mg
Cefoxitin 8 mg

Appearance: Light orange, non-transparent
Final pH 7.0 £ 0.2 at 25 °C.

PRECAUTIONS

CLOSTRIDIUM DIFFICILE AGAR is an in vitro diagnostic laboratory material and should only be handled by trained laboratory personnel. This
material contains peptones and extracts of animal origin. Certificates regarding the source and health status of the animals do not fully
guarantee the absence of transmissible pathogens. Therefore, these materials should be treated as potentially infectious and handled using
standard safety precautions (avoid ingestion and inhalation). Always handle plates wearing gloves and within a Class Il laminar flow cabinet to
prevent contamination, especially by saprophytic fungi. Do not use plates that show signs of microbial contamination. The material should not
be used after the expiration date. In case of skin contact, wash immediately with plenty of water and soap. Positive samples must be disposed
of according to the appropriate hygiene regulations for infectious materials.

STORAGE AND TRANSPORT CONDITIONS

The plates should be stored at 2-12 °C in their original packaging until use. Freezing, even briefly, damages the material. Avoid excessive heat
as well. Plates may be used until the expiration date indicated on the label. If the airtight package is accidentally opened, the plate can be
stored in the refrigerator for 5-7 days if sealed with Parafilm or a bag. For transport, our stability studies showed that the plates can be
maintained at 6-25 °C for 3 days or at 25-40 °C for 24 hours without affecting product performance.



INSTRUCTIONS FOR USE
Inoculate the sample onto the surface of the medium using successive dilution streaking. Incubate for 24-48 hours at 35-37 °C under
anaerobic conditions. Observe the colonies and consult the interpretation table.

READING AND INTERPRETATION

C. difficile colonies appear gray, opaque, 2—3 mm in diameter, usually round with a tendency to elongate or spread, having a glassy appearance
with fringed edges. They are lecithinase-negative and have a characteristic phenol odor due to p-cresol production. Incubation beyond 48
hours may result in lighter gray colonies or colonies with a white center. Colonies fluoresce (yellow green) under UV light at 365 nm. Other
anaerobic bacteria that may grow on the medium usually produce colorless, non-fluorescent colonies.

METHOD LIMITATIONS

Final identification must be confirmed using biochemical and serological tests (e.g., Microgen C. difficile Latex Test, code: M41CE), which can
be performed directly on suspicious, colorless Clostridium colonies that fluoresce under UV light. An oxidase test (Oxidase Test Strips — Code
MID-61G) can also be performed directly on the suspicious colony. Certain Gram-negative bacteria that are resistant to the medium's selective
agents may grow and produce false-positive colonies.

GENERAL QUALITY CONTROL CHARACTERISTICS

Microorganism ATCC | Colony Characteristics
Clostridium difficile 9689 | Grows (gray, opaque)
Clostridium perfringens 13124 | Inhibited

Bacteroides fragilis 25285 | Inhibited

Escherichia coli 25922 | Inhibited
Staphylococcus aureus 25923 | Inhibited

Clostridium difficile

WASTE DISPOSAL OF WASTE

Materials that show no growth can be considered as non-hazardous waste and disposed of accordingly. Materials that show colony growth
must be disposed of according to the 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 handle and dispose of it (or assign its management and
disposal) in compliance with the applicable regulations.

SPECIFICATIONS
CLOSTRIDIUM DIFFICILE AGAR CCEY (Brazie’s)
ITEM CODE PACKAGE STORAGE SHELF LIFE
9 cm Petri Dish 010035 10 pieces 2-12°C 2 months
Manufactured in Greece by Bioprepare in accordance with Regulation (EU) 2017/746. Basic UDI-DI: 5212037714010401WF EDMA (14 01 04 01): Non-
chromogenic media (Plates). Bioprepare is certified according to the standards: EN ISO 9001:2015 / ELOT EN 1SO 13485:2016 / DY86/1348/2004

REFERENCES
Brazier J.S. (1993) Réle of the Laboratory in Investigations of Clostridium difficile Diarrhoea. Clinical Infectious Diseases 16 (4) 228-33.


http://www.eolabs.com/PP_4070.htm

IN VITRO MANUFACTURER'S DATA

4
Bioprepare
IV/ZIJZ/'H—//I;;
G. PAPANIKOLAOU & CO
PRODUCTION LABORATORIES OF CULTURE MEDIA
Potamou 5, Industrial Area Keratea, Attica

P.O. Box: 4893, Postal Code: 9001 - Tel: +30 2299066113. Fax: +30 2299066112
E-mail: bioprepl@otenet.gr www.bioprepare.gr



http://www.bioprepare.gr/

