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L&i néi ddu
TCVN 6265:2007 thay th& TCVN 6265:1997;

TCVN 6265:2007 hoan toan tuong dudng vdi ISO 6611:2004/IDF 94:2004:

TCVN 6265:2007 do Ban ky thuat tiéu chuifn TCVN/TC/F12 Sa va sén phém
sia bién soan, Téng cuc Tiéu chuin Do Iudng Chat Iugng dé nghi, Bé Khoa
hoc va Cdng nghé céng bé.



TIEU CHUAN QUGC GIA TCVN 6265:2007

Xuat ban 14n 2

Sira va san pham sifa — Dinh lugng don vi
hinh thanh khuan lac tif ndm men va/hodic ndm méc -
Ky thuat dém khuan lac & 25 °C

Milk and milk products — Enurneration of colony-forming units of yeasts and/or moulds —
Colony-count technique at 25 °C

1 Pham vi ap dung

Tiéu chugn nay qui dinh phudng phap phat hién va dinh lugng don vi hinh thanh khusn lac (CFU) tur
ndm men va/hodc ndm méc trong sifa va san phdm sifa, bing ky thuat d6m khuén lac & 25 °C.

Phuong phap nay cé thé ap dung cho:

- sifa va cac san pham sifa dang Idng;

1

sifa bot, whey bbt, buttermilk bdt va lactoza;

I

phomat;

casein axit, casein lactic va casein rennet;

caseinat, whey bot axit;
45 bO‘

- san pham sifa ddng ianh {(bao gém ca kem ianh thuc phdm);

custard, mén trang miéng, cream va sifa 1én men.

CHU THICH Phuong phap nay khéng thich hgp d8i vai s8 Iuong 18n cac ndm men khong bén nhiét (trong
phomat tugi). Trong cac truang hap d6 thi phuang phap d&m trén b& mat dia thach 14 thich hop hon.
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2 Tailiéu vién dan

Cac tai liéu vién dan sau la rt can thiét cho viéc ap dung tiéu chudn. Di véi cac tai liéu vién dan ghi
nam ban hanh thi ap dung phién ban dudc néu. D3 vdi cac tai liéu vien dan khong ghi nam ban hanh
thi ap dung phién ban mdi nhat, bao gém ca cac stta ddi.

TCVN 6263:2007 (ISO 8261:2001), Sita va san phdm sifa — Hudng dan chung vé chuin bi mau thir
huyén phu ban ddu va cac dung dich pha loing thap phan dé ki€ém tra vi sinh vat.

TCVN 6404 (1SO 7218), Vi sinh vat trong thyc phdm va trong thifc &n gia stc — Yéu cau chung va
huéng dan kiém tra vi sinh vat.

TCVN 6507-1 (ISO 6887-1), Vi sinh vat trong thuc pham va thifc &n chan nudi — Chudn bi mau th,
dung dich huyén phu ban ddu va cac dung dich pha loang thap phan dé kiém tra vi sinh vat. Phan 1:
Cac nguyén tac chung dé chudn bi huyén phi ban d4u va c4c dung dich pha lodng thap phan.

3 Dinh nghia

Trong tiéu chudn nay sir dung cac thuat ngir va dinh nghia sau day:

3.1

nam men va nam méc (yeasts and moulds)

cac vi sinh vat & 25 °C tao thanh cac khuln lac trén méi trudng chon loc, dudi cac diéu kién qui dinh
trong tiéu chuan nay. '

4 Nguyén tic

4.1 Chuén bi cac dia cdy, sit dung méi trudng cdy chon loc va mét Iugng mau thir xac dinh néu san
phdm ban dau la dang 1dng, hoc clia huyén phi ban dau néu mau thir dang khac.

Chudn bj cac dia khac trong cling mét diéu kién, v6i cac dung dich pha lodng thap phan clia mau thlr
ho&c cua huyén phil ban diu.

4.2 Nudi &m cac dia nay 5 ngay, trong méi trudng hiéu khi & 25 °C.

4.3 Tinh s lugng don vi hinh thanh khuan lac (CFU) tir ndm men va/hosc ndm méc trong 1 gam ho4c
t miiilit mdu thir, t& s6 khudn iac thu dudc trén cac dia da chon & cac mifc pha lodng sao cho d& thu
dugc két qua co y nghia.

5 Dich pha loang va méi trudng cay

Hudng dan chung, xem TCVN 6404 (ISO 7218).
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5.1 Nguyén liéu chinh
Xem TCVN 6263 (ISO 8261).
5.1.1 Djch pha loang
Pai véi dich pha lodng dung cho muc dich chung, xem TCVN 6263 (1ISO 8261).
5.1.2 Phan phai, khir trung va bao quan
Xem TCVN 6263 (1SO 8261).
5.2 Mbi trudng cao men/dextrozaloxytetraxyclin/thach
5.2.1 Mai trudng co ban

5.2.1.4 Thanh phén

Bot cao men , 509
Dextroza (CgH1,06) 200g
Thach 10gdén15g"
Nudc 900 mi
* Tuy thudc vao slfc dong ctlia thach.

5.2.1.2 Chuan bi

Hoa tan cac thanh phz“;'n ho%c mdi trudng hoan chinh khé trong nudc, dun néng néu can.
Néu can, chinh pH dé sau khi khir tring, pH 12 6,6 & 25 °C.

Khif tring 15 phut bing néi hap (6.1) & 121 °C + 1 °C.

5.2.2 Dung dich oxytetraxyclin hydro clorua

5.2.2.1 Thanh phén

Oxytetraxyclin nydro ciorua (Couhs0,4.HCI) 50 mg

Nudc 50 mi

-~
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5.2.2.2 Chuan bj

Hoa tan oxytetraxyclin hydro clorua trong nuéc. Chu#n bj dung dich nay ngay trudc khi sUf dung. Khit
trung dung dich b&ng céach loc. '

5.2.3 Mbi trugng hoan chinh

5.2.3.1 Thanh phin

Dung dich oxytetraxyclin hydro clorua 10 ml

[ Méi truding cd ban 90 mi

5.2.3.2 Chuan bj

Lam ngudi mdi trudng cd ban da khir tring (5.2.1) d&n 45 °C. Ngay trudc khi sif dung, dua dung dich
oxytetraxyclin hydro clorua (5.2.2) vé 45 °C va cho 10 ml dung dich nay mét cach vé tring vao 90 ml
moi trudng co ban.

5.3 Méi trudng cao men/dextrozal/cloramphenicolithach

5.3.1 Thanh phdn

Bot cao men 509
Dextroza (CgH1,06) | _ 200g
Cloramphenicol (C,,H,Cl,N,O5) 0,1g*
Thach 12gdén15g®
Nudc _ 1000 ml
* Pé thu dude néng dé cudi cung clia moi trudng la 100 pg/mi.

® Tuy thude vao sifc dong ctia thach.

5.3.2 Chuian bi

Hoa tan cac thanh phén trong nuéc, dun ndng néu cén.

Né&u can, chinh pH dé sau khi khir triing, pH la 6,6 d 25 °C.

Phan phéi mdi trudng thach nay vao cac vét chifa thich hop (6.8).

Kh tring 15 phut bang ndi hdp (6.1) 9 121°C + 1°C.
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6 Thiét bi, dung cu

CANH BAO - Khir trung tat ca céc dung cy tip xic véi mau thir, véi dich pha loéng, véi dung
djch hoiic méi trudng nudi cay phu hgp véi 6.1 cia TCVN 6263 (ISO 8261).

Cé thé duing cac dung cu sif dung mét 14n a8 thay cho cac dung cu thuy tinh cé thé sir dung nhiéu Ian,
néu phl hap véi cac yéu cdu qui dinh.

Str dung c4c thiét bi thdng thudng clia phong thf nghiém vi sinh, cac thiét bj cdn thigt d& xr ly mau thir
va cac dung dich pha long theo quy dinh clia TCVN 6263 (1SO 8261) va céc loai sau:

6.1 Thiét bj d& khir tring khd (td sdy) hoc khir tring udt (ndi hidp ap lyc).
Xem TCVN 6404 (ISO 7218).

6.2 Tuam, c6 kha nang thao tac & 25°C + 1 °C.

6.3 Dia Petri, dudng kinh tir 90 mm dén 100 mm.

6.4 Pipet chia dd, dugc nhét bong 4 diu, da hiéu chinh dung tich d&n 1 ml + 0,02 ml, hodc 10 ml +
0.2 ml, hodc 11 ml = 0,2 ml.

6.5 N&i cach thuy, c6 kha ning thao tac 3 45°C + 1 °C.

6.6 Thiét bj dém khuan lac, bao gém mét bé phan chiéu sang c6 nén den, dudc gin véi mét kinh lap
cb dé khuyéch dai 1,5 1dn va c6 mot dung cu d€m co hosic dién tur.

6.7 pH mét bl nhiét, co A6 chinh xac tdi + 0,1 don vi pH & 25 °C.
6.8 Binh cay hoic chai cay

C6 thé dung chai ho3c binh ciu c6 ndp xoay bing kim loai khéng doc.

7 Liy mau

Mau glf dén phong thit nghiém phai Ia mau dai dién. MAu khong dugc hu hdng hoac thay ddi trong
sut qua trinh bao quan va van chuyén.

Viéc lay mau khéng qui dinh trong tiét._l chudn nay. Nén I8y mau theo TCVN 6400 (ISO 707).

Trong truang hop déi véi phomat chin ¢ ndm méc hoac nAm men phi kin, thi phai loai bo I16p phi ra
khoi mau thir. Trong trudng hop nay, phai dung dao da khir trung dé loai bo 16p vo trudc khi 18y mau.
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8 Cach tién hanh
8.1 Khai quat

D€ tang do chum cla phuong phap, viéc chudn bi cac dung dich pha lodng phai dude chudn hoa cdn
than. Nhimg yéu té tac déng dén dd chum la:

kiéu loai thiét bi khusy trén;

thai gian khudy trén;

|

dich pha loang;

thdi gian d€ cho céc hat to lang xudng va

ot

— thdi gian khudy cho phép khi chudn bi cac dung dich loang thap phan.

CANH BAO Thuc hién céc thao tac vé tring théng thuédng. Nhimg thao tic qui dinh trong 8.2
va 8.3 khong dudc tién hanh dudi anh nang mit tri,

8.2 Chuan bj miu thir va dung djch pha lodng ban d4u
Xem TCVN 6263 (ISO 8261).

8.3 Dung dich pha loang thap phin tiép theo

Xem TCVN 6263 (ISO 8261).

8.4 Thdi gian tién hanh

Xem TCVN 6507-1 (ISO 6887-1).

8.5 Cdy va nudi m

8.5.1 L&y hai dia Petri (6.3) v6 tring. Ding pipet vo tring (6.4) cho vao méi dia 1 ml mau th néu san
pham dang Idng ho#c 1 ml huyén phu ban dau néu san phdm dang khac.

8.5.2 L&y thém hai dia Petri v& tring. Diing mét pipet v tring khac cho vao méi dia 1 ml dung dich mau
th(f pha lodng 10" (san phdm dang 16ng) ho#c 1 ml dung dich pha loang 107 (san phdm dang khac)

8.5.3 N&u can, lap lai thao tac nay, sl dung cac dung dich pha loang thap phan tiép theo.

10
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8.5.4 ROt vao méi dia Petri khoang 15 ml méi trudng chlfa oxytetraxyclin hydro clorua (5.2) hoac moi
trusng chifa cloramphenicol (5.3), trudc d6 da dugc lam tan chay va dugc duy tri & 45 °C trén noi cach
thuy (6.5).

8.5.5 Tron ky chat cy véi méi trudng biing cach xeay dia Petri va d& cho hén hop dong dac lai bang
cach d4t dia nay trén mot mat phing ndm ngang, mat.

8.5.6 Thai gian tir khi chudn bj dung dich pha lodng thir nhat dén khi trén chét cdy véi méi truong
khong dugc qua 15 phat.

8.5.7 Chuan bi dG s6 dia dé kiém tra do vé trung.

8.5.8 Lat nguoc cac dia da ciy xong (8.5.5) va dit ching vao ti &m (6.2) (trong khi van @& Iat up) &
nhiét do 25 °C trong 5 ngay.

Pé tranh su lan réng, can phai dé phong nhu sau:
— phii thém mét 1ép madi trudng ciy 1én mit cac dia cdy sau khi da déng dic, hosc
- nho thém mét giot glyxerol 1&n gidy loc trong ndp cla dia.

8.5.9 Khong chong qua sau dia lén nhau. D& cac chéng dia tach xa hin nhau ciing nhu xa thanh va

néc td am.
8.6 Dién giai

8.6.1 Dém s6 khuan lac trén méi dia. Tranh d&m nham cac khuan lac moc bt thuding. Néu can, phan

biét cac khudn lac nAm men va ndm mdc trén co sd d4c tinh sinh thai. Xem 8.7.

8.6.2 Chi gilf lai cac dia chifa tir 10 khuin lac dén 150 khuan lac. N&u cac phan cia dia bi ndm méc
che khuat, hoic néu khé dém cac khudn lac mét cach riéng biét, thi d8m cac khudn lac trén céc dia co
dd pha loang cao hon, ngay ca khi s& khuZn lac c6 thé it hon 10. Khi d6, nén tién hanh theo 9.2.

8.7 Khing dinh

Nhan biét cac khuén lac chinh xac ho%c con nghi ngd béng cach kiém tra qua kinh hién vi.

N&u can, khang dinh it nhat 14 vn cac khudn lac xac dinh biing kinh hién vi, trong d6 n 1a s6 khuan lac

déem dugc.

9 Biéu thj két qua
9.1 Chi gilt lai cac dia cé it nhat 1a 10 khuan lac va khéng nhiéu hon 150 khuan lac.

11
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Tinh s6 CFU tif ndm men va/hoic ndm mbe, N, trong 1 gam hoac 1 mililit sdn phdm theo cong thifc:

JE

N =
(n, +0,1n, )d
trong dé
Y C 1atdng s& khuan lac d6m dugc trén tt ca cac dia dudc giif lai;
n, |a sé dia clia dd pha lodng thf nh&t c6 chifa tir 10 d&n 150 khudn lac;
n, lasé dia ciia dd pha lodng thir hai c6 chifa tir 10 dén 150 khuan lac;
d 13 hé s& pha loang tuong (mg véi dd pha loding thif nhat.

Né&u ¢ nhiéu hon hai dd pha lodng cé thé dém duoc cho két qua tir 10 dén 150 khudn lac thi cdng thic phai
duoc sifa d8i, co tinh dén nhimg dd pha lodng ti€p theo d6. Vi ba db pha lodng thi theo cong thifc sau:

>C

N=—
(n, +0,1n, +0,01n;)d

trong 66
n, lasd dia duoc gilf lai & d6 pha lodng th ba, c6 chifa tif 10 dén 150 khuén lac.

Lam tron két qué thu dugc dén hai chir s8 cb nghia. Khi s& can lam tron 1a 5 ma khéng c6 chir s6 ¢
nghia nao dimg theo sau thi lam trén s dimg trudc chir s§ 5 cho thanh s& chan. Vi du: 28 500 lam tron
thanh 28 000 va 11 500 dude lam tron thanh 12 000.

L&y két qua la s& don vi hinh thanh khudn lac (CFU) clia ndm men va/hosc ndm méc trong 1 mililit san
phdm, biéu thi theo s3 tir 1,0 dén 9,9 nhan vdi 10%, trong d6 x 14 luy thifa tuong {mg cla 10.

Vi DU: Viéc dém CFU tU ndm men va/hosc ndm méc cho két qua nhu sau (hai dia Petri cho mbi do
pha lo&ng da dugc ().

— & dod pha loang thif nhat (10%) dugc gilt lai chifa 83 va 97 khuin lac;

- & 36 pha loang th{r hai (10 ) dugc gilt lai chifa 33 va 28 khudn lac;

ycC 83+07+33+28 241

= - = 10954
(n, +01n,)d ~ [2+(01x2)[x10%2 ~ 0,022

12
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Lam tron két qua theo 9.1 thu duge 11 000 ho#c 1,1 x 10* CFU ndm men va’hodc ndm méc trong mot

gam ho#c mét mililit sdn pham.

9.2 Néu cb hai dia tuong (g vdi mau th{r (dang Idng) hoic huyén phu ban ddu (dang khac) chia it
hon 10 khuan lac thi bdo cao két qua nhu sau:

- ithon 10 CFU tif ndm men va/hozc ndm mdc trong mét mililit sn phdm (san phdm dang 16ng).

- ithon 10 x 1/d CFU tif ndm menva/hosc ndm mdc trong mét gam san phdm (san phdm dang khac),
trong d6 d 1a hé s& pha loang ctia huyén phi ban du.

9.3 Né&u t4t ca cac dia déu chifa nhiéu hon 150 khudn lac, thi tinh s6 lugng uéc tinh tir cac dia cb s6
khuan lac gan 150 nhat va nhan s6 nay véi s& nghich dao clia d6 pha loang cao nhét. Bao cao k&t qua
theo “sé lugng udc tinh cac don vi khudn lac t ndm men va/hodc ndm méc trong mét gam hodc mot
mililit s&n pham".

10 Do lap lai

Chénh léch tuyét déi gilra hai két qua thir nghiém ddc 1ap riéng ré, thu dugc tif hai Ian thlr, st dung
cung mét phuong phap, ti€n hanh trén vat lidu giéng hét nhau, do cing mét ngudi ti€n hanh trong cling
mét phong thir nghiém, sir dung cuing thiét bi, trong mét khoang thai gian ngén, khéng qua 5 % cac
trudng hop vugt qua 30 % k&t qua thap hon.

Néu cac yéu cau vé do 18p lai khéng thod man thi cin xem xét ngudn géc c6 kha nang gay sai 16i.

CHU THICH Binh nghia v& dd 1p lai, xem TCVN 6910-1 (ISO 5725-1).

11 Bao cio thir nghiém

Bao céo thir nghiém phai chi ra:

a) moi thong tin can thi€t dé nhan biét ddy di vé mau thdr,
b) phuong phap |dy mau da sir dung, néu biét;

¢) phuong phap thir 43 su dung va vién dan tiéu chuin nay;

d) tat ca cac chi tiét thao tac khéng qui dinh trong tiéu chudn nay, cling véi cac chi tiét bat thudng nao
khac c6 thé anh hudng tdi két qua;

e) két qua thir nghiém thu dugc, ho¥c néu db I3p lai dugc kiém tra thi néu két qua cudi cling thu duoc.

13
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Thu muyc lidgu tham khao

[1] TCVN 6400 (ISO 707), Sita va san pham sifa — Huéng din lay mau.

[2] TCVN 6910-1:2001 (ISO 5725-1:1994), D& chinh xac (86 dung va dé chum) clia phu'dng phap do
va két qua do. Phan 1: Nguyén tic va dinh nghia chung.

(3] TCVN 6910-2:2001 (ISO 5725-2:1994), D6 chinh xac (dé ding va dé chum) clia phuong phap do
va két qua do. Phan 2: Phuong phap cd ban xac dinh db 1ap lai va dé tai 1ap clia phuong phap do tiéu

chuan.
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