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L&i néi dau
TCVN 79062008 hoan toan tudng duong vdi 1ISO 15214:1998;

TCVN 7906:2008 do Ban ky thuat tiéu chudn quéc gia TCVN/TC/F13
Phuong phap phén tich va I8y mau bién soan, T8ng cuc Tidu chuin
Do luding Chat luong dé nghi, Bd Khoa hoc va Céng nghé cong bd.
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Lai giéi thidu

Do tinh da dang ctia thuc phém va thifc an chan nudi nén phuong phap nay cd thé khéng thich hop dén
timg chi tiét cho tung san phdm cu thé. Trong trudng hop nay, c6 thé str dung cac phuong phap khac
dac trung cho timg san phdm, néu hoan toan chi vi ly do ky thuat. Tuy nhién, can cé gang ap dung

phucng phap nay khi cé thé.

Khi tiéu chudn nay dugc soat xét thi can phai tinh dén moi thong tin lién quan dén pham vi ma phuong
phap dém dia nay phai tuan theo va cac nguyén nhan gay sai léch so véi phuong phép trong trudng

hop cac san phim cu thé.

Viéc hai hoa cac phudng phap thif c6 thé khéng thuc hién dudc ngay va déi véi mét vai nhom san
phdm cu thé co thé ton tai cac tiéu chudn quéc té va/hoic tiéu chudn quéc gia ma khong phi hop véi
tieu chudn nay. Trong truong hop coé s8n tiéu chudn quéc t& cho san phdm can thlr nghiém thi phai
tuan theo tiéu chudn do. Théng thudng khi cac tiéu chudn nhu thé dugc soat xét, thi ching phai dugc
stta d8i d& phu hop véi tiéu chudn nay, sao cho cudi cling chi con cac sai léch vdi phuong phap dém

dia nay la vi cac ly do k¥ thuét dugc thifa nhan.
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Xuat ban 14n 1

Vi sinh vat trong thuc pham va thirc &n chan nudi
Phuong phap dinh lugng vi khuan axit lactic wa nhiét
trung binh — Ky thuat dém khuan lac 4 30 °c

Microbiology of food and animal feeding stuffs —

Horizontal method for the enumeration of mesophilic lactic acid bacteria —

Colony-count technique at 30 °C

1 Pham vi ap dung

Tiéu chuan nay qui dinh phuong phap dinh lugng vi khudn axit lactic ua nhiét trung binh bang cach dém
cac khudn lac phat trién trong méi trudng dac sau khi U 3 ngay & 30 °C.

CHU THICH Déi véi mot sé loai thuc phdm, c6 mdt s& vi khudn axit lactic va nhiét hoac ua lanh thi nhiét do nudi
cdy phai khac véi 30 °C. Tuy nhién, khang phai tat ca cac vi khudn axit lactic déu moc trén thach MRS & pH 5,7 va

mét sé moc rat yéu.

Cac han ché ciia phuong phap dudc néu trong I6i gidi thiéu va trong chu thich & trén, tiéu chudn nay cd

thé ap dung cho cac san phdm thuc phdm hoac thitc &n chan nuoi.
2 Tailiéu vién dan

Cac tai liéu vién dan sau la rat cin thiét cho viéc ap dung tiéu chudn nay. D3i vai céc tai ligu vién dan
ghi nam cdng bé thi ap dung phién ban dugc néu. D&i vai cac tai ligu vién dan khong ghi nam céng bd

thi ap dung phién ban mdi nhat, bao gém ca cac sifa ddi.

TCVN 6404 (1SO 7218), Vi sinh vat trong thuc pham va thic &n chan nuéi — Yéu cau chung va huéng

dan kiém tra vi sinh vat.

TCVN 6507-1 (I1SO 6887-1), Vi sinh vat trong thuc phdm va thifc &n chan nudi - Chudn bi mau tht,
dung dich huyén phi ban dau va cac dung dich pha loang thap phan dé kiém tra vi sinh vat - Phan 1:

Céac nguyén tic chung dé chun bi huyén phl ban dau va cac dung dich pha loang thap phan.
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3 Thuat ngir va dinh nghia
Trong tiéu chudn nay st dung cac thuat ngi va dinh nghia sau day:

31

Vi khudn axit lactic 1a nhiét trung binh (mesophilic lactic acid bacteria)

Vi sinh vét tao thanh cac khudn.lac trong méi trudng chon loc dac d 30 °C (MRS d pH 5,7), dudi cac
diéu kién thir nghiém qui dinh trong tiéu chudn nay.

4 Nguyén tic

4.1 Chuin bj hai dia Petri chifa thach MRS d pH 5,7. Cay 1&én bé mat? hoac d3 dia mét ludng xac dinh
mau thif néu san pham ban dau d dang 16ng hodc mét lugng xac dinh cla huyén phd ban ddu néu san

pham & dang khac.

4.2 Cay cac cip dia khac, sl dung cac dung dich pha lodng thap phan tiép theo clia mau thlr hoic

clia huyén phl ban dau, dudi cing mét diéu kién.

U cac dia nay d 30 °C trong 72 h.

4.3 Tinh s& vi khudn axit lactic ua nhiét trung binh (3.1) trén mét gam hodc mét mililit mau thir tir s&
khuan lac thu dugc trong 4.2 trong cac dia da chon va da dugc kh%ng dinh.®

5 Dich pha loang va mai truéng cay

5.1 Yéu cdu chung

Vé thuc hanh phong thir nghiém, xem TCVN 6404 (ISO 7218).

5.2 Dich phaloang

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

CHU THICH Khéng phai lac ndo nudc dém pepton cling cho phép phuc héi duge hét vi khudn axit lactic (xem Phy
luc A, {11 (2], [3]).

5.3 Mai trudng nudi cay: mdi trudng MRS (de Man, Rogosa va Sharpe) @ pH 5,7 (xem {4])

CHU THICH Cé thé st dung cac méi trudng co ban san. Tuy nhién, cha y rdng nhimg dao déng vé thanh phan
va pH c6 thé xuét hién gita cac san pham clia cac nha san xuat khac nhau, do d6 cé thé cho cac két qua khac vai

cac k&t qua thu dugc khi sif dung méi truang qui dinh trong tiéu chudn nay.

4 Xern cha thich 1 trong 9 2
3 Xem chi thich 2 trong 9 3

6



5.3.1

Thanh phin

TCVN 7906:2008

San phdm thily phan casein bang enzym

Dich chiét thit

Dich chiét nAm men

Triamoni xitrat [(NH,),CsHsO;]

Natri axetat (CH,COONa)

Magie sulfat ngam bay phan t{f nuéc (MgSO,.7H,0)
Mangan sulfat ngdm " %n phan tif nuéc (MnS0,.4H,0)
Dikali hydro phosphat (h,. ~ "'

Glucoza (C¢H,,0,)

Polyoxyetylensorbitan monooleat (Tween 80)
Thach

Nuéc

" Tuy thudc vao sifc dong clia thach.,

100g
100g
40g
20g
50¢g
0,2g
005g
20g
200¢
1,08g
12gdén18g"

1 000 ml

5.3.2 Chuan bj

5.3.2.1 Hoa tan cac thanh phan ho&c mai trudng hoan chinh khé trong nudc bing cach dun soi.

S{r dung may do pH (6.7) dé do, chinh pH sao cho sau khi khif triing, pH 1a 5,7 + 0,19 & 25 °C.

Chuy&n méi trudng vao cac chai c6 dung tich thich hop.

Kh tring 15 min bang ndi hdp ap luc (6.1) & 121 °C.

Néu mdi trusng nay dugc sit dung ngay thi lam ngudi trén ndi cach thdy (6.5) dén nhiét dé khodng
47 °C hodc bang ky thuat khac ma ciing cho két qua tuong tuy, xem TCVN 6404 (ISO 7218).

Néu khong st dung ngay, dé tranh cham tré khi rot moi trudng trudc khi kiém tra vi sinh, thi lam tan

chay hoan toan méi trudng trén ndi cach thuy dun soi (6.6), rdi lam ngudi trén ndi cach thiy (6.5) dén
nhiét dé khoang 47 °C.

5.3.2.2 Né&u c6 nguy ca nhiém ndm men (vi du nhu xtc xich khd), thi b8 sung axit sorbic vao méi

trudng thach MRS nhu sau:

Y D& gia tri pH thap dudi 5,6 thi dung sai la + 0,1 thay vi + 0,2 nhut théng thudnag.
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Hoa tan 1,4 g axit sorbic trong khoang 10 ml dung dich natri hydroxit 1 mol/l. Loc dé khtr tring. Cho
dung dich nay vac 1000 ml thach MRS da kh(r triing da duoc lam ngudi dén 47 °C. Bé pH cubi cing
clia méi trudng nay phai bang 5,7 + 0,1 d 25 °C.

6 Thiét bi, dung cu thuy tinh

S dung cac thiét bi thong thudng clia phong thir nghiém vi sinh [xem TCVN 6404 (ISO 7218)] va cu
thé nhu sau:

6.1 Thiét bi khir trung khé (td say) hoac thiét bj khir triing uét (ndi hap ap iuc)

Xem TCVN 6404 (1SO 7218).

6.2 T am, co kha nang duy i @ nhidr 72 LU“C +1°C. ¢

6.3 Dra Petri, bing chat déo hoAc thay tinh, dudng kinh tir 90 mm dén 100 mm.

6.4 Pipet chia dd xa hét, dung tich danh dinh 10 ml va 1 ml, dugc chia vach tuong (ing 0,5 ml va 0,1 ml.
6.5 Noi cach thuy, hoac thiét bi tuong tu, ¢ kha nang duy tri nhiét d6 & 47 °C + 2 °C,

6.6 Noi cach thuy dun soi.

6.7 May do pH, co thé doc chinh xac dén 0,01 don vi pH & 25 °C, cé thé do chinh xac dén + 0,1 don
vi pH.

7 Lay mau

Viéc 1dy mau khong qui dinh trong tiéu chudn nay. Nén Idy mau theo tiéu chudn cu thé fién quan dén
san phdm. Néu khong cé tiéu chudn riéng vé 18y mau san pham cd lién quan thi cac bén tu thoa thuan

vé van dé nay.

Piéu quan trong la mau gii dén phong thlf nghiém phai dung la mau dai dién va khéng bi hu héng hodc
bi bién ddi trong sudt qua trinh van chuyén hoic bao quan [xem TCVN 6404 (ISO 7218)].

8 Chuan bj miu thir

Chuan bi mau thir theo cac tiéu chudn cu thé thich hdp vdi san pham cé lién quan. Néu khong cb cac

tiéu chudn cu thé thi cac bén cé lién quan nén thoa thuan véi nhau vé van dé nay.
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9 Cach tién hanh
9.1 Phin mau thi, huyén phu ban ddu va cac dung dich pha lodng
Chuan bi huyén phi ban dau va cac dung dich pha loang, theo TCVN 6507-1 (ISO 6887-1).

9.2 Cayvau

CHU THICH 1 C4y lén bé mat két hgp vdi viéc U trong cac diéu kién ky khi hosc vi hiéu khi c6 thé duoc sif dung
thay cho qui trinh d8 dia dudc mé tA. C6 thé sir dung binh nén dé co dugc cac didu kian thich hop.

CHU THICH 2 Ciing ¢6 thé st dung méi truding MRS hai 16p.

9.2.1 L4y hai dia Petri v trung (6.3). Dung pipet vé tring (6.4) chuyén sang mdi dia 1 ml mau th{r néu

san pham & dang Idng hodc 1 ml huyén phi ban dau néu san pham & dang khac.

L4y tiép hai dia Petri vo triing khac. Dung pipet vé tring mdi chuyén sang méi dia 1 ml dung dich pha
lodng thap phan thir nhat clia mau thit néu san phdm & dang I6ng hoac 1 ml dung dich pha lodng thap

phan thif nhat clia huyén pht ban dau néu san phdm & dang khac.

Lap lai qui trinh nay vdi cac dung dich pha loang tiép theo, s dung pipet vé tring mdi cho méi dung
dich pha lodng thap phan.

CHU THICH Néu du doan cd s6 lugng vi khuén axit lactic cao thi cé thé chi cdy cac dung dich pha lodng can thiét
dé cé thé dinh lugng theo truang hop chung (xem 10.1).

9.2.2 ROt vao méi dia Petri khodng 15 ml méi trudng MRS (5.3) da dudc chudn bi va dugc 1am ngudi
dén 47 °C trén ndi cach thuy (6.5).

Tron ky dich cdy véi méi trudng va dé yén cho hén hop dong dac.

9.2.3 LAt Up cac dia thach da chuan bj xong va 0 trong td am (6.2) dé & 30 °C trong 72 h + 3 h.
Tranh lam kho thach trong qua trinh ( sao cho méi truong khéng trd nén qué bi (e ché.

9.3 Dé&m khuan lac

Sau thdi gian 0 qui dinh (xem 9.2.3), d&m cac khudn lac trén mai dia (xem cac chu thich 1 va cha thich 2).

Gilr lai cac dia it han 300 khudn lac va it nhat mét dia chira nhidu hon 15 khudn lac & hai dd pha loang

lién tiép.

CHU THICH 1 M@t s6 Leuconostoc spp. sinh Iugng Idn cac khudn lac 16n ma co thé can trd viéc phét trién cac

khudn lac khac lam cho dinh lugng khong chinh xac s lugng vi khudn axit lactic.
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CHU THICH 2 Do kha ning phat trién cac vi sinh vat khac khac vdi vi khudn axit lactic trén mai trudng MRS nhur
mo ta trong 9.2, ma trong Mt s8 trudng hop c6 thé can phai khing dinh cac khudn lac thu dugc trong 9.2 bang
cac ky thuat don gian (nhu nhudm Gram hoac bing phép thir catalaza). Néu sif dung qui trinh nhu vay thi can phai
néu trong bao cao thir nghiém.

10 Tinh toan va biéu thj két qua
10.1 Trudng hgp chung

Tinh s lugng vi khudn axit lactic chiu nhiét trung binh, N, ¢ trong mau thif 1a trung binh clia hai dé pha

loang lién tiép, theo cong thirc sau day:

>cC
V(n, +0,1n, ) d

trong do

Z(.‘ 2 t8ng s6 khudn lac dém dudc trén tat cd cac dia & hai dd pha lodng lién tiép, it nhat mot

dia chifa it nhat 15 khuan lac;

V' la thé tich dich cdy trén mdi dia, tinh bang mililit;

ns la sé dia dugc gilt lai & d6 pha lodng thif nhat;

n, la sé dia dugc gilt lai & dd pha loang thf hai:

d la hé sé pha lodng tuong (g vai d6 pha loang thif nhat dude gitt lai.
Lam trén két qua dén hai chif s6 ¢ nghia [xem TCVN 6404 (180 7218)].

Léy két qua la s lugng vi khudn axit lactic Ua nhiét trung binh trong mét mililit (d6i vési san phdm dang
Iong) hoc trong mot gam (san phdm dang khac), dugc biéu thi theo s tir 1,0 dén 9,9 nhan vdi luy thira

cda 10.
Vi DU

S‘- <
>C _168+215+14 25:-422~:19182

N:———-—- _ = L
V(n;+0.10,)d 424014251072 0022

Lam tron két qua dén hai chir s6 cé nghia ta ¢6 19000 hoac 1,9 x 10 vi khudn axit lactic va nhiét trung

binh trong mét gam san pham.

10
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10.2 Uéc tinh s& lugng thap

10.24 N&u cb hai dia ctia mAu thlf (sén phdm & dang long) hosc clia mic pha loéng ciia huyén phi
ban dau (san phdm & dang khac) chifa it hon 15 khudn lac, thi tinh gia tri trung binh, y, clia cac khudn

lac dm dudc trén hai dia.
Biéu thi cac két qua nhu sau:

_ d6i vdi cac san phdm dang 1dng: s6 udc tinh cla vi khudn axit lactic ua nhiét trung binh trong mét

mililit Ne = y,

— d6i v&i cac san phdm dang khac: s udc tinh ca vi khudn axit lactic ua nhiét trung binh trong mét

gam N: = y/d.

trong d6 d |4 hé sé pha lodng clia huy&n pha ban dau.

10.2.2 N&u cé hai dia clia mau thir (san phdm & dang 18ng) hodc clia mic pha loang clia huyén pha

ban dau (san phdm & dang khac) khang chifa khudn lac nao thi biéu thi cac két qua nhu sau:
_ it hon 1 vi khudn axit lactic ua nhiét trung binh trong mét mililit (sén phdm dang 1ng);
_ it hon 1/d vi khudn axit lactic ua nhiét trung binh trong mét gam (s&n pham dang khac).

trong d6 d 1a hé s& pha loang ctia huyén phl ban dau.

11 Gidi han tin cay

Dé tinh cac khoang tin cay, xem TCVN 6404 (1SO 7218).

12 Bao cao thir nghiém

Bao cao thit nghiém phai ghi r5:

— moi théng tin cdn thiét d& nhan biét day da vé mau thi;
~ phuong phap 18y mau da s dung, néu biét;

— phuong phap thtr da sif dung va vién dén tiéu chudn nay;

~ tat ca cac chi tiét thao tac khong qui dinh trong tiéu chudn nay, cling vdi cac chi tiét bat thudng khac

cé thé &nh hudng tdi két qua;
~ k&t qua thf nghiém thu dugc;

~ hoac néu dé lap lai dudc kiém tra thi néu két qua cudi cung thu dugc.
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