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SBU CHUAN YIET NAM o Nhém P
TOM VA MUC BONG LANH TCYN
Chi tiéu vi sinh vat 418686
XonoAunbHu# pak H Frozen shrimp and
xoaokmavaas kapakarana  cuttle fish (or squid).
muxporuonornyeckre ~ Microbiological speci Cé6 higu luc
foxasaTe. fications 1ir 1-1-1987

1. cui TIEU V1 SINH VAT

1.1. V& céc chi tiéu vi sinh vat, tom va muc dong lanh phdi
theo ding cac quy dinh trong bing dudi dudi day :

Mtre trong

- Tén chi tie
o eht uEd 1g sin phim

1. Tdng s vi sinh vat hi€u khi khong 16n hon 50 000
- 2. Escherichia coili : khong cho phép
3. Staphilococcus aureus . khéng cho phép
4. Salmonella, Shigela o khéng cho phép
5. 8& triye khudn Coli (coliform) khdng 1én hon 200

9. PHUPONG PHAP THU

2.1. Dung cu, héa chit vA moéi truong kidm nghiém
May nghién hodic ¢di nghién c¢6 bi thiy tinh;

bén con hodc dén khi (gaz);

Que cdy cac loai;

Dao, kéo, panh, thia nhom to, nhé,

Khay men hogc thép khong ri 350 X 250 mm ;-

éng nghiém cac loai 12; 16 va 18 mm ;

- Dia petri: ’
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Pipel cac loai 1;2; 5 va 10ml;
Pipet patto;
Bong thdm nubc;
Con etylic 70 va 900
Méi truong cdc loai ding kiém tra vi sinh vat;
Céc hoa chdt di quy dinh trong kiém tra vi sinh VAt hai sin;
LQ; dung dung dich sat tring sunfocromic, natrihydroxyl d"e
bd cac pipet da ding; : '
Céac loai th &m c6 nhiét 46 37 va 44 £0,50C;
Kinh hidn vi va cac dung cu dé nhudm, soi titu bin;
Can k¥ thuai;
T siy;
Ta hip v trung (autoclave). .
Cha thich: Toan b dung cy kidm nghi¢m phai bdo dam vd tring
2.2, Ldy mAu: theo TCVN 2068 - 77.
2.3. Chulin bi mau
2.3.1. Xtr 1y mAu kidm tra
MAu thity sin’ dua vé phong thi nghiém duge md ra cho vao
cac khay vo ir ung, dwa vao budng vo irang dé pha mau ryve Liép
va tién hanh kiém nghiti

2.3.2. Chon va pha loéng méau d& nudi edy vi sinh vat.
Dang dung cu vo tring cdt chon mAua hai san (irén mo6i miu

cit tir 4 hofte 5 diém khac nhan. Luong mfiu ban dAu 14y khodng
50 -dén 100 g cho vao ¢disk vO trang nghién nat.

Can 10 g mAudA nghién nat cho vao binh tam gide (erlenmeyer)
¢6 90 ml duno dich nude mudi sinh 1y (I\a(l 8,5 9%) c6 bi thiy
tinh, lic déu, d& ling cin. Dung dich mau nay dvoc coi la c6
dam do6 pha lofing 10~

Tuy theo mite dd nghi vin hii sdn nhiém bén & cie co s&
sdn xudt khac nhau (kinh nzhiém) ciin pha loing thém cac dam do
10-2, 10-3, 10—4, 10-5 ...

Mue dlch pha leang nham fam thé nio dé Kh] nuoi cdy & moi
dia petri chi moc khoang 30—300 khudn lac.
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Léc déu cac méu pha lodang d8 chufin bi nudi cdy visinh vit.
2.4. Kidm tra tong s0 vi sinh val hi€u khi.

2.4.1. Dang thach thudng dun néng chay, dd vao cac dia
petri, d& ngudi dén 45°C, cdy sdn pham va lic nhe d& tron déu.
M&i 1an kidm tra phai nuéi cily 3 dam dé pha loing miu, miu
dam 4o cdy 1ml dung dich vio 15—20ml thach thuong dé& trong
td 4m & nhiét do 370C, doc két qui sau 24 gio.

2.4.2. Nuodi cdy vi sinh vat;

Tét nhit nén dang mdi pipet chio mot ddm do pha lodng, néu
it pipet ¢6 th® dang mot pipet hat sdn phitin nuo6i edy nhung phai
ton trong nguyén tic ey ta dam d¢ lodng dén dam do dic. Dung
dich nudi cdy phii dwge nho vao trung tam dia petri. Tw lde
nhé dung dich nudi ey dén khi d6 thach, khong d@ lau qua
15 phit. Thach dwge dun néng chay va dé ngudi dén 45C.

Sau khi @6 thach lic nhe dia petri cho dung dich nudi cdy
va thach (rén déu sau do ldc vong vdn theo chidu kim dong ho
3 V(mg va ldc nguoc lai 5 vong (trén mit ban nudi cily). D& thach
ngudi cho vao ta &m 37°C trong thoi gian 24 gio.

2.4 3. Doc két qua.

Ding mit thueong hode kinh 1ap ¢6 do phong dai 2~3 lin d@
dém khuin lac moc trén cac dia petri. Chi d€m s§ khuln lac trén
cac dia cé tie 30—300 khun lac. :

Nhan s6 khahn lac dém duge voi hé s8 phd loding trong &ng
Trung binb cong clia s§ vi sinh vat tir cic nong do nudi cdy la
két qui tdng s6 vi sinh vat hi€u khi co trong I gr sin pham
dong lanh. .

2.5. Kieém tra truwc khuin coli (coliform)

2.5.1. Dung thach Tudo, Istrati, V.B.L.R, Desoxyclolate, lactose.

Phuong phap phat hién giéng nhw muc 2.4,-

2.5.2. Nubi cdy vi sinh vat

Tiy mitc dd nhidm bin clia miu d& quyét dinh st dung cac
dam do6 pha loing khac nhau. Nhét thict khong ding 1! dam ds
pha lodng d& nudi ciy.
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Dung pipet hat 1 ml dung dinh pha loing dwoc chon, dd ra
dia petri, d0 15—-20ml thach di dun va 4% ngudi & 45°C, lic
déu. D@ cac dia petri vao ti &m & 37°C trong thoi gian 24—48 gio.

2.5.3. Poc két qua . . '

Cac khudn lac vi sinh vaAt moc & dia Endo c¢6é mau d4, c¢6
hodc khong c6 anh kim, hofc cac khuin lac moc trén dia Istrati
c6 mau vang d¥u duwge coi la trgc khuin coli. v
. Dém s6 khulin lac coliform : Nhan s6 khuin lac coliform dém

dugc trén moi dia thach véi ndng do pha loding twong trng rdi
liy trung binh cdng ctia cac néng do khac nhau d@ tinh tdng s6
coliform trong 1 g mAu. Nhuom gram 1 s6 khulin lac ¢6 mau trong
cic dia thach d& xac dinh nhirng vi sinh vat gram 4m va k&t luan.

2.6. Kiém tra E.coli

2.6.1. Phuong phap dinh tinh:

2.6.1.1 Dang: Canh thang mit bo luc sang lactose 2 % ;

Nudc pepton;; *

Thach Endo, Istrati, V.B.I..R, Desoxycholate lactosec;

Thach Simmeoens (natri xitrat).

2.6.1.2 Nudi ciy vi sinh vat: .

Nhé vai giot miu vao mét dng canh thang mat bo luc sang
lactose 2 % dé& & 44°C treng 24 gio, doc két qui so bd cinctr vio
sy lén men duong lactose (sinh hoi hofc khong sinh hoi).

Nhudm gram.

Cdy truyén sang mdt 6ng nude pepton (48 thi Indol), mot
dia thach Istrati (hodc Endo, V.B.L.R...) m6t 6ng thach Simmons
va gitr & 44°C trong 24 gio. , ‘

2.6.1.3 Boc k&t qud (Test Mackezie): ¢6 mit eita E.coli:

Canh thang mat bo luc sang lactose 2 % : (+);

Tryc khuén gram am;;

Indol (+)

Thach Istrati: trén cac vét cily c¢6 khuin lac mau vang;

Thach Endo: Trén cac vét cdy c¢6 khuhn lac mau dé (¢o hoidc

khéng c6 anh kim);

Thach Simmons: khuin lype mau xanh luc ().
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BANG PHAN BIET CAC E.coLl CO NGUON GOC TU PHAN

Vi sinh vat Lacto:e Indol Simmons Ghi chua
E.Coli ¢ hoi + : - F.coli ph’én
E.Coli khong ho% + T - E.coli phan
E.Coli interme- ‘
dium’ ‘ cé ho% + hay —~ + Khoéng tir phan
E Coli freundi ¢6 hoi + hay — + nt
Aerobacter c6 hoi | C - + “nt

Chii thich: C6 thé 1iép tyc 1am cac phan ung lién k&t v6éi nhitng
khang huyé&t thanh dic higu.

2.6.2. Kiém tra dinh luong

2.6.2.1 pung: Canh thang mét bo luc sang lactose 2 % ;
Nuéc pepton; ‘

Thach Simmons ;

Thach Istrati, ndo, V.B.L.R.

2.6.2.2. Nudi cdy vi sinh vat;

- M6i méu hai sin kidm (ra ding 9 ng canh thang mat bo luc
cang lactose 2 % c& 3 6ng nudi cdy mot dam dd pha loding, dé
LG 4m 44 £ 0,5°C trong 24 gid.

Cén cir sy 1én men dudng lactose (sinh hoi hodc khong sinh
hoi) nhu¢m gram xem cé phai la truc khuin gram am khéng.
- Cr mdi 6ng cang thang mal bo luc sang lactose 2 % duong tinh
dugc cdy truyén sang mét dia thach Istrati hoiic Endo, mot &ng
pepton va mot dng thach Simmons, d& & 44 £0,5°C trong 24 gid.
Danh gia s c6 mit cha E.coli dua theo Test Mac kenzie. Cyu the
tinh s6 lwong E.coli theo bing Maccrady :

ot
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BANG MACCRADY
S6 6ng duong tinh 86 6ng duong tinh .l
: : Uée luong - Ude lwgag
Nguyén | /g I 1/100 sd coli Nguyén 1/10 | 1/160 86 coli
chdt - : “ehat

0 0 0 0,0 2 2 1 3,0
0 0 1 0,3 2 2 2 3.5
0 1 0 0.3 2 2 3 4,0
0 1 1 0,6 2 3 0 3,0
0 2 0 0.6 2 3 1 2,5
1 0 0 0.4 2 3 2 45
1 0 1 0,7 3 0 0 2,5
1 0 2 11 310 1 4,0
1 1 0 0,7 3 0 2 6,5
1 1 1 1,1 3 1 0 T 4,5
1 2 0 11 3 1 1 75
1 2 1 1,5 ‘o3 1 2. 11,5
1 3 0 1,6 3 1 3 16,5
2 0 0 0,9 3 2 0 9,5
2 0 1 1.4 3 2 1 15,0
2 0 2 2,9 3 2 2 20,0
2 1 0 1,5 3 2 3 30,0
2 1 1 2,0 3 3 0 25,0
2 1 9 3,0 3 3 1 45,0
2 2 0 2,0 3 3 2 110,0

3 3 3 140,0

Bang trén day ding d8 tinh két qui véi cac dam do pha lodng:
nguyén chdt; 1/10 va 1/100. ‘

2.7. Kiém tra Slaphylococcus Aureus:

2.7.1. Méi truong:

Moi truéng ting sinh: Canh thang min NaCl;

Méi truong Chapmana;

Huyét tuong thé dé tha coagulaza,

2.7.2 Nudi cdy vi sinh vat: .

Cdy 10ml mau pha lodng 1/10 vio mdi trudng canh thang
méin NaCl dé & 37°C trong 24 gio.
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C4y chuy&n sang thach Chapmana (4% dia petri) biing phuong
phap cdy ria d&8 & 37°C trong 24 gio.

2.7.3. Poc két qua

Chon khuln lac vang da cam thé Smooth (iron nhén, bo déu);

Lén men dwdng mannit '

Nhudm gra.n’i: Khuin lac tu chu hinh chim nho;

Ti€p (uc'lam phin rng Coagulaza:

Hat 0,5m! huyél twong thd vao 6ng nghiém 12mm, cho vao
&ng vai giot canh trong hodc khuln lac nghi vdn da nudi cdy
24 gio, dé ta 4m nhiét do 37°C thoi gian 24 gio, doc két qua sau
6 giv.

Chtt thich: Thi nghiém phai kém theo 2 8ng nghi¢m d6i ching:
— Mot 6ng d&i chirng am tinh kh(‘)ng cé vi khufin ma ehi cdy voi
huvé&t twong thd va vai giot nudc mudi sinh Iy (NaCl 8,5%), K&
qua dwrong tinh dwge xic dinh khi hu\&t twong thd dd cdy vi khudn
bi dong. Phan ng DNA ¢6 tad thay thd phidn wng Cosgulaja
-— Mt Ong nghiem doi (:hl’rngrdﬂ cfly tu ciu khuiiu gay bénh chuidn
co sin trong phong thi aghiem)
2.8. Kién? tra Salmonella; shigella, Vibrio parahunoly ticus;
Vibrio choleral: Theo thuong quy kiém nghiém cla BO Y té
nudc CH — XHCN Viét Nam.



