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L&i néi du

TCVN 11039-8:2015 dwoc xay dyng trén co sé tham khao JECFA 2006, Combined compendium of
food additive specifications, Volume 4: Analytical methods, test procedures and laboratory solutions
used by and referenced in the food additive specifications;

TCVN 11039-8:2015 do Ban ky thuat tiéu chudn TCVYN/TC/F4 Gia vi va phy gia thye pham bién soan,
Téng cuc Tidu chuln Do Idng Chét lveng tham dinh, B3 Khoa hoc va Céng nghé céng bé;

B4 tiéu chudn TCVN 11039 Phy gia thue phém — Phurong phép phan tich vi sinh vét gdm céc phan sau:

TCVN 11039-1:2015, Phén 1: Xéc dinh t8ng sé vi sinh vét hiéu khi bdng ky thuét dém dia;

TCVN 11039-2:2015, Phén 2: Xac dinh téng s vi sinh vét hiéu khi bdng ky thuét dém dia xodn;

TCVN 11039-3:2015, Phén 3: Phét hién va dinh lugng coliform va E. coli bdng ky thuét dém s6 c6
xac sudt Ion nhét (Phuong phép chuén);

TCVN 11039-4:2015, Phan 4: Phat hién va dinh luwong coliform va E. coli bdng ky thuét dém s ¢6
xé4c sudt Ion nhét (Phuong phép théng dung);

TCVN 11038-5:2015, Phén 5: Phat hién Salmonella;

TCVN 11039-6:2015, Phén 6: Phat hién va dinh Iwong Staphylococcus aureus bédng ky thuat dém
khudn lac;

TCVN 11039-7:2015, Phén 7: Phét hién va dinh lrgng Staphylococcus aureus bang ky thuat dém
56 ¢6 xac sudt ion nhét (MPN);

TCVN 11039-8:2015, Phan 8: Djnh lwgng ndm men va ndm méc.



TIEU CHUAN QuUOC GIA TCVN 11039-8:2015

Phu gia thwc pham - Phwong phap phan tich vi sinh vat -
Phéan 8: Pinh Iweng nAm men va ndm méc

Food additives - Microbiological analyses -

Part 8: Enumeration of yeasts and moulds

1 Pham vi ap dung

Tiéu chudn nay quy dinh phwong phap dinh lwgng ndm men va ndm méc trong phu gia thwe phim.

2 Thudt ngir va djnh nghia
Trong tiéu chudn nay s& dung thuat nglr va dinh nghta sau day:

21

N4&m men (yeast)

Vi sinh vat hiéu khi wa &m, & nhiét do 25 °C dudi cac diéu kién quy dinh trong tiéu chuan nay, phat
trién thanh cac khuan lac tron, béng hodic me trén bé mat méi trwdng thach nam, thudng cé mép vién
déu va b& mét 18 it hogc 18i nhiéu.

CHU THICH N&m men trang méi trwéng, nhét 1a trén b& mat méi tring phét trién thanh cac khuan lac trén, hinh hat dau.

2.2

N&m méc (mould)

Vi sinh vat dang soi nhé hiéu khi ra &m, & nhiét dd 25 °C dwdi cac didu kién quy dinh trong tiéu chuin
nay, phat trién thanh cac mam/chdi moc lan nhw I6ng to hodc det hogc thanh cac khuén lac trén bé mat
méi treérng thach ndm, thuérng ¢6 mau trai cay hodc ¢é cdu triic mang bao tdr.

CHU THICH N&m méc trong mai trréng, nhét 14 trén bé mat méi tredng c6 thé phét trién thanh cac khuén lac trén, hinh hat dau.
3 Nguyén tic
3.1 Chudn bj huy&n phi ban d4u va cac dung dich pha lodng thap phan.

3.2 U céac dia a cay trong didu kién hiéu khi & 25 °C + 1 °C trong 5 ngay.
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3.3 Dém cac khuén lac/cac chdi, khang dinh viéc nhan dang cac khudn lac nghi ngé bang kinh phéng
dai hoac kinh hién vi (38 phan biét cac khun lac clia ndm men véi céc khudn lac cia vi khuén), néu can.

3.4 Sé lwong ndm men va nm méc trong mdt gam miu dwoc tinh tir sé lwong khuén lac/chdiimam
thu dwoc trén cac dia da chon & cac mirc pha loang tao ra cac khudn lac ¢é thé dém dugc. Ndm men

va ndm méc dwoc dém riéng, néu cin.

4 Mbi trwong cdy, dich pha loang va thudc thir
4.1 Thach dichloran rose bengal chloramphenicol (DRBC) (xem A.1).
4.2 Thach dichloran 18 % glycerol (DG18) (xem A.2).

4.3 Thach dém dia (PCA) (xem A.3).

Thém chioramphenicol vao moi trrdng véi ndng a8 100 mg/l. Méi tredrng nay khdng thich hop khi nédm

méc moc lan rdng.
4.4 Céc dung djch khang sinh.

4.5 Nuwéc dém pepton, 0,1 %.

5 Thiét bj va dung cu thuy tinh

C6 thé diing dung cy thuy tinh str dung mdt i4n thay thé cho cac dung cu thuy tinh stk dung nhidu lan
néu ching cé cac dac tinh thich hep.

St dung cac thiét b clia phdng thir nghiém vi sinh va cy thé 1a:

5.1 Thiét bj trdn hodc may dép miu (stomacher).

5.2 Dia Petri.

5.3 Pipetvd tring.

5.4 Tuém, co thé duy tri & nhiét 4% 25 °C.

5.5 Que cdy vong, vo tring.

5.6 Que cdy gat, bing thiy tinh dwoc ubn cong mét ddu, vé triing.

5.7 Thiét bj dém khudn lac, loai co hoc hoic dién tir, c6 ngudn séng thich hop, dia ledi va b dém.
5.8 Dung cuy do pH.

5.9 Nbi cach thay, c6 thé duy tri & nhiét 4§ 45 °C +1 °C.

[+ 7]
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6 Liy miu

Mau gtri dén phong thir nghiém phai 1a m3u dai dién. M3u khng bi hw hdng hoac bién ddi trong sudt
qua trinh van chuyén ho3c bao quan.

Viéc lay mau khdng quy dinh trong tiéu chuin nay. Xem tiéu chuén cu thé co lién quan dén san pham.
Néu chwa co tiéu chuin cu thé lién quan dén san phdm thi cac bén ¢6 lién quan nén thoa thuan voi
nhau vé van dé nay.

7 Chuén bj méu thie

MAu duoc tron ddu dé thu dwgce cac phin mau thir ddng nhét.

8 Cach tién hanh
8.1 Chudn bj dung dich pha loding

€éan 25 g hodic 50 g phan mau thr 44 chuln bj (Diéu 7).

CHU THICH: Théng thwéng, c& miu 16 hon s& ting d0 tai 1ap va cho phwong sai nhd hon so véi cf mau nhé hon.

Thém lweng thich hep nwéc pepton 0,1 % (4.5) vao mau 3 can dé dat do pha loang 107", sau d6 déng
héa 2 min trong may dap mau (5.1). Céch khéc, trén trong théi gian tr 30 s dén 60 s nhung hiéu qua
kém hon. Chulin bj cac dung dich pha lodng 1 : 10 thich hgp trong nwére pepton 0,1 %. Thong thudng.
cac do pha loang dén 107°1a thich hep.

8.2 Nubicdy
8.2.1 Phuong phap cdy gat

Dung pipet v& triang (5.3) nhé 0,1 ml m&i dung dich pha lodng (8.1) vao cac dia thach DRBC (4.1) d3
chuén bj, céy gat béing que céy thlly tinh cong v tring (5.6). Thach DG 18 (4.2) thich hop hon véi mau
thlr c6 hoat 36 nwére thap hon 0,95. Cly ddng theri ba dfa cho mdi d9 pha loang.

8.2.2 Phuwong phap dé dia

S(r dyng pipet nGt bong vé trung (5.3) @& chuyén 1 ml phdn dung dich mau thir pha loang (8.1) vao cac
&ia Petri 15 mm x 100 mm (5.2) béng thiy tinh ho3c chat déo, d3 ghi nhan. Trong vdng ti¥ 1 min dén 2
min, 36 véao m&i dia tir 20 ml dén 25 ml méi trwrng thach DG18 (4.2) 44 &n dinh nhiét dd. Trdn ddu bing
cach xoay nhe dia theo chiéu kim déng hé sau d6 ngugc chidu kim dong hd, cAn than dé tranh day 1&n
ndp dia.
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Céch khac, dung dich pha loang c6 thé d& dudi day dia (@&c biét néu mAu chira ham lwgng tinh bot
cao va dia lam tir chit déo) va c6 thé khong cn trdn ddng nhét. Cy @dng théi ba dia cho méi d6 pha
loang, s¥ dyng cac pipet miéng rdng. Thai gian tlr khi chuén bj dung dich mau thir pha lodng ban dau
d@én khi rét vao dia cudi cing khéng dwoc qua 20 min, tét nhét 1a 10 min.

U céc dia noi thi & 25 °C. Khéng chéng cac dia cao qué 3 dia va khéng lat Up &ia. D& yén cac dia cho
dén khi doc két qua.

8.3 Dém dia

Dém cac dTa sau 5 ngay k& tir khi 4. Néu khéng c6 vi sinh vat phét trién sau 5 ngay thi G thém 48 h.
Khéng dém cac khuan lac tredc khi két thic thei gian U quy dinh béi vi viéc di chuyén dia c6 thé dén
@én su phat trién thir cAp tir cac bao tl roi xudng 1am sai léch sé dém cubi ciing. Bém céc dia chira tr
10 dén 150 khuan lac. Néu chd yéu 12 ndm men moc thi thireng dém cac dia chira 150 khudn lac. Tuy
nhién. néu ndm méc co sé lugng dang k& thi tly theo loai ndm méc, gi6i han s6 dém cao nhw thé nay
6 thé Guwoc giam di theo phan doan clia ngwdi phan tich.

9 Biéu thj két qua

Bao cdo k&t qua theo sé don vi hinh thanh khuén lac CFU/g hodc CFU/mI dira trén s d&m trung binh
clia day ba dfa th(r. Lam tron sb dm dén hai chir sé cb nghia. Néu chir sb c6 nghia thir ba 1a 5 hoac
cao hon thi lam tron 18n chiy sé cao hon (vi dy 456 = 460, 455 = 460), néu chir sb ¢6 nghia thir ba 1a 4

hodc thap hon thi lam trén xudng (vi dy 454 = 450).

Néu céc dia tir tht ca cAc 86 pha lodng d&u khong c6 khudn lac thi bao cao 12 sé dém ndm men va ndm
mbc (MYC) it hon 1 18n so véi 46 pha losing thdp nhat aa sir dung.

10 Béo cao thir nghiém

Bao c4o thir nghiém phai chi ro:

a) moi thang tin cAn thiét d& nhan biét ddy di vé mau thi;

b} phuong phap 4y mau da st dung, néu biét;

¢) phuwong phap thir nghiém da dung, vién din tiéu chuln nay,

d) moi chi tiét thao tac khéng dugc quy dinh trong tiéu chudn nay hodc nhirng diéu dugc coi 14 tuy
chon ciing nhu cac sy cb bat ky cé théd anh huwdng dén két qua;

e) kétqua thr nghiém thu dwoc.
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Phuy luc A
(Quy dinh)

Thanh phin va chuén bj méi treong cdy va thude thir

A.1 Thach Dichloran Rose Bengal Chloramphenicol (DRBC)

A.1.1 Thanh phin

Glucose 10g
Pepton ding cho vi sinh vat 5g
Kali dihydro phosphat (KH.PO,) 19

Magie sulfat ngdm 7 phan t& nudc (MgSO,7H,0) 05¢g
Dung dich Rose bengal (5 % khéi lweng/thé tich) 0,5 ml
Dung dich dichloran (2,6-dichloro-4-nitroanilin)

(0,2 % khéi lrgng/thé tich trong etanol) 1 ml
Chloramphenicol 01g
Thach 15g
Nuwéc cht 1 lit
A.1.2 Chudn bj

Trén cac thanh phan, dun d& hoa tan thach va khi triing béng cach hap 4p lwe & 121 °C trong 15 min.
pH cudi cuing phai dat 5.6. Giam nhiét 40 xubng 45 °C + 1 °C trong ndi cach thuy va dd dia.

A.1.3 Chudn bj khang sinh bd sung

Céc khang sinh dugc bd sung vao méi tnrdmg nudi cAy ndm dé e ché sy phat trién cda vi khudn. Nén sir
dung chloramphenicol vi khang sinh nay b&n khi hap ap Iyc. Do 6, viéc chudn bi méi trwéng sé dé& hon
va nhanh hon vi lvgc bd buéc loc. N8ng a6 khuyén cao d6i véi khang sinh nay la 100 mg/l méi tredng.

Néu vi khuén moc qua day thi chudn bj méi trrdng bing cach thém 50 mg chloramphenicol/l tnrée khi
hép ap lc va 50 mg chlortetracycline/l khi mdi trrérng nay én dinh nhiét dd, ngay trwéc khi db vao dia.

Chuén bi dung dich gbc bing cach hoa tan 0,1 g chloramphenicol trong 40 ml nudic cét; cho dung dich
nay vao 960 ml hén hgp mdi tredng trwede khi hdp dp Iwc. Khi sir dung cad chioramphenicol va
chlortetracycline thi thém 20 mi dung dich géc chloramphenicol néu trén vao 970 ml méi trdng trirdce
khi hép 4p lwc. Sau dé, chuyén bi dung dich géc chlortetracyciine bang cach hoa tan 0,5 g khang sinh
vao 100 ml nwoc cAt va loc dé khiy tring. Cho 10 mi dung dich nay vao 990 ml méi trwéng d4 hap 4p

w
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Irc va &n dinh nhiét d6. Lam lanh trong téi va s dung cac dung dich con lai trong mt thang. Cac dung
dich géc cin duoc dua v& nhiét dd phang trwde khi cho vao mdi trudng da dn dinh nhiét d.

A.2 Thach dichloran 18 % glycerol (DG18)

A.21 Thanh phin

Glucose 10g
Pepton dlng cho vi sinh vat 59
Kali dihydro phosphat (KH,PO.) 1g
Magie sulfat (MgSQ, 7H,0) 0549
Dichloran (0,2% khéi lwgng/thé tich trong etanol) 1 ml
Chloramphenicol 0,1g
Thach 15¢
Nuéc cét 1 lit
A.2.2 Chuén bj

Trén céc thanh phan va dun cach thily dé hoa tan thach, thém nudc cht dén 1 000 ml. Thém 220 g
glycerol va khi triing béing céch hép ap iwc & 121 °C trong 15 min. pH cudi cling phai dat 5,6 va hoat
a6 nwére cudi cung dat a, = 0,955.

CHU THICH 1: M8i trwémg nay dung cho cac myc dich chung d8 dint lrong ndm méc va thich hop nhét khi ey cla mu thir thip
hen hodc bing 0,95. Hoat 36 nwdr thip clia moi trwimg s& 1am gidm sé lugng vi khuln va cac logi ndm sé& phat trién nhanh.

CHU THICH 2: Khi dinh lwgng ddng théi ndm men va ndm méc thi cin diing thach DRBC (A.1),
A.3 Mbitrromg thach dé dém dia (PCA)

A.3.1 Thanh phin

Trypton 509
Chét chiét nAm men 25g
Dextrose 109
Thach i5g
Nuéc cht 1000 mi

A.3.2 Chuén bj

Bun nong nwdc A& hoa tan cac thanh phin. Phan phdi méi trréng vao cac dng hodc binh thiy tinh cé
dung tich thich hop. Khtr trung 15 min trong ndi h&p ap lwc & 121 °C. pH cubi cing 7,0 + 0,2.

10
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Thw muc tai lidu tham khao

TCVN 8275-1:2010 (ISO 21527-1:2008) Vi sinh vét trong thyc phdm va thire &n chén nudi —
Phuwong phép dinh long ndm men va ndm méc — Phén 1: Ky thuat dém khuén lac trong céc san
pham c6 hoat do nuoe I16n hon 0,95

TCVN 8275-2:2010 (ISO 21527-2:2008) Vi sinh vét trong thye phdm va thioe &n chén nudi -
Phuong phép dinh legng ndm men va ndm méc — Phén 2: Ky thuét dém khuén lac trong céc sén
phém ¢6 hoat d6 nwdc nhd hon hodc bang 0,95

TCVN 7852:2008 Thirc phdm — Dém ném men va ndm mbc béng phuong phdp mang khé c6 thé
hoan nuwéc (Phuong phép Petrifilm™)

TCVN 5750:1993 Thirc n chén nubi— Phuong phép xéc dinh ndm men va ndm moc
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