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mierobtology KQAIKOS: 260221 — 060221 IvVD
NEPIrPADH

To E.E. BROTH eivat éva péco mou cuviotatal arod to mpotumo ISO 21528 yia tnv avixveuon Kot anopibuncn twv Enterobacteriaceae pe t
puéBodo MPN.

APXH THZ MEOGOAOY

H maykpeatikn méPn tng lehativng mapéxel alwto Prrapiveg pétala ka tyvootolxeia. H YyAukoln eival mnyn evépyelog. To Ox Bile kat to
Brilliant Green avacotéAAouv tnv avantuén Twv Gram (+) KOKKWV.

To pwodoptkd vatplo kot to dwodopLlkd KAALO AELTOUPYOUV WG pUBULOTIKA AAata Tou pH.

ZYNOEZH g/litre
Dehydrated Ox Bile 20.00
Pancreatic Digest of Gelatin 10.00
Disodium Hydrogen Phosphate 6.45
Glucose Monohydrate 5.00
Potassium Dihydrogen Phosphate 2.00
Brilliant Green 0.0135

Endavion: MNpaowvo SlauyEg.
TeAko pH 7.2 £ 0.2 otoug 25 °C.

NMPOMYAAZEIZ

To E.E. BROTH eivat in vitro epyaotnplako StayvwoTtikd UAIKO Kot TIpEMeL va Xelpiletal povo amd e€eldlkevpéva dtopa Tou epyaoctnpiov. To
UALKO QUTO TIEPLEXEL TIEMTOVEG Kall eKXUALopaTa {wiKAG POoEAEUONG. Ta TILOTOMOLNTIKA Yot TNV TIPOEAEUCN KOL TNV UYELOVOULKN KOTAOTAGON TWV
{wwv dgv gyyudvral MARPwWE TNV anouacia PeTadidopevwy maboyovwy mapayoviwy. N’ auTd GUVIOTATAL GUTA Ta UALKG va avTietwrtilovrat
WG SUVNTIKWE MOAUCHOTIKA KaL LE TAPNON Twv cuvhBwy PETpwY aodaleiag (va pun Aappavovtal amo Ty TEMTKA 1 TNV AVamveuoTikr 080). O
XEPLOMOG TWV owANvapiwv va ylvetal mavta pe yavila kot péca o Laminar flow Class Il, yia va anodelyovtal empuoAUVOELS KUPLWG Ao
oanpodutikolG HUKNTEG. Mn xpnolpomnoleite tTa ocwAnvapla €dv mapouoldlouv evOelelg pikpoBLakng poAuvong. Metd tnv nuepopnvia
AQ€ewg to UAWKO gival akatdAAnAo yia xprion. e nmepinmtwon enadng Le To Séppua MAEVOUHE apéowe Ue ddBovo vepod kal oamouvt. Ta BeTIKd
Selyparta mpénel vo kataotpeédovtal cUUPWVA LE TOUG KAVOVEC UYLEWVAG TTou TipoBAEmovTal yio tn Slaxeiplon LOAUOUATIKWY SELYUATWVY.

2YNOHKEZ AMOOHKEYZHZ

Ta cwAnvapia mpémnet va dpuldcoovtal otoug 2 — 12 °C péoa oTn CUOKEUQAOLA TOUG MEXPL TN OTLYUA TN XPNong Touc. H katauén akdua kat
otlypiaia, kataotpedel to UAKO. Emtiong va amodelyetal thv untepBoAkn Bépuavon. Ta cwAnvapla sival Suvatov va xpnaotponotnbouv péxpt
™V nuepopnvia Aiéng mou avaypddetat otny etkéta. MNa tnv petadopd oL peAéteg otabepotntag pag E5el§av OTL T CWANVAPLOL UIMopPoUV va
TapaEivouv otoug 6 - 25 °C yla 7 nuEPEG 1 oToug 25 - 40 °C yLa 48 wpPEeC, XwPiG va emnpeactel n anddoon Tou MPoIovVToG.

TPOMOZ XPHZHZ

Aokiun yla Tnv mapoucia-anougio Gram (-) Baktnpiwv avBektikwy otn xoAn kat To Brilliant Green:

1. Pi€te 1 gr 1 1ml amo to Selypa oto {wuo E.E. kat avapel€te kaAd.

2. Enwaote tov {wpo otoug 30-35 ° C yia 24 £wg 48 wpeg.

3. Metd tnv enwaocn gupoAidote 10pul and to Lwuo oe éva tpuPAio VIOLET RED BILE GLUCOSE AGAR (VRBGA) (010127)

4. Enwaote 1o tpuBAio otoug 30-35 °C yia 18 €wg 24 wpeg Kol €EETAOTE yLa TV mapoudia Enterobacteriaceae mou epdavilovtal wg pol €wg
KOKKLVEG aMOLKieG pe (npa XoAnG.

Moootikdg EAeyX0g yia TNV mapoucia-anovcia Gram (-) Baktnpiwv avBektikwv otn YoAr kat To Brilliant Green:

1. EuBoAidote 0,1 gr (ml), 0,01 gr (ml) ko 0,001 gr (ml) Tou mpoidvtog mou mpoKeLTaL va e€eTaOTEL Onw( kaBopiletal amo tn uéBodo avadopdg
otov {wuo EE kat emwdote otoug 30-35 ° C yia 24 £wg 48 wpsg.

2. Meta tnv enwaoch euBoAidote 10ul anod to {wuod ot éva tpuPAio VIOLET RED BILE GLUCOSE AGAR (VRBGA) (010127).

3. Enwaote ta tpuPAia otoug 30-35 ° C yia 18 €wg 24 wpeg kal eEETACTE yla TV Tapoudia Enterobacteriaceae mou gudavilovial wg pol ot
KOKKLVEG ATOLKiEG P [npa XoAnG.

4. INUEWWOTE TN ULKPOTEPN apaiwaon mou Sivel éva BeTikd amoTéAeopa KoL th LeyaAUTepn apaiwon mou Sivel apvnNTIKO AMOTEAECHA.

5. Mpoaobiopiote tov md mbavo apldud (MPN) Baktnpiwv ava dsiypa 6mwg umayopeletal ano tn péBodo avadopdg.

Dokég tpodipwy:

1.EpBoAidote og éva dLaAidio E.E. BROTH 100ml (060221) pe 10gr Seiypatog kat avoapeifte Kahd.

2. Enwdorte yla 18 £wg 48 wpeg otoug 30-35 ° C. AvaKLvroTe T0 (WO KOL OJLOYEVOTIOLHOTE QMAAQ YL VOL ETTOVOL-EVALWPH OETE UETA TLG TTPWTEG 3
WPEC EMWAONG.

3. Meta tnv enwach euBoAidote 10ul anod to {wuo ot éva tpuBAio VIOLET RED BILE GLUCOSE AGAR (VRBGA) (010127)

4. Enwdote 1o tpuPAio otoug 30-35 °C yia 18 €wg 24 wpeg Kol €ETAOTE yla TV mapouadia Enterobacteriaceae mou eudavilovtal wg pol €wg
KOKKLVEG AOLKiEG P ({npa XoAnG.



ANAINQZH KAI EPMHNEIA
H mapaywyr 0€€og amo t {Upwaon g YAUKOING pokaAel kKitpwvo xpwpa oto {wuo EE.
Y€ apvnTkr avtidpaon Sev EXou e Kapia aAlayr XPWHOTOC Kol 0 {WHOG MAPAUEVEL TTPACLVOG.

NEPIOPIZMOI THZ MEGOAQY
Juviotdrat n dte€aywyn BLOXNULKWY SOKLUWY, OTLG LEMOVWUEVEG OTTOLKIEG yLa TTAPN avayvwpLon.

FENIKA XAPAKTHPIZTIKA MNOIOTIKOY EAEFXOY

MIKPOBIO ANANTYZH Kitpwvo UAko kat mapaywyn agpiou
Enterobacter aerogenes ATCC 13048 Kaln +

Escherichia coli ATCC 25922 Kan +

Salmonella enteritidis ATCC 13076 Kahn () Me kaBuotépnon
Staphylococcus aureus ATCC 25923 AvaotéNetat -

AMOPPIWH TOY YAIKOY XTA ANNOBAHTA

Ta UAkG Tou Sev mapouatdlouv Kapia avamtuén pmopsi va Bswpnbolv wg un emkivbuva amdBAnta Kat va amoppintovtatl avdloya. Ta
UALKQ TIOU TTOpOUGLAZOUV QVATTTUEN QUMOLKLWV TIPETEL va. artoppintovtal cUpdwva Ue TIC 08nYieg yia LOAUOUATIKA 1 SUVNTIKOG MOAUCHATLKA
anoBAnta. To gpyaotniplo eival unmevBuvo yla T cwotn Slaxelplon Twv HOAUoHaTIKWY amoBANTwy cUpdwva pe Tn duon Kot to Babuo
ETUKLVOUVOTNTAG TOUG KOL TIPETIEL VAL TOL SLAXELPITETAL KOL VAL TA AMOPPLTTEL (1) va avaBETeL T Slaxeiplon Kot andppur Toug) cUUPWVA LLE TOUG
£KAOTOTE LOXUOVTEC KAVOVIOUOUG.

MNPOAIATPADEZ

E.E.BROTH- (€
EIAOZ KQAIKOZ ZYZKEYAZIA DYNAZH XPONOZ ZQHZ
ZwAnvapto 10ml 260221 40 tepdyo 2-12°C 12 urveg
®Loidio 100 ml 060221 10 tepdyLa 2-12°C 12 urveg

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

BIBAIOTPADIA

1SO 21528-1. Microbiology of food and animal feeding stuffs -- Horizontal methods for the detection and enumeration of
Enterobacteriaceae -- Part 1: Detection and enumeration by MPN technique with pre-enrichment

Department of Health NHS Executive: The Caldicott Committee. Report on the review of patient identifiable information. London.
December 1997.

The European Parliament and the Council of the European Union. Regulation (EC) No 852/2004 of the European Parliament and of the
Council of 29 April 2004 on the hygiene of foodstuffs. Official Journal of the European Union. L226.

2TOIXEIA KATAZKEYAZTH IN VITRO

Bioprepare

. NANMANIKOAAOY & ZIA E.E.

MAPAFQIH MIKPOBIOAOTIKQN ANTIAPAZTHPIQN
Motapou 5 BIO MA KEPATEAS - ATTIKH TK 19001
T.0.4893-TnA.: 2299 0 66113 daf: 2299 0 66112.
E-mail: bioprepl@otenet.gr www.bioprepare.gr
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DESCRIPTION
E.E. BROTH is a medium recommended by I1SO 21528 for the detection and enumeration of Enterobacteriaceae using the MPN method.

PRINCIPLE OF THE METHOD
The pancreatic digestion of gelatin provides nitrogen, vitamins, minerals, and trace elements. Glucose serves as an energy source. Ox Bile and
Brilliant Green inhibit the growth of Gram-positive cocci. Sodium phosphate and potassium phosphate act as pH buffering salts.

FORMULA g/litre
Dehydrated Ox Bile 20.00
Pancreatic Digest of Gelatin 10.00
Disodium Hydrogen Phosphate 6.45
Glucose Monohydrate 5.00
Potassium Dihydrogen Phosphate 2.00
Brilliant Green 0.0135

Appearance: Clear green.
Final pH 7.2 £ 0.2 at 25 °C.

PRECAUTIONS

E.E. BROTH is an in-vitro laboratory diagnostic material and should only be handled by qualified people in the laboratory. This material
contains peptones and extracts of animal origin. The certificates regarding the origin and health status of the animals do not fully guarantee
the absence of transmissible pathogens. For this reason, it is recommended that these materials be treated as potentially infectious, with the
usual safety precautions (avoiding ingestion or inhalation). Plates should always be handled with gloves and in Laminar flow Class Il, to avoid
contamination mainly by saprophytic fungi. If the plate is cracked or the bag has a hole, do not use it. Do not use petri dishes if there are signs
of microbial contamination. The thickness of the agar must be 4 - 5 mm and the material without cracks, dryness or other signs of
deterioration. After the expiry date the material is unfit for use. In case of contact with the skin, wash immediately with plenty of water and
soap. Positive samples must be destroyed according to the hygienic rules prescribed for the management of contaminated samples.

STORAGE CONDITIONS

The tubes should be stored at 2 — 12 °C in their packaging until use. Even momentary freezing destroys the material. Excessive heating should
also be avoided. The tubes can be used until the expiration date indicated on the label. Stability studies have shown that for transportation,
the tubes can remain at 6 - 25 °C for 7 days or at 25 - 40 °C for 48 hours without affecting product performance.

USAGE

Test for the presence of absence of Gram (-) bile-resistant bacteria and Brilliant Green:

1. Add 1 g or 1 ml of the sample to the E.E. broth and mix well.

2. Incubate the broth at 30-35 ° C for 24 to 48 hours.

3. After incubation, inoculate 10l of the broth in a VIOLET RED BILE GLUCOSE AGAR (VRBGA) (010127)

4. Incubate the plate at 30-35 ° C for 18 to 24 hours and examine for the presence of Enterobacteriaceae that appear as pink to red colonies
with bile precipitate.

Quantitative test for the presence or absence of Gram (-) bacteria resistant to bile and Brilliant Green:

1. Inoculate 0.1 g (ml), 0.01 g (ml) and 0.001 g (ml) of the product to be tested as determined by the reference method in the EE broth and
incubate at 30-35 ° C for 24 to 48 hours.

2. After incubation, inject 10ul of the broth into a VIOLET RED BILE GLUCOSE AGAR (VRBGA) plate (010127).

3. Incubate the plates at 30-35 ° C for 18 to 24 hours and examine for the presence of Enterobacteriaceae that appear pink in red colonies with
bile precipitate.

4. Note the smallest dilution giving a positive result and the highest dilution giving a negative result.

5. Determine the most likely number (MFN) of bacteria per sample as dictated by the reference method.

Food Testing:

1. Inoculate in one vial of E.E. BROTH 100ml (060221) with 10g of sample and mix thoroughly.

2. Incubate for 18 to 48 hours at 30-35 ° C. Shake the broth and homogenize gently to resuspend after the first 3 hours of incubation.

3. After incubation, inoculate 10l of the broth in a VIOLET RED BILE GLUCOSE AGAR (VRBGA) (010127)

4. Incubate the plate at 30-35 ° C for 18 to 24 hours and examine for the presence of Enterobacteriaceae that appear as pink to red colonies
with bile precipitate.

INTERPRETATION OF RESULTS
The production of acid from glucose fermentation causes the EE broth to turn yellow.
In a negative reaction, no color change occurs, and the broth remains green.



LIMITATIONS OF THE METHOD
It is recommended to perform biochemical tests on individual colonies for complete identification.

GENERAL CHARACTERISTICS OF QUALITY CONTROL

Microorganism Growth Yellow material and
gas production
Enterobacter aerogenes ATCC 13048 Good +
Escherichia coli ATCC 25922 Good +
Salmonella enteritidis ATCC 13076 Good (£) With delay
Staphylococcus aureus ATCC 25923 Inhibited -

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

E.E. BROTH - (€
PRODUCT CODE PACKING STORE SELF LIFE
Tube 10ml - Durham 260221 40 pieces 2-12 °C 2 months
Bottle 100ml 060221 10 pieces 2-12 °C 2 months

Produced in Greece by Bioprepare in accordance with the requirements of the European Directive 98/79/EK. FEK B2198/2-10-2009. CODE EDMA 14 01 02 01.
Bioprepare company has been certified according to standards EN 1ISO 9001:2015 / EAOT EN ISO 13485:2016 AY86/1348/2004.
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