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San pham thuc pham -

Phuong phap dém sé vi khuan gay nhiy chiing Leuconostoc

Food products — Method for enumeration of Leuconostoc slime-forming bacteria

1 Ban chat phuong phap

Phuong phap dua trén co sd cdy mot luong san phdm xac dinh (hodc mau da pha lodng) trén bé mat
moi trudng thach chon loc hodc nuédi cdy mang loc (sau khi loc mét thé tich xac dinh mau san phdm
ho&c mau da pha lodng) trén méi trudng thach chon loc & nhiét d6 22 °C + 1 °C trong thdi gian 5 ngay,
dém nhiing khuan lac dién hinh gay nhay chlng Leuconostoc va dém sé lugng ctia ching trong 1,0 g

(1 cm®) san pham (hoc trong mét thé tich xac dinh s&n phdm da chon loc).
2 MAu thir

2.1 L&y mau va chuan bi mau phan tich theo TCVN 4886:1989 (ST SEV 3013-81) va TCVN 4887:1989
(ST SEV 3014-81).

2.2 Phu thudc vao dac thu clia mau thir va sé vi khudn gay nhay chlng Leuconostoc cho phép ma st

dung phuong phap cdy trén bé mat méi trudng hay phuong phap mang loc.

2.3 Khai lugng (thé tich) mau can dung dé chuan bi dung dich géc va dé loc qua mang loc khéng nhd
hon 10,0 g (ml) £ 0,1 g (ml).

2.4 Thé tich mau dung dé cay truc tiép trén bé méat clia méi trudng nudi dudng 1a 0,1 ml hoéc 0,2 ml
mau hodc mau pha loéng tuong Ung.
3 Thiét bj

P& tién hanh thi nghiém st dung thiét bj theo TCVN 4887:1989 (ST SEV 3014-84) véi nhiting b sung

sau day:

— HOp petri c6 dudng kinh trong 90 mm + 2 mm hoac 100 mm + 2 mm;
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Kinh hién vi;

— Phién kinh;

- Que cay vi khuan;

— T0 &m dam bao gilr dugc nhiét do 22 °C +1 °C;
— Binh nén;

— pH-mét.
4 Thudc thir, dung dich va méi trudng dinh dudng

D& tién hanh phan tich st dung:

— Dung dich va thuéc thir d& nhudém Gram theo TCVN 5449:1991 (ST SEV 3833-82);
— Nudc chiét thit;

— Pepton vi sinh;

— Sacaroza;

— Natri clorua (NaCl);

— Thach;

— Nigrozin, dich huyén pht 10 %, chuén bi nhu sau: can 10 g nigrozin, tao huyén dich bang 100 ml

nuGc cat, dun ndng dén 45 °C d@én 50 °C trén bép cach thaly, sau do loc;

— M@i trudng thach nuéi dudng c6 sacaroza, chuan bi nhu sau: 3,0 g nuéc chiét thit, 10,0 g pepton,
5,0 g natri clorua, 100,0 g sacaroza, 15,0 g thach, chuyén tat ca vao 1000 ml nuéc cat, lac déu theo
chu ki, dun hén hop dén séi va tan hoan toan cac thanh phan. Lam nguéi dung dich dén 45 °C dén 50 °C

va diéu chinh dé pH sao cho sau khi khir triing dat gia tri 7,1 + 0,1 § 25 °C .

R6t vao cac binh méi binh 100 ml ho&c vao cac binh khac ¢6 dung tich tuong (ing va khir trung trong
thai gian 15 min & nhiét d6 121 °C + 1 °C. L3c tron déu méi trudng va rét vao cac hdp petri, bao quan

3 nhiét d6 4 °C + 1 °C khéng qua 14 ngay;
— Dung dich fucsin bazd, chuan bi nhu sau:

a) Dé& chuin bi dung dich dac, can 1 g fucsin bazo hoa tan véi 10 ml cén etylic va 100,0 ml dung dich

phenol 5 %;

b) D& chuan bi dung dich fucsin bazd pha lodng: Lay 10 ml dung dich fucsin bazo d&c va thém vao dé
90,0 ml nudc cat;

— Tim tinh thé, dung dich 1 %;

— Hydro peroxit, dung dich 3 %.
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5 Tién hanh thir nghiém

5.1 Trinh tu cdy mau Ién trén bé mat moéi trudng dinh dudng dudc thuc hién nhu sau: rét méi trudng
vao cac hop petri, sa bd lam khd & 50 °C trong thai gian 30 min hoac & nhiing diéu kién khac phlu hop
vGi TCVN 5521:1991 (ST SEV 3015 -81).

R6t méi trudng nudi dudng vao 2 hop petri, 1am khd va c8y song song lén trén tiing bé mat moi

truong 0,1 ml hodc 0,2 ml s&n phdm ho#c san phdm da pha lodng.

Sau khi cay truyén Ién méi trudng, ding que cay thay tinh vé tring dan déu mau trén bé mit mai trudng
trong hop petri, xem TCVN 5521:1991 (ST SEV 3015-81). Dat mau da cay, day & phia dudi vao ti &m
va nudi dudng & nhiét d6 22 °C + 1 °C trong thdi gian 5 ngay. Dém so bd cac khuin lac dién hinh &
ngay th 3 sau khi U.

5.2 Loc mang dudc tién hanh theo TCVN 5521:1991 (ST SEV 3051-81) s dung mang loc c6 dudng
kinh 16 0,3 um. Sau khi loc chuyén phan loc Ién méi trudng nudi dudng day tir 4 mm dén 5 mm trong hop
petri. U mAu da cdy, day & dudi vao ti 8m va nudi dudng & nhiét do 22 °C + 1 °C trong thdi gian 5 ngay.

DPém so bd cac khuan lac dién hinh 6 ngay thr 3 sau khi 0.

5.3 Vi khudn gay nhay chling Leuconostoc trén bé mit clia méi trudng tao nén nhiing khuan lac hoi
phdng, tron, nhay, sau khi trich biét bang kim ho#c que cay vi khuan tao thanh nhiing khuan lac cé hinh

sdi nhay, déi khi dai vai xentimet.

5.4 Mubn kiém tra cac khudn lac da phat trién thudc vi khuan gay nhay chiing Leuconostoc phai phan
lap khéng it hon 5 khuén lac d&c trung. Chuén bi hda chét, thudc thlr va nhuém ching theo Gram, theo

quy dinh hién hanh.

Vi khuédn gay nhdy chling Leuconostoc la nhiing khuan cdu Gram duong khong tao thanh nha bao, c6 dang

hinh cau ho#c évan, phan bé theo tiing c&p ho#c tiing chubi, bao quanh béng vé khéng bat mau Gram.

5.5 T nhimng khudn lac da xac dinh theo 5.4, muén phat hién vé vi khuan, chuén bi héa chét, thuéc
thtr va nhudm ching theo Bury. Mudn vay trén mot phién kinh da lam sach m& va ho néng cho kho,
tron déu mot giot mau vi khudn véi muc den ho#c dung dich nigrozin. Dung phién kinh khac c6 mai
canh nhanh chéng chuan bi phién méng dudc danh d&u va ho néng vai lan trén ngon Ia. Phién kinh
dudc nhuém mau bang tim tinh thé hodc dung dich fucsin bazo pha lodng. Rlra can than trong phép
lam kho tAm kinh gilta cac 16p gidy loc. Nén thudc thi nhuém mau bang dung dich muc den lodng hoac

dung dich nigrozin. Vi khu&n nhuém mau don sac con vi vi khuan khong bat mau.

5.6 DG6i véi nhilng mau cdy da dudc kiém tra vé mat hinh thai thi nghién clu su tao thanh men

catalaza theo quy dinh hién hanh.

Cac vi khuén gay nhay chling Leuconostoc khéng tao thanh men catalaza.
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6 Danh gia két qua thi nghiém
6.1 K&t qua dudc danh gia theo tiing mau thif riéng biét.

6.2 Dé& dém s6 vi khuan gay nhay chiing Leuconostoc theo 5.1, chon hdp nao trong d6 c6 15 khuén

lac d&n 150 khuan lac dién hinh da phat trién.

6.3 Né&u trong 80 % truding hop, nghia la khoéng it hon 4 khuan lac trén 5 khuan lac da dudc kiém tra |a vi
khudn gay nhay chiing Leuconostoc thi két luan 13 tat ca cac khuan lac dién hinh da phat trién trong hop
petri [a thudc giéng nay. Trong cac trudng hop con lai cac vi khuan chlng Leuconostoc dudc xac dinh tu i

& phan tram ciia khudn lac da dugc khang dinh trén t8ng s6 khudn lac dac trung 1y dé kiém tra.

6.4 Dé xac dinh gay nhdy chling Leuconostoc theo 5.2 c6 thé chon cac hdp 16ng petri trong d6 trén

mang loc phat trién khéng quéa 15 khuén lac dién hinh.

6.5 K&t qua dudc x{ Iy va tinh cho 1 g (1 cm®) san pham ho#c thé tich sdn pham da loc dugc chi dan
trong TCVN 5521:1991 (ST SEV 3015-81).
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Phu luc tham khao

ST SEV 3013-81. Cac san phdm thuc pham va gia vi. Thi tuc Idy mau dé phan tich vi sinh.
ST SEV 3014-81. Cac san pham thuc phdm va gia vi. Chudn bi mau cho phan tich vi sinh.

ST SEV 381581. Cac san pham thuc pham. Nguyén tic nudi cay vi sinh vat va phuong phap x{ ly

cac két qua th(r nghiém vi vi sinh.

ST SEV 3833-82. D6 hop. Chuén bi dung dich thudc thdr, phdm mau, chat chi thi va méi trudng dinh
dudng st dung trong phan tich vi sinh.

ST SEV 3834-82. D6 hop. Phuong phap xac dinh vi sinh vat kiéu khi trung nhiét va ki khi khdng bat

bubc.






