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TCVN 7905-2:2008

L&i néi ddu
TCVN 7905-2:2008 hoan toan tuong duong vdi ISO/TS 21872-2:2007;

TCVN 7905-2:2008 do Ban k¥ thuat tiéu chudn qudc gia TCVN/TC/F13 Phuong phap
phén tich va I8y méu bién soan, Téng cuc Tiéu chuin Bo Iudng Chét lugng dé nghi,
B& Khoa hoc va Cdng nghé cong bé.

TCVN 7905:2008 (ISO/TS 21872:2007) Vi sinh vét trong thut phdm va thae &n chan
nuéi — Phuong phap phat hién Vibrio spp. o kha ndng gy bénh duting rudt, gém cb
cac phan sau:

—~ TCVN 7905-1:2008 Vi sinh vat trong thuc phdm va thifc &n chan nudi — Phuong
phap phat hién Vibrio spp. c6 kha ning gay bénh dudng rudt — Phan 1: Phat hién

Vibrio parahaemolyticus va Vibrio cholerae,
-~ TCVN 7905-2:2008 Vi sinh vat trong thuc pham va thic #n chan nudi — Phuang
phap phat hién Vibrio spp. co kha ning gay bénh dudng ruét — Phan 2: Phat hién

cac loai khdng phai la Vibrio parahaemolyticus va Vibrio cholerae.
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Lai gidi thiéu

Do tinh da dang clia thuc pham va thifc 3n chan nudi nén phuang phap nay ¢6 thé khong thich hdp
dén titng chi tiét cho titng san phérh cu thé. Trong trudng hop nay, cb thé sif dung cac phuong phap
khac d&c trung cho timg san phdm, néu hoan toan chi vi ly do k§ thuat. Tuy nhién, can cé géng ap
dung phucng phap nay khi ¢6 thé.

Khi tiéu chudn nay dudc soat xét thi can phai tinh d&n moi théng tin lién quan dén pham vi ma
phudng phap dém dia nay phai tuan theo va cac nguyén nhan gay sai léch so vdi phudng phap
trong truding hop cac san phdm cu thé.

Viéc hai hoa cac phuong phap thir cé thé khong thuc hién dudc ngay va déi vai mét vai nhom san
phdm cé thé tén tai cac tiéu chudn qudc té vashoic tiéu chudn qudc gia ma khong phll hgp véi tiéu
chun nay. Trong trudng hdp c6 sén tiéu chudn cho san phdm can thit nghiém thi phai tuan theo
tidu chudn d6. Thong thudng khi cac tiéu chudn dé dugc soat xét, thi ching phai duge sia ddi 6é
phii hop véi tigu chudn nay, sao cho cudi cling chi con cac sai léch vdi phuang phap dém dia nay la
vi cac Iy do k¥ thuat dudc thifa nhan.
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Xudt bldn Hn 1

Vi sinh vat trong thuc pham va thirc &n chin nudi - Phuong phap
phat hién Vibrio spp. c6 kha ning gay bénh dudng ruét -

Phan 2: Phat hién cac loai khéng phai la
Vibrio parahaemolyticus va Vibrio cholerae

Microbiology of food and animal feeding stuffs — Horizontal method
for the detection of potentially enteropathogenic Vibrio spp. -

Part 2: Detection of species other than Vibrio parahaemolyticus and Vibrio cholerae

CANH BAO — D& dam bao an toan cho nhan-vién phong thir nghiém, cdn chu y ring cac phép
thir phat hién Vibrio spp. va dic biét la Vibrio cholerae c6 dc t& chi dugc thyc hign trong céc
phéng thir nghiém dugc trang bj cho myc dich nay va phai dudi sy kiém soat cla cac nha vi
sinh vat hec co kinh nghiém va hét sirc than trong khi thai tat ca cac vat ligu da nhidm bén.

1 Pham vi ap dung

Tiéu chuin nay qui dinh phuong phap phat hién céc loai Vibrio gay bénh dudng rudt khong phdi 12
Vibrio parahaemolyticus va Vibrio cholerae. Cac loai c¢6 thé phat hién dugc bang cac phuong phap quy
dinh bao gém Vibrio fluvialis, Vibrio mimicus va Vibrio vulnificus . Phuong phap nay khong thich hop
cho viéc phan lap Vibrio hollisae. Cac chiing V. parahaemolyticus va V. cholerae cing co thé phat hién
dugc trong qua trinh ap dung phuong phap nay.

Tiéu chudn nay cé thé ap dung cho:
- cac san phdm thuc phdm hoac thifc an chan nudi, va
- cac méu mai trudng trong khu vuc ché bién va van chuyén thuc phdm.

Phuong phap nay khéng thich hgp cho viéc phat hién Vibrio metschnikovii vi cho phan (mg am tinh

oxidaza.

"' Xem 9.4.4,
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CHU THICH 1 Vibrio metschnikovii d6i khi dugc phan 13p tif cac mau phan ngudi va c6 thé gay bénh tigu chay.

CHU THICH 2 Viéc nhan dang cac loai Vibrio khéng phai 1a V. parahaemolyticus va V. cholerae 3 r&t khé, nén can
phdi nghién ciu ti€p. Céac phép thit sinh hod néu trong tidu chuin nay chi cb thé khing dinh gia dinh céc loai ndy.

CHU THICH 3 Cac ly do khéng &p dung phuong phap nay dugc néu trong Idi gidi thiéu.

2 Tailiéu vién dan

Cac tai liéu vién dan sau la rat can thiét cho viéc ap dung tiéu chudn. B4i vdi cac tai liéu vién dan ghi
nam cong bé thi ap dung phién ban dugc néu. Dai vdi cac tai liéu vién dan khdng ghi nam céng bé thi
ap dung phién ban mdi nhat, bao gém ca cac slfa ddi.

TCVN 6263 (ISO 8261), Sifa va san phdm sifa - Hudng din chung vé chudn bi mAu thit, huyén phd

ban dau va cac dung dich pha lodng thap phan dé kiém tra vi sinh.

TCVN 6404 (ISO 7218), Vi sinh vat trong thyc phdm va thitc &n ch&n nuéi - Yéu cau chung va hudng

dan kiém tra vi sinh vat.

TCVN 6507 (ISO 6887) (tat ca cac phan), Vi sinh vat trong thuc phdm va thitc 3n chan nubi — Chuin bi
mau thlr, dung dich huyén phu ban ddu va cac dung dich pha loang thap phan dé kiém tra vi sinh vat.

3 Thuét ngir va dinh nghia

Trong tiéu chudn nay si dung cac thuat nglr va dinh nghia sau day:
341
Vibrio c6 kha ning gay bénh duéng rudt (potentially enteropathogenic Vibrio)

Vi sinh vat tao thanh cac khudn lac dién hinh trén moi trudng dac chon loc va cho thdy rd cac dic tinh
sinh hoa nhu da mé ta, khi tién hanh thir theo tiéu chusn nay.

3.2

Phat hién Vibrio c6 kha ning gay bénh dudng rudt (Detection of potentially enteropathogenic Vibrio)
Xac dinh sy co6 mat hay khéng c6 mét clia Vibrio trong mét lugng san phdm xac dinh, khi tién hanh thir
theo tiéu chuin nay.

4 Nguyén tic
4.1 Yéu ciuchung

Viéc phat hién Vibrio spp. cd kha nang gay bénh dudng rudt cdn dén bdn giai doan lién ti€p (Xem
Phu luc A).
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CHU THICH 1 Vibrio thyc t€ c6 th8 c6 mat vai mét lugng nho va thudng di kém véi mot lugng lén dang ké cac
loai vi sinh vat khac thuéc ho Vibrionaceae hodc thudc cac ho khac. Do d6, cdn phai ¢é hai bubc ting sinh chon
loc lign tigp dé phat hién cac vi sinh vat dich nay.

4.2 T#ng sinh 14n d4u trong mai trudng 16ng chen loc

Cdy phdn mau thir vao mdi trudng tang sinh (nudc pepton mudi kiém, ASPW) (5.1) & nhiét d6 méi
trudng. U 337 °Ctrong6h + 1h.

D3&i vdi cac lugng 16, thi lam am méi trudng ASPW dén 37 °C trudc khi cdy phan mau thir.
4.3 Ting sinh 14n thir hai trong mdi truvdng Idng chen loc

Cay dich cdy thu dugc trong 4.2 vao maéi trudng tang sinh (ASPW).
Sauddotd37°Ctrong18h+ 1h.

4.4 Phan I3p va nhan dang

Cay dich cdy thu dudc trong 4.2 va 4.3 vao hai méi trudng d&c chon loc sau day:

- thach sacaroza, mét, xitrat va thiosulfat (TCBS),

~ méi trudng diac chon loc thich hdp khéc (do phong thlt nghiém chon), nhu méi trudng thach p-
xellobioza polymixin colistin (CPC), thach natri dodexyl sulfat B polymixin sacaroza (SDS) ho&c thach
colistin polymixin xellobioza cai bi€én (mCPC).

U hai mé&i trudng phén lap nay & 37 °C va kiém tra sau 24 h £ 3 h.
4.5 Khing dinh

Cac khudn lac Vibrio spp. d4c trung gay bénh dudng rudt da phan Iap trong 4.4 ducc cdy truyén rdi
khing dinh bing cac thir nghiém sinh hod thich hop.

5 Mbi trudng nudi cay va thudc thir
Vé thuc hanh trong phdng thir nghiém hién hanh, xem TCVN 6404 (1ISO 7218).

CHU THICH Do trong tigu chu#n s dung mdt lugng 1n mdi trudng nudi cdy va thudc thl, dé cho ndi dung
tiéu chudn duoc gon nén thanh phén va cach chuin bi moi trudng nudi cdy va thudc thr duge dua riéng vao
trong Phu luc B.
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5.1 M&i trudng tiing sinh: Dung dich pepton mudi kiem (ASPW)
Xem B.1.

5.2 Moi truong phan lap dic chon lgc

5.2.1 Moi trudng thir nhat: Thach sacaroza, mat, xitrat va thiosulfat (TCBS)
Xem B.2.

5.2.2 MGi trudng thir hai

Chon médt trong cac loai méi trudng sau day:

a) thach natri dodexyl sulfat B polymixin sacaroza (SDS), xem B.3.
b) thach xellobioza polymixin colistin (CPC), xem B.4.

c) thach colistin polymixin xellcbioza ci bién (mCPC), xem B.5.

5.3 Thach muéi dinh dugng (SNA)

Xem B.6.

5.4 Thudc thir dé phat hién oxidaza

Xem B.7,

5.5 Thach, sit, ba dudng va mudi (TSl)

Xem B.8.

5.6 Moi trudng mudi dé phat hién ornithin decarboxylaza (ODC)

Xem B.9,
5.7 Mdi trudng mudi dé phat hién lyzin decarboxylaza (LDC)
Xem B.10.

5.8 Mbi trudng mudi dé phat hién arginin dihydrolaza (ADH)

Xem B.11.
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5.9 Thudc thir dé phat hién p-galactoxidaza

Xem B.12.

5.10 MOdi trudng mudi dé phat hién indol
Xem B.13.

5.11 Dung djch pepton mudi

Xem B.14.

5.12 Dung djch natri clorua

Xem B.15.

6 Thiét bj va dung cu thuy tinh

CHU THICH C6 thé diing dung cu s dung mot I3n thay thé& cho cac dung cu thuy tinh sif dung nhiéu 13n néu
dap (mg dugc cac yéu cau tuong .

Sir dung céac thiét bi, dung cy clia phdng thir nghiém vi sinh thdng thudng [xem TCVN 6404 (ISO 7218))

va cu thé nhu sau:

6.1 Ta am, c6 thé duy tri nhiét dd & 37 °C + 1 °C.

6.2 Ta am hoac ndi cach thuy, co thé duy tri nhiét d6 341,5°C + 1 °C.
6.3 NO&i cach thuy, c6 thé duy tri nhiét do tir 44 °C dén 47 °C.

6.4 Nai cach thuy, co thé duy tri nhiét d6 & 37 °C + 1 °C.

Nén sl dung cac ndi cach thuy (6.2, 6.3 va 6.4) cb chita chét khang khusn.

7 Lay mau

Diéu quan trong la mau gl dén phong thir nghiém phai dung 14 mau dai dién va khong bi hu hdng hoic
bi bi€n d8i trong sudt qua trinh van chuyén va bao quan.

Viéc 1dy mau khéng qui dinh trong tiéu chudn nay. Nén Iy mau theo tiéu chuin cu thé lién quan dén
san phdm. Néu khéng cé tiéu chudn riéng vé I8y mau san phdm cé lién quan thi cac bén ty thoa thuan

vé van dé nay.
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8 Chuan bj mau thi

Chuan bi mau thir theo phan tuang (ing clia TCVN 6507 (ISO 6887) va/hodic TCVN 6263 (ISO 8261) va
tidu chudn co lién quan dén san phdm. N&u khong co tiéu chudn riéng do thi cac bén tu thoa thuan vé
van dé nay.

9 Cach tién hanh (xem Phu luc A)
9.1 Ph4n mau thir va huyén pha ban ddu
Pé chuin bi huyén phli ban dau, s& dung méi trudng tang sinh thit nhat (ASPW) qui dinh trong 5.1.

L&y mot phan mau thif (x g hodc x mi), tuy thudc vao do nhay yéu cau va déng hoa trong 9x ml (hoac
9x g) mdi trudng tang sinh.

Trudng hop di vdi cac lugng mau thl Ién hon, thi can l1am &m méi trudng ASPW dén 37 °C truéc khi
cdy mau thir.

Néu cac cong doan pha loang va 0 khong thé thuc hién trong ngay thi bao quan huyén phii 3 5 °C + 3 °C
dén ngay hém sau.

Dé gidm bét cong doan kiém tra, khi cdn kiém tra nhiéu phan mau thit 25 g tif cling mét mé san pham
va khi cé biing chimg cho thdy hén hgp (clia cac phan mau thl) khéng lam thay déi cac két qua lién
quan dén san phdm cu thé nay, thi cé thé trén cac phan mau thir.

ViDU N&u c6 10 phdn miu thir 25 g cin kiém tra, thi c6 thé gdp 10 phan dé dé€ thu duge mau tdng thé 250 g va
bd sung 2,25 | méi trudng tang sinh.

S6 té bao Vibrio spp. ¢ kha nang gay bénh dudng rudt suy gidm dang ké khi bao quin & nhiét do
lanh. Khi cé thé, nén tranh bao quan cac méu, cac dung dich huyén phi & nhiét do dé va can gilr &
muc t3i thiéu.

9.2 Ting sinh chon lgc I4n thit nhat
U huyén phi ban d4u (9.1) 337 °Ctrong6 h + 1 h.

Can chu y khi ap dung toan bd phuong phap cho cac san phdm c6 ham Iugng mudi cao, vi néng do
mudi cudi cling trong méi trudng co thé lam thay ddi cac dac tinh [xem TCVN 6507-4 (ISO 6887-4)].

9.3 Ting sinh chon lgc 18n thit hai

9.3.1 Chuyén 1 ml dich céy thu dugc trong 9.2 dudc I8y tir bé mat cho vao éng nghiém chira 10 ml moi
truang ASPW (5.1).

10
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9.3.2 U méi trudng ASPW d 37 °C trong 18 h+ 1 h.
9.4 Phan lap va nhan dang

9.4.1 Dung que cdy vong I8y dich cay thu dugc trong ASPW (9.2 va 9.3.2), cdy Ién bé mit thach
TCBS (5.2.1), sa0 cho thu dugc cac khugn lac tach biét tét.

Tién hanh tuong tu véi mdi trudng phan lap chon loc thi hai (5.2.2) sf dung vong I1dy mau méi.
9.4.2 Lat ngudc cac dia thach (9.4.1) va @it vao td 8m (6.1) & 37 °C.

9.4.3 Saukhi G 24 h £ 3 h, kiém tra cac dia (9.4.1 va 9.4.2) vé sif c6 mat cac khudn lac Vibrio spp.
dién hinh. Banh dau cac vi tri nay dudi day dia.

C6 hai hinh thai dién hinh ctia cac khudn lac Vibrio spp. trén thach TCSB (5.2.1) nhu sau:

- cac khudn lac dién hinh clia V. mimicus va V. vulnificus 1a tron nhn, c6 mau xanh (am tinh
sacaroza), dudng kinh tir 2 mm dén 3 mm;

- cac khudn lac dién hinh clia V. fluvialis la tron nh&n, cé6 mau vang (dudng tinh sacaroza), dudng

kinh tir 2 mm dén 3 mm.

CHU THICH V. parahaemolyticus va V. cholerae trong TCVN -1:2008 (ISO/TS 21872-1) tao ra cac khudn
lac ¢é6 mau vang va xanh tuong ing trén thach TCBS.

Cé hai hinh thai dién hinh clia cac khudn lac Vibrio spp. trén méi truang SDS [5.2.2 a)] nhu sau:

- cac khuin lac dién hinh clia V. mimicus va V. vulnificus c6 mau do tia, dudng kinh 16n hon hoac

béng 2 mm va cb quang mé duc;

- céac khudn lac dién hinh clia V. cholerae O1 cd mau vang, dudng kinh 1én hon hoc bang 2 mm va
c6 qudng md& duc; cac V. cholerae khdng phdi chling 01 ¢ thé c¢é hoic khéng cb quiang md duc.

Céc Vibrio spp. khac sé khdng phat trién trén thach SDS hoic tao ra cac khun lac khéng cé quang.

Cé hai hinh thai dién hinh clia cac khudn lac Vibrio spp. trén méi trudng CPC va mCPC [5.2.2 b) va ¢)]
nhu sau:

- cac khudn lac dién hinh cla V. vuinificus ¢ mau vang, dudng kinh 18n han ho3ic bang 2 mm va dudc
bao quanh bdi ving mau vang;

~ céc khuan lac dién hinh clia V. cholerae cd mau db tia, dudng kinh 1n hon hoc béng 2 mm va dudc
bao quanh bdi viing mau xanh.

11
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Mét s8 cac chling Vibrio spp. khac c6 thé phat trién trén thach CPC hosc mCPC, tao ra céac khuan lac
gidng nhu md ta & trén.

9.4.4 D& thu hdi V. vuinificus can phdi cha y vé hiéu ning clia méi trudng CPC hodc mCPC.
9.5 Khing dinh
9.5.1 Yéu cdu chung

Ca thé sir dung cac bd kit thif nhan dang sinh hoa c6 sdn d& nhan dang Vibrio d&n mirc do loai, vdi diéu
kién la chung dugc cay vai cac huyén phi cdia vi khudn can nhan dang trong méi trudng mudi thich hgp
ho#c dich pha lodng va vdi diéu kién la bang dif ligu hodc bang nhan dang déi v&i san phdm da dua
trén cac phan Ung thu dudc khi str dung méi trudng tudng tu nhu mo ta trong tiéu chudn nay. Sir dung
cac bé kit thir nay theo chi dan cla nha san xuat.

CHU THICH Viéc nhan biét cac khudn lac Vibrio dbi héi phai cé nhiéu kinh nghiém va hinh dang bén ngoai cla
ching doi khi cé thé khéng chi thay ddi tlr loai nay sang loai khac, ma con cé thé thay 48i tir mé moi trudng cay
nay dén mé moi truang khac.

9.5.2 Chon loc cac khuin lac dé khing dinh va chudn bi dich cdy tinh khiét

D& khing dinh, tir méi mai trudng chon loc (xem 9.4), I8y ra it nhat n&m khudn lac dugc coi fa dién hinh
ho#c giéng vdi timg Vibrio spp. ¢ kha ning gay bénh dé cay truyén. Néu trén dia ¢6 it hon nam khuin
lac clia loai dich thi cay truyén tat ca cac khuin lac nay.

CHU THICH Céc loai thyc phdm, dc biét 1a hai san c6 thé chifa mdt lugng 16n vi khudn, k& ca Vibrio spp. khéng
gay bénh ma cé thé phat trién nhé qua trinh c4y chon loc. Viéc ciy truyén cac lugng nhéd cac khudn lac c6 thé lam
that thoat cdc loai c6 kha nang gay bénh.

Cdy cac khudn lac da chon Ién bé mét cac dia thach mudi dinh duBng ho3ic m&t nghiéng ciia thach mudi
dinh dudng (5.3) dé thu dudc cac khudn lac tach biét tét. U cac dia da ciy (9.4.2) § 37 °C trong 24 h + 3 h.

St dung cac dich cdy tinh khiét nay dé khing dinh sinh hoa.
9.5.3 Cac phép thir nhan dang gia dinh
9.5.3.1 Phép thir phan (g oxidaza

Dung vong Idy mau, que thing bang platin iridi hoic dda thuy tinh, 15y mét phan dich cay tinh khiét tir
thach mudi dinh dudng (9.5.2) va cay vach Ién gidy loc da 1am &m bing thudc thi oxidaza (5.4), hoac
sU dung loai c6 ban s&n, theo chi dan clia nha san xuat. Khéng stf dung véng Idy mau bing niken-crom
hoac que bang kim loai. Phép thir dudc coi la duong tinh néu mau chuyén sang mau tim hoa ca, mau
tim ho#c tim sam trong 10 s.

12
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9.5.3.2 Kiém tra bing kinh hién vi
P&i vai mdi dich cdy tinh khiét thu dugc trong 9.4.2, tién hanh kiém tra theo a) va b) nhu sau:

a) Chuin bi mang dé nhuém Gram [xem TCVN 6404 (ISO 7218)]. Sau khi nhudém, kiém tra hinh thai
va phan (g Gram béng kinh hién vi va ghi lai két qua.

b) Cay vao 6ng dung dung dich nudc pepton mudi kiém (ASPW) (5.1). U & 37 °C trong khodng ti 1 h dén
6 h. Cho mét giot dich cdy 1én phién kinh sach, day lam men va kiém tra tinh di ddng dudi kinh hién vi.
Ghi lai cac 6ng cho két qua duong tinh vé tinh di ddng.

9.5.3.3 Chon dich cdy dé thir sinh hoa

Gilf lai cac khudn lac duong tinh oxidaza va am tinh Gram cho két quad duong tinh vé tinh di dong dé
khang dinh sinh hoa.

9.5.4 Khing djnh sinh hoa

9.5.4.1 Yéu cdu chung

Diing que cdy vong, cdy timg dich cdy thu dugc tif cac khuén lac dudc gilf lai trong 9.5.3.3 vao méi
trudng quy dinh trong 9.5.4.2 dén 9.5.4.8.

9.5.4.2 Thir nghiém trén thach TSI (5.5)

Cay dam sau xudng day 6ng thach va céy ria theo m3t nghiéng clia thach. U d 37 °Ctrong 24 h + 3 h.
Dién gidi cac phan (ng nhu sau:

a) Quan sat & day cot thach

- mau vang: dudng tinh glucoza (lén men glucoza);

- mau db hoac khéng déi mau: am tinh glucoza (khong Ién men glucoza);

- mau den; sinh khi hydro sulfua;

- ¢0 bot ho3c ran nitt; sinh khi tir glucoza

b) Quan sat trén mat nghiéng cua thach

- mau vang: duong tinh lactoza va/ho#c sacaroza (stf dung lactoza va/ho#c sacaroza);
- mau dd ho3c khong ddi mau: am tinh lactoza (khéng st dung lactoza hoac sacaroza);

Céc phan img dién hinh clia V. vulnificus va V. fluvialis (g vdi cdy bé mat nghiéng axit (mau vang) va
céy dam sau axit (mau vang) ma khong sinh hydro sulfua hoac khi.

13



TCVN 7905-2:2008

Cac phan (mg dién hinh cla V. mimicus (mg vdi cdy bé mat nghiéng kiém (mau dd) (ddi khi bé mat
nghiéng axit: mau vang) va cdy dam sau axit (mau vang) ma khdng sinh hydro sulfua hoac khi.

9.5.4.3 Phat hién ornithin tich nhém cacboxyl (decarboxylaza)

Cay dung dich mugi 16ng (5.6) ngay dusi bé mat. Thém khoang 1 mi ddu khoang v tring 1én mat moi
truong. U3 37°Ctrong 24 h + 3h.

Sau khi i ma th&y duc hosc ¢6 mau tim chimg té phan img duong tinh [c6 vi khudn moc va cb su tach
nhém cacboxyl cia ornithin]. Mau vang chimg té phan (mg am tinh.

9.5.4.4 Phat hién L-lyzin tach nhém cacboxyl (decarboxylaza)

Céy dung dich mugi 16ng (5.7) ngay dudi bé mat. Thém khodng 1 mi ddu khoang vé triing lén mat méi
trudng. Ud37°Ctrong24 h + 3 h.

Sau khi i ma thdy duc ho#c cé mau tim chimg té phan img duong tinh [cé vi khudn moc va cb su tach
nhém cacboxyl ctia lyzin). Mau vang chimg t6 phan (ng am tinh.

9.5.4.5 Phat hién dihydrolaza arginin

Cay mai trudng dung dich mudi (5.8) ngay dudi bé mat. Thém khodng 1 ml ddu khoang v triing 1én
mat mai trudng. U & 37 °C trong 24 h + 3 h.

Sau khi I ma thdy duc ho3c c6 mau tim ching t phan ng duong tinh [c6 vi khudn moc va cb su
dihydrolaza arginin]. Mau vang ching t phan (ng am tinh.

9.5.4.6 Phat hieén p-galactoxidaza
Céy khudn lac nghi ngd vao 6ng nghiém chifa 0,25 ml dung dich mudi (5.12). Thém 1 giot toluen va I&c 8ng.
Bat 6ng vao ndi cach thuy (6.4) dé & 37 °C va dé yén khoang 5 min.

Thém 0,25 ml thu6c thir phat hién B-galactoxidaza (5.9) va tron. Dat 8ng vao ndi cach thuy dé & 37 °C,
dé yen trong 24 h + 3 h, kiém tra lién tuc.

Mau vang chiing té phan (ng duong tinh (c6 méat B-galactoxidaza). Phan (ng thudng xay ra sau 20 min.
Sau 24 h khong c6 mau chimg té phan {mg &m tinh.

Néu sir dung cac dia gidy ¢6 ban sén thi theo chi dan clia nha san xuét.

9.5.4.7 Phat hién indol

Céy cac khuan lac nghi ngd vao 8ng chifa 5 mi méi truting mudi trypton-tryptophan (5.10). U & 37 °C trong
24 h + 3 h. Sau khi 0, thém 1 ml thudc thir Kovacs.

14



TCVN 7905-2:2008

Viéc hinh thanh vong mau dé ching té phan (ng duang tinh (hinh thanh indol). Vong mau nau-vang
chimg td phan img am tinh.

9.5.4.8 Phép thir kha ning chju mn

Chudn bi mét day cac dung dich nudc pepton (5.11) véi ndng 86 mudi (NaCl) tang dan: 0 %, 2 %, 4 %, 6 %,
8% va 10 % (5.11).

Chudn bi huyén phl co khun lac can nhan dang va cdy nhe vao méi 6ng (bang mét vong cdy day).
Ua37°Ctrong24h+ 3h.

Néu quan sat thdy duc ching té vi khudn nghi ngd c6 thé phét trién vdi ndng dé natri clorua cé mét
trong 8ng dung nudc pepton mudi.

9.5.4.9 Dién giai cac phép thr sinh hoa

Cac loai Vibrio spp. c¢6 khd nang gay bénh duting rudt thudng cho cac phan (ng nhu trong Bang 1. Cac
phan (mg clia V. cholerae va V. parahaemolyticus dugc néu trong TCVN 7905-1:2008 (ISO/TS 21872-1),
cling thuding thdy cb vi ching cé thé duge phan 1ap khi sif dung quy trinh néu trong tiéu chudn nay. Cac
phan (mg d&i véi V. hollisae khong thdy co vi khong chic chén riing cac chiing clia loai nay cb thé phat hién
dugc bing cac quy trinh db.

Bang 1 - Dién giai cac phép thir sinh hoa

Phép thir V. cholerae® | V. mimicus" | V.parahaemolyticus’ | V. vulnificus’ V. fluvialis*
Oxidaza + + + + %
Sinh khi (glucoza) - - - - =
Lactoza - = - + _
Sacaroza + - » _ +
oDC + + + + -
LDC + + + + -
ADH = = . - +
Thuy phan ONPG + + + +
Sinh indol + + + + b
Sinh truéng trong nudc
pepton vai

0 % NaCl + + - - =
2 % NacCl + + + + +
6 % NaCl . = + + +
8 % NaCl - = + = =
10 % NaCl - - - - -

® D&u + nghia 14 tir 76 % dén B89 % dudng tinh.
® Cac k&t qua dang tin cay
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CHU THICH Cac phan (ng néu trong Bang 112 dé huéng diin nhan dang cac loai da liét k&. Cac phép thir kidu
hinh bd sung I can thiét @& phan biét ddy dU gilta lodi nay véi loai khac va gilta cac loai cGa Vibrio khéng gay
bénh véi céc vi sinh vat &m tinh Gram 1én men khac nhu Aeromonas spp.

9.5.4.10 Khing dinh timg budc (néu can)

~ Thyc hién cac phép thir d€ kiém tra su phat trién trong dung dich nuéc mudi pepton 10 % (5.11). Tiép
tyc biing viéc khing dinh (cac phép thir khac) trén cac khudn lac cho thdy khong phat trién trong dung
dich nudc mudi pepton.

CHU THICH Neén cdy truyén vao dung dich nuéc mudi pepton 2 % hoac c&y truyén vao thach mudi dinh dudng
tai cing mot thai diém @& chdc chin ring vi khun “khong phat trién" trong dung dich nuéc mudi pepton 10 %
khéng phai vi dich cdy da héng.

9.5.5 Khing dinh viéc nhan dang béng sinh hoa

Viéc nhan dang bang sinh hoé clia Vibrio 1 rét kho, t6t nhat dé khdng dinh chinh xac cac chiing Vibro
c6 kha nang gay bénh dudng rudt bang cach gl dén phong thir nghiém chudn/chuyén dung.

D& van chuyén chiing, ciy vao bé mat nghiéng clia thach dinh dudng musi (5.3).
10 Biéu thi két qua

Theo dién giai cac két qua, ghi lai sy c6 mét hay khdng cé mét Vibrio. ¢ kha ning gdy bénh dudng
rudt c6 trong xg hoic xml san pham (xem TCVN 6404 (ISO 7218)], néu rd tén loai vi khun cb lién quan.
11 Béo cao thir nghiém

Bao céo thi nghiém phai ghi ré:

- moi thdng tin can thiét dé nhan biét ddy 4G vé mau thir;

- phuong phap I8y mau d4 s dung, néu biét;

- moi sai léch lién quan dén méi trudng tang sinh hoac diéu kién U da st dung;

moi chi tiét thao tac khong qui dinh trong tiéu chudn nay, ho3c tly y Iuta chon, cing vdi cac chi
tiét bat thudng khac cé thé anh hudng tdi két qua;

- cac két qua thir nghiém thu dudc;
Bdo cdo thir nghiém ciing phai néu rd két qua duang tinh cé thu duge hay khong khi s dung chi

mot méi trudng phan 1ap (5.2) khong duge quy dinh trong tiéu chudn nay.
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Phu luc A

{qui dinh)

So dd cach tién hanh

Tang sinh 1&n

thir nh4t

TaAng sinh I&n

thir hai

Nudc pepton mudi kiém d nhiét dd mai trudng
X g hodc X ml sdn phdm trong 9 x g hoic 9 x ml ASPW

0(9.2)trong6h+1hd37°C

)

1 ml dich cdy + 10 ml nuéc
pepton mudi kiém (9.3). G trong
18h+1hd37°C

Phan lap ldn
thir nh4t va lan

thir hai

a

Khéng dinh

Phan lap trén méi trudng 'ECBS va mdi trudng thach thd hai )
(tuy chon) (9.4.1). Utrong24 h+ 3 h d 37 °C

|

J

(9.5.2)

it nh&t 5 khudn lac dién hinh clia loai dich trén timg méi trudng;
néu it hon 5 khudn lac thi 14y t&t ca cac khudn lac ca lodi dich

!

Thach dinh dudng mudi.
Utrong 24 h+3h d37°C (9.5.2)

[ Khang dinh sinh ho

4 (9.5.3 hoac 9.5.41

[

Khéng dinh dac tinh gdy bénh bdi chuyé
gia/trung tam chudn (9.5.5)

]

[ Bigu thi két qua (diéu 10) J
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Phuluc B
(qui dinh)
Thanh phdn va cach chuan bj mai trudng nudl cay va thudc thir
B.1 Dung dich nudc pepton mudi kiém (ASPW)

B.1.1 Thanh phén

Pepton 2004
Natri clorua (NaCl) 20,0g
Nuéc 1000 ml

B.1.2 Chuan bj

Hoa tan cac thanh phan trong nudc béng cach dun néng, néu can. Chinh pH, sao cho sau khi kht triing 1a
8,6 £ 0,23 25°C, néu can.

Phan phéi méi truding véi cac lugng can thiét cho phép thir vao cac binh cau hodc éng c6 dung tich
thich hop (9.1 va 9.3.1). Kh tring 15 min treng ndi hdp ap luc & nhiét 46 121 °C,

B.2 Thach sacaroza, mat xitrat thiosulfat (TCBS)

B.2.1 Thanh phén

Pepton 1009
Dich chiét ndm men 509
Natri xitrat 10,0 g
Natri thiosulfat 100g
Sat (1) xitrat 1.0g
Natri clorua (NaCl) 10,09
Mat bo kho 80g
Sacaroza 20049
Bromothymol xanh 004g
Thymol xanh 0,049
Thach Tuy80gdén180g?
Nudc 1000 ml
* Tuy thude vao sifc dong cla thach, T
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B.2.2 Chuén bj

Hoa tan cac thanh phdn hodic mdi trydng hoan chinh khé trong nudc, dun dén sbi.

Chinh pH, dat 8,6 + 0,2 d 25 °C, néu can. Khéng hap ap luc.

B.2.3 Chudn bj c4c dia thach

Phan phdi céc ludng tir 15 ml dén 20 ml mai truding vifa mdi chudn bi va lam ngudi dén khoang 50 °C,
vao cac dfa Petri va dé yén cho dong dic.

Ngay truéic khi sir dung, lam khé cn than cac dia thach (t6t nhét 1a md ndp va Iat Gp dia) cho dén khi
maét thach kho.

B.2.4 Kiém chimg méi trudng
Xem ISO/TS 11133 vé cac hudng dan.

Thuc hién uéc tinh hiéu qua cla thach a8 dia di véi m&i mé TCBS sif dung thach dinh dudng mudi
(SNA) 1am méi truting so sanh va cac chiing sau day:

- V. parahaemolyticus: NCTC 10885,
- V. furnissii: NCTC 11218;
— Escherichia coli: ATCC 25922, 8739 ho&c 11775.

Hiéu qua thach dé dia ducc tinh bing cong thire sau day:

[N?( HY ® IDO]
N ANA
trong d6 N |a s6 luong khudn lac d&m duoc.

Hiéu qua thach dé dia phai it nhat la 50 % d8i véi mdi ching Vibrio (sinh vat kiém chimng duong tinh) va
it nhat 14 1 % d&i véi E. coli (sinh vat kiém ching am tinh). Cac khudn lac V. parahaemolyticus NCTC
10885 phai la mau xanh (am tinh sacaroza), trong khi d6 cac khudn lac V. fumissii va NCTC 11218 phai I3
mau vang (duong tinh sacaroza).
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B.3 Thach natri dodexy! sulfat B polymixin sacaroza (SDS)

B.3.1 Méi trudng co ban

B.3.1.1 Thanh phdn

Pepton proteoza 1009
Dich chiét thit bd 50¢
Sacaroza 150g¢
Natri clorua (NaCl) 2009
Natri dodexyl sulfat 109
Xanh bromothymol 0049
Do cresol 004¢g
Thach 1500¢g°*
Nudc cit 1000 ml
? Tuy thuéce vao siic dong ciia thach. -

B.3.1.2 Chuan bj

Hoa tan céc thanh phén trong nude. Chinh pH, dén 7,6 + 0,2 & 25 °C, néu can. Khif triing 15 min trong
ndi hap ap luc & nhiét d6 121 °C.

B.3.2 Dung dich polymixin B

B.3.2.1 Thanh phin

Polymyxin B sulfat 100 000 don vi

Nuéc 5ml

B.3.2.2 Chuin bj

Hoa tan thanh phén trén trong nudc. Loc dé khi triing.

B.3.3 Chuan bj méi trugng hoan chinh

Lam ngudi méi trudng co ban dén khodng 50 °C va thém 5 ml dung dich polymyxin B v6 triing. Tron k.
B.3.4 Chudn bj cac dia thach

Phan phéi cac lugng tir 15 ml dé€n 20 ml méi trudng vao cac dia Petri. D& cho bé mat thach kho

trude khi sif dung.
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B.3.5 Kiém chimg méi truéng
Xem ISO/TS 11133 vé cac hudng dan.

Thuc hién uéc tinh hiéu qué clia thach d8 dia déi vai méi mé SDS sir dung thach dinh dudng mudi
(SNA) 1am méi trudng so sanh va cac chiling sau day:

— V. vulnificus: NCTC 11067 (ATCC 29307);
~ V. cholerae khéng phai O1/khdng phai 0139:  NCTC 8042 (ATCC 14733);
— Escherichia coli: ATCC 25922, 8739 ho#c 11775.

Hiéu qua thach d8 dia dudc tinh biing céng thirc sau day:

o)

SNA
trong d6 N la sé lugng khudn lac dém dugc.

.Hiéu qua thach d3 dia phai it nhat Ia 50 % d&i vai mbi chling Vibrio va nhd hon 1 % déi véi E. coli.
Cac khudn lac V. vulnificus NCTC 11067 phai la mau xanh/tia cé qudng mé duc bao quanh, trong
khi dé cac khudn lac V. cholerae NCTC 8042 phai la mau vang cé quing md duc bao quanh.

B.4 Thach colistin polymyxin xellobioza (CPC)
B.4.1 Dung dich 1

B.4.1.1 Thanh phin

Pepton ding cho vi khuin hoc 10049
Dich chiét thit bd 50g
Sét xitrat 0,10g
Natri clorua (NaCl) 20,09
Xanh bromothymol 004g
Bda cresol 0049
Thach 150¢g
Nudc cat 900 ml

B.4.1.2 Chuin bi

Hoa tan cac thanh phén trén trong nudc. Chinh pH dén 7,6 + 0,2.
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Khir tring 15 min trong ndi hap ap Iuc & nhiét 6 121 °C. D& ngudi dén 50 °C.
B.4.2 Dung dich 2

B.4.2.1 Thanh phén

Xellobioza 1509
Colistin 1360 000 don vi
Polymixin B 100 000 don vi
Nuéc cat 100 ml

B.4.2.2 Chuan bj

Hoa tan xellobioza trong nudc c&t biing cach dun néng nhe. D& ngudi, sau dé thém chat khang sinh.
Loc dé khirtring.

B.4.3 M&i trugng hoan chinh

Cho (100 ml) dung dich 2 va o (900 ml) dung dich 1 va tron.

B.4.4 Chuin bj cac dia thach

Phan phdi cac ludng 20 mi mdi trudng vao cac dia Petri. D& cho bé mat thach khé trudc khi sif dung.
B.4.5 Kiém chimg méi trudng

Thuc hién udc tinh hiéu qua clia thach d8 dia ddi véi d6i véi méi mé CPC sif dung thach dinh dudng
mudi (SNA) lam méi trudng so sanh va cac chiing sau day:

— Vbrio vuinificus: NCTC 11067 (ATCC 29307),
— Vibrio cholerae khang phai O1/khdng phai 0139: NCTC 8042 (ATCC 14733);
- Escherichia coli: ATCC 25922, 8739 hoac 11775.

Hiéu qua thach dé dia dugc tinh bang cong thic sau day:

[Nm x 100]
Nsna

trong d6 N 1a s6 lugng khusn lac dém dugc.

Hiéu qua thach d8 dia phai it nhat Ia 50 % déi vai méi chling Vibrio va nhé hon 1 % d&i vdi E. coli.
Cac khuan lac V. vulnificus NCTC 11067 phai la mau vang cé quang mau vang bao quanh trong
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méi trudng, trong khi d6 cac khudn lac V. cholerae NCTC 8042 phai la mau dé tia c6 quang dd tia

bao quanh trong mai trudng.

B.5 Thach colistin polymyxin xellobioza cai bién (mCPC)

B.5.1 Dung dich nhudm gdc 1000 X

B.5.1.1 Thanh phdn

Xanh bromothymol

Bé cresol

Etanol, 95 %

4049
409

100 ml

B.5.1.2 Chuén bj

Hoa tan cac thudc nhudm vao etanol d& cho dung dich gdc 4 % (khdi lugng bing thé tich).

Cho 1 ml dung dich nay vao 1 | thach mCPC dé thu dugdc ndng do cudi cling 1a 40 mg xanh bromothymol

va 40 mg dd cresol trén lit.
B.5.2 Dung dich 1

B.5.2.1 Thanh phdn

Pepton

Dich chiét thit bd

Natri clorua (NaCl)

Dung dich thudc nhudm géc 1000 X
Thach

Nuéc cat

0g
59
209
1ml
159
900 ml

B.5.2.2 Chuan bj

Trén céac thanh phén trén va chinh pH dé&n 7,6. Bun s6i d& hoa tan thach. Lam ngudi dén khoang 50 °C.

B.5.3 Dung dich 2

B.5.3.1 Thanh phén

Xellobioza
Colistin
Polymyxin B
Nudc cat

10g

400 000 don vi
100 000 dan vi
100 mi
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B.5.3.2 Chuan bj

Hoa tan xellobioza trong nudc c4t bling cach dun néng nhe. D& ngudi dén khoang 50 °C.
B3 sung cac chat khang sinh va tron.
B.5.4 M0i trudng hoan chinh

B.5.4.1 Thanh phin

Dung dich thudc nhuém gé¢ 1 000 X 1ml
Dung dich 1 900 mi
Dung dich 2 100 mi

B.5.4.2 Chuan bj
Cho dung dich 2 vao dung dich 1 va trén.

Cho 1 ml dung dich nay vao 1| thach mCPC @€ thu dugc ndng dd cudi cling 1a 40 mg xanh bromothymol
va 40 mg dé cresol trén lit,

B.5.5 Chuan bj céc dia thach
Phan phdi cac lugng 20 ml méi trudng vao cac dia Petri. D€ cho bé mit thach khd trudc khi sif dung.

B.5.6 Kiém chimg mdi trudng

Thyc hign uéc tinh hiéu qua clia thach d8 dia déi vai m&i mé CPC sl dung thach dinh dudng mudi
(SNA) lam méi truding so sanh va cac chiling sau day:

- V. vulnificus: NCTC 11067 (ATCC 29307);
- V. cholerae khong phai O1/khong phai 0139:  NCTC 8042 (ATCC 14733);
~ Escherichia colf. ATCC 25922, 8739 hoac 11775,

Hiéu qua thach a8 dia dugc tinh bing cong thifc sau day:

[NmCPC x 100]

Nsna

trong dd N 12 s& lugng khudn lac dém duogc.

Hiéu qua thach d8 dia phai it nhat 1a 50 % d8i vai mdi chliing Vibrio va nhd hon 1 % d8i véi E. coli.
Cac khudn lac V. vulnificus NCTC 11067 phai la mau vang cé quing mau vang bao quanh trong
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méi trudng, trong khi do cac khuan lac V. cholerae NCTC 8042 phai la mau db tia cé quing do tia
bao quanh trong méi trudng.

B.6 Thach dinh dugng musi (SNA)

B.6.1 Thanh phin

Dich chiét thit 509
Pepton 30g
Natri clorua (NaCl) 10,0g
Thach Tu8gdaén18g*
Nudc 1 000 ml
* Tuy thudc vao sirc ddng ciia thach.

B.6.2 Chuin bj

Hoa tan cac thanh phan khd hosic madi trudng hoan chinh khé trong nuéc, bang cach dun néng, néu
can. Chinh pH, sao cho sau khi kh{ triing 14 7,2 + 0,2 § 25 °C, néu cén.

Chuyén méi trutng nay vao cac vat chifa cé dung tich thich hgp. Khif triing 15 min trong ndi hép ap luc
& nhiét do 121 °C.

B.6.3 Chudn bj cac dia thach clia méi trudng thach dinh dudng mudi

Phan phéi cac Iugng tir 15 ml dén 20 mi mai trudng, lam ngudi dén khoang 50 °C, vao céc dia Petri va
dé yén cho déng dic.

Ngay truéc khi st dung, lam khé cdn than cac dia thach (16t nhat 1a md ndp va lat Up dra) cho dén khi
mat thach kho.

B.6.4 Chuan bj cac ong thach nghiéng

Phan phdi khoang 10 ml méi trudng d3a lam ngudi dén khodng 50 °C vao cac dng cd dung tich thich hdp.
Pé nghiéng &ng cho dong dic.

B.7 Thudc thir phat hién oxidaza

B.7.1 Thanh phin

N,N,N'N’ -Tetrametyl-p-phenylendiamin dihydroclorua 10g
Nuéc 100 ml

B.7.2 Chuan bj

Hoa tan thanh phan trén trong nudc lanh ngay trudic khi s dung.
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B.8 Thach, sit, ba dudng va mudi (TSI)

B.8.1 M&i trudng cd ban

B.8.1.1 Thanh phin

Pepton

Dich chiét thit

Dich chiét ndm men
Natri clorua (NaCl)
Lactoza

Sacaroza

Glucoza

S&t (1) xitrat

B4 phenol

Thach

Nudc

20049
30g
304qg

1004

1004g

10049
10g
039

0,024 g
Tir80gdénig8g*
1 000 ml

* Tuy thude vao slc dong cla thach.

B.8.1.2 Chuan bj

Hoa tan cac thanh phan hoic méi trudng hoan chinh khé trong nudc, bang cach dun néng, néu can.

Chinh pH, sao cho sau khi khiftring §a 7,4 £ 0,2 & 25 °C, néu can.

Chuyén méi trudng nay véi cac lugng 10 ml vao cac 8ng cé dung tich thich hgp. Khit triing 15 min

trong ndi hdp ap luc d nhiét dd 121 °C.

Dé yén & tu thé nghiéng cho ddng dic, sao dé thu dugc khodng 2,5 cm chiéu sau 8ng.

Néu sau khi chudn bi, méi trudng dugc sif dung sau 8 ngay, thi phuc hdi méi trudng nay bing cach
lam tan chay trén ndi cach thuy hoic béng thdi hoi nudc tu do trong 10 min. Bé cho déng dac nhu
mo ta 4 trén.

B.9 Mbi trudng mudi dé phat hién Ornithin decarboxylaza (ODC)

B.9.1 Thanh phin

26

L-Ornithin

Glucoza

Nudc

Dich chiét ndm men

Bromocresol tia

Natri clorua (NacCl)

50g
30g
10g
0,015 ¢
10049

1000 mi
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B.9.2 Chuan bj

Hoa tan cac thanh phan trén trong nuéc bing cach dun néng, néu can. Chinh pH sao cho sau khi
khif tring 12 6,8 + 0,2 d 25 °C, néu can.

Phan phdi mdi truding nay vdi cc lugng tir 2 ml dén 5 ml vao cac 8ng hep. Khif triing 15 min trong ndi
h&p ap luc & nhiét do 121 °C.

B.10 M&i trugng mudi dé phat hién lysin decarboxylaza (LDC)

B.10.1 Thanh phdn

L-lysin monchydroclorua 5049
Dich chiét ndm men 30g
Glucoza 10g
Bromocresol tia 0,015 g
Natri clorua (NaCl) 10,0 g
Nuéc 1 000 ml

B.10.2 Chudn bj

Hoa tan cac thanh phéan trén trong nudc bang cach dun néng, néu can. Chinh pH sao cho sau khi
khiftring 12 6,8 + 0,2 4 25 °C, néu céan.

Phan phdi moi trudng nay vdi cac luong tir 2 ml dén 5 ml vao cac éng hep. Khif trung 15 min trong
ndi hap ap lyc & nhiét 4o 121 °C.

B.11 Mbi trudng mudi dé phat hién Arginin dihydroxylaza (ADH)

B.11.1 Thanh phdn

Arginin monohydra clorua 5049
Dich chiét ndm men 3049
Glucoza 1049
Bromocresol tia 0,015g
Natri clorua 100g
Nutc 1,000 mi
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B.11.2 Chuan bj

Hoa tan cac thanh phan trén trong nudc béng cach dun néng, néu cin. Chinh pH sao cho sau khi
khit tring la 6,8 + 0,2 & 25 °C, néu céan.

Phan phéi méi trudng nay vdi cac lugng tir 2 ml dén 5 mt méi truding nay vao cac 6ng hep. Khir tring 15
min trong néi hap ap Iuc & nhiét dd 121 °C.

B.12 Thudc thir phat hién p-galactoxidaza
B.12.1 Dung dich ONPG

B.12.1.1 Thanh phén

2-orto-Nitrophenyl-B-D-galactopyranosit (ONPG) 0,08 g

Nuéac 15 ml

B.12.1.2 Chuan bi
Hoa tan ONPG trong nudc d khoang 50 °C. Lam ngudi dung dich.
B.12.2 Dung dich dém

B.12.2.1 Thanh phén

Natri dihydro phosphat (NaH,PO,) 69g
Natri hydroxit (NaOH) (dung dich 0,1 molfl) X&p xi 3 ml
Nudc, lugng di cho thé tich cudi ciing 13 50 ml

B.12.2.2 Chuan bj
Hoa tan natri dihydro phosphat trong khoang 45 ml nudc trong binh dinh mic,

Chinh pH dén 7,0 + 0,2 & 25 °C béng dung dich natri hydroxit 0,1 mol/l. Thém nuéc dén 50 ml.

B.12.3 Thuédc thir hoan chinh

B.12.3.1 Thanh phén

Dung dich dém (B.12.2) 5 mi l

Dung dich ONPG (B.12.1) 15 mi |
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B.12.3.2 Chuan bj

Cho dung dich dém vao dung dich ONPG. Bao quén dung dich nay & nhiét 84 tir 0 °C dén 5 °C.
B.13 Mai trudng mudi dé phat hién indol

B.13.1 Méi trirang mudi tryptophan

B.13.1.1 Thanh phén

Sén phdm thuy phan casein b&ng enzym 1004g
DL-Tryptophan 10g
Natri clorua (NaCl) 10,0g
Nudc 1000 ml

B.13.1.2 Chuan bi

Hoa tan cac thanh phén trén trong nuéc bang cach dun néng, néu can va loc. Chinh pH sao cho
sau khi khif tring 14 7,0 £ 0,2 @ 25 °C, néu cén,

Phén phdi méi truting nay véi cac luong 5 ml mai tnfing nay vao cac 8ng cé dung tich thich hgp. Khit
tring 15 min trong ndi hdp ap luc & nhiét 46 121 °C.

B.13.2 Thudc thir Kovacs

B.13.2.1 Thanh phin

4-Dimetylaminobenzaldehyt 5g
Axit clohydric, p= 1,18 g/ml dén 1,19 g/ml 25 mi
2-Metylbutan-2-ol 75 mi

B.13.2.2 Chuin bj
Trdn cac thanh phan trén.
B.14 Dung dich nudc pepton mudi

B.14.1 Thanh phén

| Peplon 109
Natri clorua {NaCl) 0g,20g,60g,80ghoac100g
Nuéde 1000 ml
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B.14.2 Chuan bj

Hoa tan cac thanh phan trén trong nuéc béng cach dun néng, néu can. Chinh pH sao cho sau khi
khirtring 1a 7,5 £ 0,2 & 25 °C, néu can.

Phan ph&i mdi truing nay vao cac 8ng ¢ dung tich thich hap. Khir tring 15 min trong ndi hép ap luc &
nhiét d6 121 °C.

B.15 Dung djch natri clorua

B.15.1 Thanh phdn

Natri clorua (NacCl) 100g

Nuée : 1000 m!

B.15.2 Chuan bj

Hoa tan cac thanh phan trén trong nudc bang cach dun néng, néu can. Chinh pH sao cho sau khi
khirtrang 12 7,5 + 0,2 & 25 °C, néu cén.

Phan ph&i méi trudng nay vao cac dng ¢ dung tich thich hgp. Khir tring 15 min trong néi hap ap luc &
nhiét dé 121 °C.
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Thu muc tai liéu tham khao

{11 1SOITS 11133-1, Microbiology of food and animal feeding stuffs — Guidelines on preparation
and production of culture media — Part 1. General guidelines on quality assurance for the
preparation of culture media in the laboratory

[2] I1SO/TS 11133-2, Microbiology of food and animal feeding stuffs — Guidelines on preparation
and production of culture media — Part 2. Practical guidelines on performance testing of culture

media.
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