TIEU CHUAN CHAN NUOI TCVN 5156 - 90

Tiéu chuan viét nam TCVN 5156 - 90

Thit va san pham cua thit
Phuwong phap phat hién va dém so Staphylococcus aureus

Meat and meat products
Detection and enumeration of Staphylococcus aureus

Trén co s6 tiéu chudan TCVN 4830-89 huong d;fm chung vé Staphylococcus aureus. Tiéu chuan
nay quy dinh phuong phap phat hién va dém s6 Staphylococcus aureus trong 1 gam thit va trén
100 cm? thit va cac san phim cua thit ding lam thuc pham cho ngudi va thirc in gia suc.

1. Dac tinh chung

Vi khuan hinh tron, gram duong, kich thudc 0,5 x 1 micré mét, khong c6 giap mo, khong co
nha bao, khong di dong, tu thanh chum nho hoac ghép doi, hop thanh chudi ngan. Sinh trudng
trong moi trudng hiém khi, yem khi ¢6 7,5% muodi; phéan giai duong glucose va mannit, dong
von huyét twong, tan hong cau, sic té mau vang.

2. Nguyén tic

Can ctr vao dac tinh sinh hod dé xac dinh vi khuan. Pha loang mau thir cadc dam do khac nhau,
ria cay trén mai truong chon loc dé dém va tinh s6 vi khuan.

3. LAy miu: Theo TCVN 5153-90.
Thiét bi va dung cu: Theo TCVN 5153-90.
MBoi truomg, huyét twong:

5.1.  Phdi ding cac logi hoad chit tinh khiét phan tich, nén sir dung cac thanh phan co ban hoac da
ché sin; khi dung phai theo chi dan cua noi san xuat. Moi truong phai bao quan ¢ noi t61, nhiét
d6 4°C, khong qué 1 thang. Dinh ky kiém tra lai méi truong bang giéng vi khuén tiéu chuan.

5.2.  Moi trwong, huyét twong (phu luc B)

5.2.1. Moi truong thach telurit - glycin (moi truong thach T.G).
5.2.2. Moi truong nudc thit.

5.2.3. Moi truong nudce thit B.H.I.

5.2.4. Moi truong Chapman.

5.2.5. Dung dich chdng méau déng.

5.2.6. Huyét tuong. Khi ciing huyét twong dong kho phai theo dung chi din ctia noi san xuat. Néu ché
huyét tuong thi 14y mau thé cho vao binh dung sin dung dich chdng dong theo ty 18 9 phan
mau mot phan dung dich ngin mau dong; ly tim 15-20 phut dé hong ciu ling xudng day éng
nghiém, thu khéi nuéc trong mau vang nhat (huyét twong).

Ban hanh theo Quyét dinh s6 736/0P ngay 31 thang 12 nam 1990 ciia UBKH Nha nuée.
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6.1.
6.2.

6.3.

6.3.1.

6.3.2.

6.4.

6.5.

6.5.1.

6.5.2.

6.5.3.

Ciing nhu méi truong, trude khi dung phai kiém tra lai hiéu lyc bang ching Step. aureus tiéu
chuan.

Cach tien hanh
Yéu cau chung: Cac dung cu, moi truong, v.v... va thao tac phai vo khuan.

Chudn bi mdu thir: Thit lanh dong phai giai dong tw nhién ¢ nhiét do trong phong cho dén khi
dat 13 - 15°C, d6 hop phai co rira sach vo ngoai, lau kho, u 37°C tir 5 - 7 ngay.

Ché huyén phit ban dau.

Dem s6 vi khuan trong 1 gam san pham can 100 - 225 gam (khong liy m&, 1dy ca chat long
néu c6) nghién trude trong cdi st, nghlen nhuyen tiép trong may xay thit tir 2 - 3 phat voi tbe
d6 10.000 vong/phut, vira nghién vira b sung dan 9 phan méi trudng nude thit hodc B.H.I (10
h

Pém s vi khuan trén 100 cm” san pham: Dung nhiing miéng glay thim vo khuan co kich
thude 5 x 5 cm da duge 1am udt bang nudc mubi dang truong, rdi dan 1én bé mit san pham o
cac vi tri khac nhau tir 4 - 8 miéng (100 - 200 cm?). Sau 2 phiit chuyén toan bd gidy tham vao
binh da dung san 10 - 20 ml moi truong nude thit hodc nudc thit B.H.I va 10 - 15 vién bi thuy
tinh. Lic cho tan gidy, tuy theo khéi lugng mau thir can sir dung ma pha lodng thanh 1:1 (1ml
tuong duong véi 1 cm?)

Dém sé vi khuén: Tu huy?:n phu ban~d§u 6.3 tiég tuc pha lodng 10 1an (107, 102, 107 ...) (tuy
murc nhiém khuén ma quy€t dinh). Moi ddm d¢ cdy vao 2 dia méi truong thach Telurit - glycin
mot khoi lugng bang nhau trong khoang tir 0,1 - 1 ml (tiy mirc nhiém khuan ma quyét dinh),
dan déu trén mat thach hoéc tron déu trong thach nong 16ng & 45°C, dat Gp dia moi truong, 0 37
°C tir 24 - 48 gio, doc két qua.

Khuan lac Stap. aureus tron, mat nha:lq, vién mép gon, mau den, c6 vong bqo quaqh mau tréng
duc, sau 48 gio chuyén thanh vong trang rdng khoang 3 mm, con céc tu cau khuin khac mau
xam nhat.

Can ctr vao hinh dang va mau sac trén ma dém. Néu nghi ngo thi phan thanh 2 nhom: dién hinh
va khong dién hinh; chon trong moi nhom 5 khuan lac dé gidm dinh phan Gng dong von tuyeét
twong ma xac dinh ty 1€ (theo phu luc B, TCVN 5155-90).

Gidm dinh tinh chit sinh hod:

Trén moi truong Chapman: Cay (6.4) vao 2 dia mdi truong, i 37°C trong 24 gio, doc két qua.
Khuan lac Stap. aureus tron, hoi duc, mat nhin, vién mép gon, mau vang.

Thu phan tmg dong von trén phién kinh: Nho 1 giot nudc mudi Ién phién kinh, ding que ciy
lay vi khuan vira du (6.4) tron thanh huyén dich duc déu, nho tlep 1 giot huyét tuong vao va
thém thi nghiém d6i ching am tinh (1 giot nudce mudi va 1 giot huyét twong). Poc két qua bang
kinh lap hodc kinh hién vi.

Thir phan ing déng von trong dng nghiém: Chi lam khi

6.5.2. am tinh. Cy vi khuan & 6.4. vao méi truong nudc thit B. H.I , i 37°C tir 20 - 24 gio.
Sau chuyén 0,1 ml canh khuan vao ong nghiém c¢& 10 x 75 mm da chtra san 0,3 ml huyét tuong
pha lodng theo ty 1¢ 1 phan huyét twong, 3 phan nudc. Lam thém thi nghiém do6i chimg am tinh
(0,1ml nuéc mudi va 0,3 ml huyét twong pha lodng) tron déu, u 37°C; doc két qua sau 2, 4, 6, 8
va 24 gio.

Chii thich: Néu ding huyét twong déng khé thwong phiam thi theo huwéng dan ciia noi san xudt

Tinh toan két qua
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7.1.
7.2.

Ciin cir vao két qua giam dinh tinh chit sinh hod

Can cir vao cong thirc dwdi ddy dé tinh so Staphylococcus aureus trong 1 gam hodc trén 100
cm’ sin phim (theo phu luc B, TCVN 5155-90)

1 1
X
khoi lugng nuodi cdly  boi s6 pha loang

X gam = S6 khudn lac d ém duoc x

1 1
X
khoi lugng nuoi cdy  boi so pha loang

X 100 cm2 =100 x S6 khuén lac d ém dugc x
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Phu luc A
Phac do kiem nghiém
Mau tht
i (6.3.) i
Moi truong Chapman. Pha loang Eié'p mau thir, cdy trén moi truong chon
(6.5.1) loc. Lay moi nhom 5 khuan lac dé gidm dinh.(6.4.)

Phan tmg dong von huyét twong
(6.5.2)-(6.5.3)
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Phu luc B
Pha che méi trwéong

B1.  Maoi trwong thach Telurit - glycin ( thach T.G.).
Bl.1. Moi trwong co bdn:

- Trypton 10g
- B6t cao thit S5¢g
- Chét triét men (yeast extract) 5g
- Glycin 12g
- Lithium clorua S5g
- Mannit 20g
- Thach 18 - 20g
- Nuéc cat 1.000ml
- Néu can thi cho thém dung dich sulfamezatin 27,5ml

Hoa tan cac thanh phan trén trong nudc sbi. Chinh pH 7.4 - 7,6. Hap 115°C trong 15 phut.
Chu thich

1/ C6 thé thay 1000 ml nwée cdt va 5g bét cao thit bang 1000 ml nuée thit.

2/ Dung dich Sulfamezatin (diing khi mdu thir nghi c6 vi khudn Proteus):

- Sulfamezatin 0,2¢g
- Natrihydroxyt, dung dich 0,IN 10 ml
- Nude cdt vira dii 100 ml

Hoa tan Sulfamezatin trong dung dich Natrihydroxyt. Cho thém nuéc cat vira di 100 m.
B1.2. Dung dich Telurit:

- Kali telurit lg

- Nude cét 100ml

Hoa tan trong nudc dun néng. Loc v6 khuan. Bao quan 0 - 4°C.
B1.3. Dung dich Natri pyruvat:

- Natri pyruvat 20g

- Nude cét 100 ml

Hoa tan trong nudc dun néng. Loc v6 khuan. Bao quan 0 - 4°C.
Bl.4. Moi trwong hoan chinh:

- Moi truong co ban (B1.1) 94 ml
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B2.

B3.

B4.

BS.

- Dung dich Telurit (B1.2) 1 ml
- Dung dich pyruvat (B1.3) 5ml
Bing thao tac vo khuén, chia ra cac dia petri, mdi dia 15 - 20 ml.

Moi truong nudce thit B.H.I.

- Pepton 10g
- Bot 6¢c bé 12,5¢
- Bot tim bé 5¢g
- Glucos 2g
- Natri clorua Sg
- Natrihydro photphat ( Na,HPOy,) 2,5¢
- Nude cét 1000 ml

Hoa tan céac thanh p}lﬁn trén trong nude so6i. Chinh pH 7,6. Chia vao cic binh thuy tinh mdi
binh tir 10 - 20 m. Hap 121°C trong 20 phut.

MGoi truwdng nwére thit:

- Nudec thit bo 1000 ml
- Pepton 10g
- Natri clorua S5g

Hoa tan pepton va Natri clorua trong nudc thit, dun soi. Dé ngudi, chinh pH 7,4 - 7,6. Chia vao
cac binh thuy tinh, mdi binh tir 10 - 20 ml. Hap 121°C trong 20 pht.

Moi truong Chapman:

- Mannit 10g
- Bot cao thit lg
- Pepton 10g
- Natri clorua 75¢g
- Thach 18-20¢g
- B4 trung tinh 0,025 g
- Nude cét 1000 ml

Hoa tan cac thanh Ehﬁn trén trong nudc dun soi. Chinh pH 7,6. Hap 121°C trong 15 phut. Chia
vao cac dia petri moi dia 15 - 20 ml.

Dung dich ngam mau dong:

- Natri xitrat 7,8g

- Nuéc cat 100 ml

Hoa tan trong nudc. Chia vao cac lo nho tir 3 - 5 ml. Hap 121°C trong 15 phiit.
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