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3.2

Enterobacter sakazakii (Enterobacter sakazakii )

Vi sinh vat hinh thanh cac khuan lac dién hinh trén thach phan Iap sinh mau va cé mau vang trén thach
dau tuong trypton va cho thdy c¢é cac dac tinh sinh hoa theo mé ta, khi cac phép thlr duoc tién hanh

theo tiéu chuan nay.

4 Nguyén tic (xem thém phu luc A)

4.1 Tién ting sinh trong moi trudng long khong chon loc

Cay phan mau thir vao méi trudng tién tang sinh va & d 37 °C + 1 °C trong 16 h dén 20 h.
4.2 Ting sinh trong méi trudng ldng chen loc

Céy dich cay thu dudc trong 4.1 vao mdi trudng tang sinh chon loc va G & 44 °C + 0,5 °C trong 22 h
dén 26 h.

4.3 D6 dia va nhan dang
Céy dich cay tang sinh thu dugc trong 4.2 vao thach sinh mau va 0 d 44 °C + 1 °C trong 22 h dén 26 h,
4.4 Khing dinh

Cac khuan lac dién hinh dudc chon ti thach sinh mau va cac khudn lac phan 1ap nhudém mau vang trén

thach dau tuong trypton dudc khang dinh bang pheép thif sinh hoa.

5 MOoi trudng nudi cay va thuéc thu
5.1 Khai quat

Chi sir dung cac thudc thit thudc loai phan tich, nudc dudc sir dung phai la nudc cat, nudc da loai
khoang hodc nudc cé chét lugng tuong ducng, trir khi cé qui dinh khac. Nudc duge st dung khéng duoc
chlfa cac chat gay (c ché sy phét trién cla vi sinh vat trong cac diéu kién thif nghiém cla tiéu chudn
nay. Xem thém TCVN 6507-1 (1SO 6887-1) va TCVN 6263 (ISO 8261).

Dé tang do tai lap cla cac két qud, nén sUf dung cac thanh phan co ban khé hodc méi truong hoan
chinh khé dé chudn bi méi trudng nuéi cdy. Trong trudng hop dé, tuan thi nghiém ngat cac chi dan cla
nha san xuat. Xem thém TCVN 6507-1 (ISO 6887-1).

Cac gia tri pH dugc qui vé nhiét d6 25 °C. Dung axit clohydric [c(HCI) = 1 mol/l] hedc dung dich natri
hydroxit [c(NaOH) = 1 mol/l] d& chinh pH, néu can.
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Méi trudng nudi cdy va thudc thir da chudn bi néu chua sl dung ngay thi phai duoc bao quan trong cac
diéu kién khéng lam thay déi thanh phan cla chung, noi téi, & nhiét do tir 0 °C dén 5 °C khéng qua
1 thang, tru khi c6 qui dinh khac.

5.2 MOoi truéng nudi cay
5.2.1 Nudc dém pepton (BPW)

5.2.1.1 Thanh phin

Dich thuy phan casein bdng emzym | 10‘,0 g
Nalri clorua {NaCl) 5049
Natri hydro phosphat ngdm mudi hai phan t& nudc (Na,HPO,.12 H,Q) 9.0g
Kali dihydro phosphat (KH,PQ,) 159
{ Nugc B 1000 ml

5.2.1.2 Chuan bj

Hoa tan timg thanh phan trong nudc, bang cach dun néng, néu can. Chinh pH dén 7,0 + 0,2 & 25 °C,
néu can. Phan phdi dung dich BPW vao cac binh ciu hodc 6ng nghiém theo nhu cau phan tich. Khi

tring 15 min & 121 °C.
5.2.2 Canh thang tryptoza lauryl sulfat cai bién (mLST)/méi truédng vancomyxin
5.2.2.1 Canh thang tryptoza lauryl sulfat cai bién (mLST)

5.2.2.1.1 Thanh phan

Natri clorua (NaCl) _ T -“H—_JE
Dich thuy phan md déng vat Ga thuc vat bdng emzym 200g
Lactoza (C,,H,,0,,) 50g
Kali dihydro phosphat (KH,PO,) 275¢g
Dikali hydro phosphat (K,HPO,) 2759
Nalri lauryl sulfat (C,,H,sNaO,S) 0.1g
Nudc 1 008 mj

5.2.2.1.2. Chuan bij

Hoa tan timg thanh phan trong nuBic. bang cach dun néng, néu can.
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Chinh pH dén 6,8 + 0,2 d 25 °C, néu can. Phan phdi 10 ml mLST vao cac éng nghiém co kich thudc

18 mm x 160 mm.
Khtf triing cac éng nghiém 15 min & 121 °C.
5.2.2,2 Dung dich vancomyxin

5.2.2.2.1 Thanh phin

Vancomyxin 10 mg

i Nudc 10 mi

5.2.2.2.2 Chuan bij

Hoa tan vancomyxin trong nudc cat. Tron va loc dé khir trung.

Dung dich vancomyxin cé thé bén 15 ngay khi dugc bao quan & nhiét do tir 0 °C dén 5 °C.
5.2.2.3 Mabi trudng vancomyxin/mLST

Cho 0,1 ml dung dich vancomyxin (5.2.2.2.2) vao 10 ml dung dich mLST (5.2.2.1.2) dé thu dudc néng

doé vancomyxin cudi cung 1a 10 ug trén mililit mLST.

Mai trudng vancomyxin/mLST hoan chinh cé thé bén dén 1 ngay khi dugc bao quan & nhiét dé tir 0 °C
dén 5 °C.

5.2.3 Thach phan lap Enterobacter sakazakii (ESIA™)"

5.2.3.1 Thanh phan

| Pepton pancreatichca; -casein I 7049

| Dich chiét ndm men 304
Natri clorua (NaCl) 50¢g
Natri desoxycholat ; 06g
5-Bromo-4-cloro-3-indolyl o-D-glucopyranosit (C,,H,;BrCINO;) , 0159
Tim tinh thé , 2mg
Thach Tir12,0gdén 180g*
Nudc 1000 ml
* Tuy thude vao sifc dong cda thach. T

" ESIA™ Ia tén thuong mai cda san phdm do Phong thir nghiém AES, Rue Maryse Bastie', Ker Lann, F-35172 Bruz (FR) cung
cap. Théng tin nay dua ra 1ao thuan lién cho ngudi sir dung tiéu chudn nay va 18 chirc iSO#IDF khéng an dinh phai s dung
chting. Co thé sl dung cac san pham tudng dudng néu cho cac két qua tuong tur.
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Hoa tan timg thanh phan trong nudc bang cach dun <& Chinh pH dén 7,0 + 0,2 & 25 °C, néu can, Khir

tring 15 min & 121 °C.

Lam nguéi dén nhiét do tur 44 °C dén 47 °C. Rét khodng 15 mil méi trudng ESIA™ vao céc dia Petri vé

trung va dé cho déng d4c trén mat phang nim ngang, mat.

Méi trudng nay cé thé bén dén 14 ngay khi bao quan & nhiét d6 tir 0 °C dén 5 °C.

5.2.4 Thach dau tuong trypton (TSA)

5.2.4.1 Thanh phén

Dich thuy phan casein bing enzym
Dich thuy phan dau tuong bing eniym
Natri clorua (NaCl)

Thach

Nuac

150 g
50¢
50¢g
tr 9,0 gdén 18,0 g*

1000 mi

* Tuy vao stic ddng cita thach.

5.2.4.2 Chuin bj

Hoa tan timg thanh phan trong nudc bang cach dun séi. Chinh pH dén 7,3 + 0,2 & 25 °C, néu can. Khir

trang 15 min & 121 °C. Lam ngudi dén nhiét dé tir 44 °C dén 47 °C. Rét khoang 15 mi méi trudng TSA

vao cac dia Petri vo triing va dé cho déng dac trén mat phing ndm ngang, mat.

5.2.5 Méitruéng va thuéc thir vé dic tinh sinh hoa
5.2.5.1 Thudc thir phat hién oxidaza

5.2.5.1.1 Thanh phén

N,N.N',N'-Tetrametyl-p-phenylendiamin dihydro clorua (C,;H¢N,.2HCI)

|‘ Nuéc

10g

100 mi

-5.2.5.1.2 Chuan bj

Hoéa tan thanh phan trén trong nudc ngay trude khi sir dung.
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5.2.5.2 Maitrudng L-lysin tach nhém carboxyl (decarboxylation)

5.2.5.2.1 Thanh phén

| L-lysin monohydroclorua (CgH4N,C;.HCI) o o 50g -
Dich chiét ndm men _ 30¢ |
Glucoza (CgH,,06) 10g |
Bromocresol tia 001549 |
Nudc 1000 ml

5.2.5.2.2 Chuan bi

Hoa tan timg thanh phan trén trong nudc bing cach dun néng, néu can. Chinh pH sao cho sau khi khr
tring pH 12 6,8 + 0,2 & 25 °C. Phan ph&i 5 ml méi trudng L-lysin decacboxylation sang cac 6ng nghiém c6
kich thudc 18 mm x 160 mm.

Khir tring cac 8ng nghiém nay 15 min & nhiét dé 121 °C.
5.2.5.3 M&i truong L-Ornithin tich nhém carboxyl (decarboxylation)

5.2.5.3.1 Thanh phin

!“I;Omithin monohydroclorua (CsH,,N,0,.HCI) 50g
|
Dich chiét ndm men 30g
Glucoza (CgH;,06) 109
Bromocresol tia 0015¢g
Nuéc 1 000 ml

5.2.5.3.2 Chuan bi

Hoa tan timg thanh phan trén trong nudéc b&ng cach dun néng. néu can. Chinh pH sao cho sau khi khi
tringpH 1a6,8 + 0,2 6 25 °C.

Phan phéi 5 ml méi truging L-ormithin decarboxylation sang cac 6ng nghiém cé kich thudc 18 mm x 160 mm.
Khir trung cac 6ng dung méi trudng nay 15 min & nhiét do 121 °C.
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5.2.5.4 Moai truong L-Arginin cong hai hydro (dihydrolation)

5.2.54.1 Thanh phin

‘ L-Arginin r'r:;'l'czl-'nydro' clorua (CsH,,N,0,.HCI) ) 50g

| Dich chiét ndm men 3.0g
Glucoza (C¢H,,0,) 104g
Bromocresol tia 0.015¢g
Nuéc 1000 mj

5.2.5.4.2 Chuin bj

Hoa tan timg thanh phan trén trong nudc bang cach dun néng, néu can. Chinh pH sao cho sau khi khit
trtingpH1a 6,8+ 0,23 25°C.

Phan phéi 5 ml méi trung L-Arginin dinydrolation nay sang cac 6ng nghiém cé kich thudc 18 mm x 160 mm.
Kh{ tring cac éng dung méi trudng nay 15 min & nhiét do 121 °C.

5.2.5.5 Moi trudng dé l1én men hydrat cacbon (nudc pepton co dd phenol, D-sorbitol, L-rhamnoza,

D-sucroza, D-melibioza va amygdalin)
5.2.5.5.1 Méi trudng co ban

5.2.5.5.1.1 Thanh phin

: Dich thuy phan casein bang enzym 109

Natri clorua (NaCl) 5g
06 phenol 0.02g
| Nuéc 1000 mi
l E !

5.2.5.5.1.2 Chuan bj

Hoa tan tung thanh phan trén trong nudc bang cach dun néng, néu can. Chinh pH sao cho sau khi khir

tring pH 126,810,233 25°C.

Phan phéi mdi trudng co ban nay sang céc binh cdu c6 dung tich thich hap. Khif triing méi trudng nay
15 min ¢ nhiét do 121 °C.

5.2.5.5.2 Dung dich hydrat cacbon (D-sorbitol, L-rhamnoza, D-sucroza, D-melibioza va amygdalin),

80 mg/ml.

11
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5.2.5.5.2.1 ;/Thanh phdn

Hydrat cacbon 8g

1 Nudc 100 ml

5.2.5.5.2.2 Chuan bi

Hoa tan riéng ré bon thanh phan hydrat cacbon trong nuéc dé thu dugc bén dung dich hydrat cacbon,
Loc dé khir tring.

5.2.5.5.3 Mai trudng lén men hydrat cacbon hoan chinh

5.2.5.5.3.1 Thanh phan

M@i trudng co ban (5.2.5.5.1) 875 ml

Dung dich hydrat cacbon (5.2.5.5.2) 125 ml

5.2.5.5.3.2 Chuan bj

D3&i vdi timg loai hydrat cacbon, thém dung dich hydrat cacbon da chudn bi (5.2.5.5.2) vao méi trudng
cd ban (5.2.5.5.1) mét cach vé tring va trén. Phan phéi 10 ml méi trirong hoan chinh cua timg hydrat

cacbon vao cac 8ng nghiém kich thudc 18 mm x 160 mm.
5.2.5.6 MOoi truong Simmons xitrat

5.2.5.6.1 Thanh phdn

Natri xitrat (Na,CzH;0;) 20g
Natri c!orua (NaCl) 50
Dikali hydro phosphat (K,HPO,) 1049
Amoni dihydro phosphat (NH,H,PO,) 109 |
Magie sulfat (MgSO,) 02g
Xanh bromothymol 0.08g
Thach Tir8,0 gdén 18,0 ¢°
Nudc 1 000 m|
® Tuy thu;jc vao sifc déng ciia thach. - .i

12
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5.2.5.6.2 Chuan bi

Hoa tan timg thanh phan trén hoac mai trudng hoan chinh khé trong nudc bing cach dun séi. Chinh pH
sao cha sau khi khir tring pH 14 6,8 + 0,2 4 25 °C,

Phan phéi 10 ml méi tngng Simmons xitrat nay sang cac 6ng nghiém (6.7) cé kich thuéc 18 mm x 160 mm.

Kh(r trung cac éng dung méi trudng nay 15 min & nhiét d6 121 °C.
Dé nghiéng cac 6ng sao cho ¢ dude 2,5 cm chidu sau.
6 Thiét bj, dung cu thuy tinh

C6 thé sir dung dung cu thuy tinh ding mét Ian thay cho cac dung cy st dung nhiéu lan néu cé cac qui

dinh phl hop.

S{ dung cac thiét bi, dung cu cla phong thir nghiém vi sinh théng thudng va cu thé nhu sau:

6.1 Thidt bi khi tring kho (0 say) hoac thiét bi khir tring udt (ndi hap ap Iuc).

Xem TCVN 6404 (1ISO 7218).

6.2 Pipet xa hét, dung tich danh dinh 1 ml.

6.3 N&i cach thuy, c6 thé duy tri nhiét d6 & 44 °C + 0,5 °C.

6.4 Dia Petri, bang thuy tinh hoac chat déo. dudng kinh tir 90 mm dén 100 mm.

6.5 TG am, cothé duy tri nhiét do & 25 °C + 1°C, 30 °C + 1 °C va 44 °C + 1 °C tuong (ng.

6.6 Vong cdy, bang platin-iridi hoac niken-crom, dudng kinh 3 mm hoac vong cay st dung mét Ian.
6.7 Ong nghiém. dudng kinh 18 mm va dai 160 mm (cé nut day hoac nip van).

6.8 May do pH, cb thé do chinh xac dén 0.1 don vi pH d nhiét dé 25 °C + 1 °C.

7 Lay mau

Diéu quan trong 1a mau gifi d€n phong thi nghiém dung 1a mau dai dién va khéng bi thay déi hoac suy

gidm chat luong trong qua trinh bdo quan va van chuyén.

Viéc 1dy mau khong qui dinh trong tiéu chudn nay. Nén Idy mau theo TCVN 6400 (ISO 707).

13
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8 Chuan bi mau thir

Chudn bi mau thit theo TCVN 6263 (ISO 8261).

9 Cach tieén hanh (xem sa dé trong Phu luc A)
9.1 Phan mau tha

Bé chudn bi dich pha lodng ban dau, Idy mét lugng x g phan mau thir (diéu 8) cho vao mai trudng tién
tang sinh (5.2) vdi thé tich 16n gdp chin I18n, sao cha thu dugc ty 1é phan mau thr véi méi trudng tién
tang sinh dugc qui dinh trong phuang phap nay.

BE yén cho cac mau kho tan trong dich 1dng ma khong khudy trén. Néu sau 30 min ma mau khong tan

hét thi trén nhe nhang mau véi méi trudng.

9.2 Tién ting sinh

U mau da cdy trong mai trudng tién tang sinh (9.1) 337 °C + 1°C trong 18 h + 2 h.
9.3 Tang sinh chgn loc

Sau khi (i mau thr dugc cay trong méi trudng tién tang sinh, chuyén 0,1 ml dich cdy thu duodc (9.2) vao
10 ml méi trugng vancomyxin/mLST (5.2.2.3). U 344 °C + 0,5°C trong 24 h + 2 h.

Nén st dung ndi cach thuy (6.3) hoac ti &m khi cudng birc d€ dam bao réng nhiét do t6i da (44,5 °C)
khdng bi vuot qua.

9.4 Phan lap Enterobacter sakazakii gia dinh

Sau khi 0 méi trudng vancomyxin/mLST da cdy (9.3), ria cdy mot vong ddy (khoang 10 pl) 1én bé mat

dia thach phan |ap Enterobacter sakazakii (5.2.3.2). U dia 344 °C + 1°C trong 24 h - 2 h.

Sau khi 0, kiém tra dia thach sinh mau vé sy cé mat hay khéng cé mat cac khuin fac dién hinh cia

Enterobacter sakazakii gia dinh.

CHU THICH Cac khuén lac dién hinh c6 mau xanh la cay dén xanh luc, cd nhd dén trung binh (1 mm dén 3 mm).

Cac khuan lac khéng dién hinh thuang hoi trong sust va c6 mau tim.
9.5 Khingdinh

9.5.1 Sinh sic t3 vang

14
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9.5.1.1 Chon khuan lac

Chon tir 1 khudn lac dén 5 khudn lac Enterobacter sakazakii gia dinh dién hinh da kiém tra trén dia
thach sinh mau da u (9.4).

9512 U

Cay vach cac khuan lac da chon (9.5.1.1) Ién bé mét dia thach TSA (5.2.4.2) sao cho sau khi G quan
sat dugc cac khuan lac tach biét. U dfa nay & 25 °C + 1 °C tir 44 h dén 48 h. Sau khi 0, kiém tra cac dia

TSA vé sy c6 mat cac khudn lac mau vang.

Khi chi c6 mét khudn lac dugc chon (9.5.1.1) va dugc chuyén sang dia thach TSA va sau khi G khéng
thay c6 khudn lac mau vang, thi chon thém bén khudn lac dién hinh (9.5.1.1) va tién hanh theo 9.5.1.2.
Néu cé it hon ndm khudn lac dién hinh thi chon tat c& chang.

CHU Y - Mét vai ching dic biét cia Enterobacter sakazakii cé thé khéng sinh mau vang trong
cac diéu kién th{ nghiém qui dinh trong tiéu chuian nay, hodc mat sic té do ciy truyén. Trong

cac truang hap do, khi st dung phudng phap nay thi cac ching nhu thé co thé bi bo sét.
9.5.2 Khing dinh bing sinh hoa

9.5.2.1 Khai quat

Co thé sir dung cac bo kit thir nhd cé ban san trén thi trudng dé nhan dang béng sinh hoa dé nhan dang

Enterobacter sakazakii.
9.5.2.2 Chon cac khuan lac

Chon mét khudn lac mau vang tir méi dia thach dau tuong trypton (9.5.1.2) d& nhan dang tiép bing sinh
hoa theo 9.5.2.3 dén 9.5.2.8.

1 9.5.23 Phép thir oxidaza

Dung kim cay s dung moét 1n hoAc que cay bang thuy tinh, Idy mét phan cda méi khuan lac dac trung

da chon (9.5.2.2).

Ria cdy Ién gidy loc dudc lam dm bing thudc thf oxidaza (5.2.5.1) ho&c Ién dia ban san. Khong sif

dung vong cdy hodc que cay bang niken/crom. -

N&u mau cua gidy loc khong déi sang mau tim hoa ca, mau tim hoac mau xanh dam trong 10 s thi phan

(mg dudc coi la am tinh.
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9.5.2.4 Phép thir decarboxylaza L-Lysin

Dung vong cay, que cdy ho&c dia thuy tinh 1y ting khuan lac da chon (9.5.2.2) cay vao ngay dudi bé
mat méi truang 1ng L-Lysin decarboxylation (5.2.5.2). U cac 6ng nay 3 30°C + 1°Ctir24 h + 2 h.

Sau khi U c6 mau tim chimg t& phan (ng duong tinh. Mau vang chimg td am tinh.
9.5.2.5 Phép thir decarboxylaza L-Ornithin

Dung véng cdy, que cdy hoac dia thuy tinh Idy ting khudn lac da chon (9.5.2.2) cay vao ngay dudi bé
mit moi trudng 1dng decarboxylaza L-Omithin (5.2.5.3). U cac 6ng nay 330°C + 1°C tir24 h+ 2 h.

Sau khi (1 ¢6 mau tim chimg td phan (mg duong tinh. Mau vang chimg té am tinh.
9.5.2.6 Phép thir dihydrolaza L-Arginin

Dung vong cay, que cdy hoac dia thuy tinh Idy timg khuan lac da chon (9.5.2.2) cdy vao ngay dudi bé
mat méi truang 1dng dihydrolaza L-Arginin (5.2.5.4). U cac 8ng nay 330°C + 1°Ctir24 h+ 2 h.

Sau khi U c6 mau tim ching td phan (ng dudng tinh. Mau vang chimg & am tinh.
9,5.2.7 Phép thir Ién men cac loai dudng khac nhau

Dung véng cay, que cay hoac dia thuy tinh I8y ting khudn lac da chon (9.5.2.2) cay vao ngay dudi bé
mat mai trudng 16ng 1én men hydrat cacbon (5.2.5.5.3). U cac 6ng nay 330°C + 1°C tr24 h + 2 h,

Sau khi U ¢d mau vang ching td phan (mg dudng tinh. Mau do ching té am tinh.
9.5.2.8 Phép thir sir dung xitrat

Dung vong cdy, que cdy ho3c dia thuy tinh Idy ting khudn lac da chon (9.5.2.2) cdy lén bé mat
nghiéng ctia méi trudng Simmons xitrat (5.2.5.6). U cac ng nay 3 30°C + 1°Ctr24 h + 2 h.

Sau khi 4 méi truéng chuyén sang mau xanh chimg té phan (ng duong tinh.
9.6 Dién giai cac két qua clia phép thir khing dinh

Dién giai cac két qua theo Bang 1.
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Bang 1 - Dién giai cac két qua

[ Phép;l} khing dinh o Phan tmg duong tinh hodic ém_tinh [ Pr;;;r tram.chﬁng Enterobacter
sakazakii cho phan img
‘Shhmiuvang o . > 99
Oxidaza ' - >99
Decarboxylaza L-Lysin ) - > 99_-
Decarboxylaza L-Ornithin + - +90
Dihydrolaza L-Arginin + > 99
Axit sinh ra tu viéc

- 1én men D-sorbitol - +95
- |1én men L-rhamnoza + > 99
- |én men D-sucroza + > 99
- [én men D-melibioza + > 99
- |én men amygdalin + > 99
— thuy phan xitrat + > g5

10 Chdng kiém chimg

D€ kiém tra kha nang clia méi trudng tang sinh va méi truang phan lap giup cho viéc phat trién cia
Enterobacter sakazakii, dua ching d mirc thdp cla ching cdy d6i chimg Enterobacter sakazakii vifa
mdi phan lap, ho&c cla ching déi chimg tu trung tam luu gilr dich cdy dugc cong nhan, cho vao cac
binh ki€ém ching dung méi trudng tién tang sinh (9.2). Tién hanh d&i vdi cac binh kiém chimg nhu da
thuc hién déi véi dich cdy thir nghiém dé ching minh rdng chiing kiém chimg duong tinh da thu héi duoc.

11 Biéu thi két qua

Bao cao c6 mat hay khong cb mat Enterobacter sakazakii gid dinh trong phan mau thir, theo dién gidi’
két qua. Trong trudng hop nay khéng khdng dinh Enterobacter sakazakii gia dinh da tim thay trén dia

sinh mau.

Sau khi mét hoac nhiéu Enterobacter sakazakr'.f.gié dinh thu dugc trong 9.4 dudc khdng dinh bang qui

trinh trong 9.5, ghi lai su c6 mé&t hay khong cé mat Enterobacter sakazakii trong phan mau thi.

Chi ro két qua thu dugc cudi cuing theo khéi lugng (gam) hay thé tich (mililit) cia mau thi,
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12 Bao céao thir nghiém

Bao cao thi nghiém phai ghi rd:

a) moi thong tin can thiét d& nhan biét day di vé mau thir,
b) phuong phép &y mau da sit dung, néu biét;

c) phuong phap thir da sif dung, vién dan tiéu chuin nay;

d) moi chi tiét thao tac khéng qui dinh trong tiéu chugn nay, hoic tuy Iua chon, cling vdi cac chi tiét

bat thuang khac cé thé anh hudng tdi két qua;

e) cac két qua thir nghiém thu dugc.
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Phu luc A
(tham khao)

So dé cua phuong phap

Chu&n bi m3u thittién tang sinh:
Can x g phan mau thlr cho vao 9 1an x ml BPW (9.1)

Ud37°trong 18 h{+ 2 h (9.2)

r

Tang sinh chon loc trong méi trudng vancomyxin/mLST:
Chuyén 0,1 mi tir BPW da cay vao 10 ml méi truding vancomyxin/mLST (9.3)

U & 44 °C trong 24 {i 2h(9.3)

Phan lap trén thach sinh mau chon loc: '
Cay vach mét vong day dich cdy tir méi trudng vancomyxin/mLST Ién
thach sinh mau trong dia Petri (9.4)

Cac khuan lac
dién hinh trén
thach sinh mau
c6 thé duoc coi
la Enterobacter
sakazakii gia
dinh va ghi lai
két qua

U & 44 °C trong 24 Pli 2h(9.4)

Khéng dinh: Sinh mau vang |
Chon nam khuan lac dién hinh va cy vach lén dia TSA (9.5.1)

Ud25°Ctrong48h 44 h(9.5.1.2)

~ Chon mét khudn lac mau vang tir méi dia TSA dé thir sinh hoa (9.5.2)

Khang dinh: Sinh hoa

l

Dién giai két qua (9.6)
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