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TRUNG TAM KIEM PINH HANG HOA VNIQ

1. MUC PiCH

Quy trinh ndy quy dinh phuong phap phat hién vi khuin Salmonella spp.
2. PHAM VI AP DUNG

Quy trinh nay ap dung cho:
- C4c san phdm thyuc phim diing cho ngudi va thirc an chin nudi.
- Thyc pham chire ning, thuc phdm bd sung, thuc phim bao vé stc khée.
- Cac mAu mdi trudng trong khu vyc san xuét, ché bién thuc phim; dung cu, vit liéu
bao géi, chira dung ti€p xic véGi thuc pham.
3. TAI LIEU THAM KHAO
- ISO 6579-1: 2017: Microbiology of the food chain - Horizontal method for the
detection, enumeration and serotyping of SalmonellaPart 1: Detection of Salmonella
Spp-
- ISO 6579-1: 2017/Amd.1:2020 (E): Microbiology of the food chain - Horizontal
method for the detection, enumeration and serotyping of Salmonella - Part 1: Detection
of Salmonella spp. - Amendment 1: Broader range of incubation temperatures,

amendment to the status of Annex D, and correction of the composition of MSRV and
SC.

- TCVN 10780-1: 2017: Vi sinh vét trong chudi thuc phdm - Phuong phép phat hién,
dinh luong va xéc dinh typ huyét thanh cia Sal/monella - Phan 1: Phuong phéap phat hién
Salmonella spp.

4. THUAT NGU, PINH NGHIA VA CHU VIET TAT

4.1. Thuat ngit, dinh nghia

- Salmonella: Cac vi sinh vét hinh thanh c4c khuan lac dién hinh hoic khuén lac it dién
hinh trén méi trudng dic chon loc va c6 cic dic diém vé sinh hoa va huyét thanh duge
md ta khi tién hanh céc thir nghiém theo tiéu chuan nay.

- Phat hién Salmonella: Viéc xé4c dinh Salmonella, trong mot khbi lwong hodc thé tich
cu thé ciia san phdm hoic dién tich bé mit hodc vat thé (vi du: céc thi boc ling), khi tién
hanh cac thir nghiém theo ti€u chuan nay.

4.2. Chir viét tit

- BPW: nuéc dém peptone (Buffered Peptone Water)

- RVS: méi truong RVS (Rappaport Vassiliadis Soya Broth)

- MKTTn: méi truong MKTTn (Muller-Kauffmann Tetrathionate Novobiocin)

- XLD: thach chon loc XLD (Xylose Lysin Deoxycholate)

- HE: thach chon loc HE (Hektoen Enteric)

- TSA: thach dinh dudng TSA (Tryptone Soya Agar)

5.NQI DUNG
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5.1. Nguyén tic
5.1.1. Nguyén tic chung

Viéc phat hién Salmonella cin qua bbn giai doan ké tiép nhau.

Chii thich: Salmonella cé thé c6 mdt véi s6 lwong nhé va thieong kém theo mét luong
khd I6m cde vi sinh vdt thuc ho Enterobacteriaceae hodc cdc ho vi khudn khdc. Do do,
cdn tang sinh so b dé dam bdo phdt hién mét lwong nho Salmonella hodc Salmonella
bi ton thuong thuc thé.

5.1.2. Téng sinh so by trong moi truong long khong chon loc

Céy phan mAu thir trong BPW & nhiét d6 phong, sau d6 & & nhiét do tir 34°C dén
38°C trong 18 gio.

Péi vé6i cac lugng miu thir 16m (vi du: 1L hodc nhiéu hon), nén 1am 4m nuéc dém
peptone & nhiét 4o tir 34°C dén 38°C trudce khi trdn véi phan mau thir.
5.1.3. Tdang sinh trong/trén moi trwong chon lgc

Céy dich ting sinh thu dugc trong 4.2 vao moéi truong RVS va méi truong MK TTh.

Moi trudong RVS duge 0 & 41,5°C trong 24 gio va canh thang MKTTn dugc 0 &
34°C - 38°C trong 24 gid.

Déi v6i mot sb san phém 6 thé cn 1 moi truong tdng sinh chon loc thém 24 gio.
5.1.4. Nuéi cdy trén méi truwong dic chon lpc

Céy dich ting sinh thu duoc trong 5.1.3 vao hai mdi trudng dic chon loc:

- Thach XLD.

- Thach HE.

Thach XLD dugc 0 & 34°C - 38°C va dugc kiém tra sau 24 git. Moi truong thach
chon loc thir hai HE dugc 0 & 34°C - 38°C va dugc kiém tra sau 24 gio.
5.1.5. Khing dinh

Céc khuin lac Salmonella gia dinh dugc ciy truyén va dugc khing dinh dé nhan
dang ching bang cac phép thi sinh hoa va huyét thanh thich hop.
5.2. M6i trrdmg nudi cy, thudc thir va khiang huyét thanh

Thanh phan va viéc chun bj thubc thir va méi trudng nubi céy dugc thyc hién theo
huéng din VNIQ.B.HD12 va/hoic theo huéng dan clia nha san xuit bao gém céc moi
truong thudce thir chinh:

- bém peptone BPW (Buffered Peptone Water)

- Méi truong RVS (Rappaport Vassiliadis Soya Broth)

- Méi truong MKTTn (Muller-Kauffmann Tetrathionate Novobiocin)
- Thach XLD (Xylose Lysin Deoxycholate)

- Thach HE (Hektoen Enteric)

- Thach TSA (Tryptone Soya Agar)
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- Khang nguyén O, H, Vi

- Thach TSI (Tripple Sugar Iron)

- Thach Ure (Urea agar)

- Mbi truong LDC, P — galactosidase, Indol.

Viéc thir nghiém hiéu niing méi trudng thude thir dugce thure hién theo quy dinh ctia
tiéu chudn tham chiéu va TCVN 8128 (ISO 11133). Chi tiét tai huéng dan
VNIQ.B.HD12.

5.3. Thiét bj va dung cu

- May dbng nhit miu

- T sdy, c6 thé van hanh & nhiét d6 tir 25°C dén 50°C

- Nbi khtr tring

- T 4m 41,5 + 1°C, 37 £ 1°C, 35 £ 1°C, 36 + 2°C

- Bé cach thuty, nhiét do cai dit tai 34°C - 38°C, 37 + 1°C, 45 £ 1°C

- Ong nghiém dung tich 16 mm>160 mm va 20 mmx200 mm

- Binh thay tinh dung tich 250 mL, 500 mL

- Ong dong, dung tich tir 50 mL dén 1000 mL

- Céc dia petri bing thuy tinh hodc nhya dudng kinh 90 mm — 100 mm

- Que ciy 1am bang platin/ niken/crom hoic que ciy vong sir dung mot 1an. Co duong
kinh khoang 3 mm (dung tich 10 pL) va dung tich 1 pL.

- Céc pipet chia d6 xa hét, dung tich 1 mL va 5 mL, c¢6 vach chia tuong tmg 12 0,1 mL
va 0,5 mL

- My do pH c6 thé doc chinh xéc t6i 0,01 don vi pH & 25°C va c6 thé do chinh xac dén
+ 0,1 don vi pH

- Kinh hién vi

- Tu lanh, nhiét d¢ cai dat tai 5 + 3°C

5.4. Céc buéec tién hanh

5.4.1. Phin miu thir va huyén phi ban diu

Viéc chuén bi miu thir theo cac phan thich hgp ctia TCVN 6507 (ISO 6887), hodc
TCVN 8129 (ISO 18593) hoic tiéu chuan riéng cho san phdm twong tmg. Chi tiét tai
huéng ddn VNIQ.B.HDO04. Néu chua c6 tiéu chuén riéng hoic yéu cdu dong nhit khac
so v&i cac tiéu chuin & trén thi cac bén lién quan ty thod thuan véi nhau vé vén dé nay.

Dé chudn bj huyén phii ban dau, trong truong hop chung, sir dung moéi tredng tang
sinh so by nudc d€m BPW lam dich pha loang. Lam 4m trude nuée dém BPW dén nhiét
d6 phong trude khi str dung.

Nhin chung, b6 sung mdt luong phan mau thir (khdi lugng hodc thé tich) vao mot
luong BPW (khdi luong hoic thé tich) dé thu dugc dd pha loding mudi 1an. Dé thuc hién
diéu nay, tron 25 g phin miu thir véi 225 mL BPW.
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Péi voi cac san phdm cu thé, xem cac quy trinh quy dinh trong TCVN 6507 (ISO
6887) (tht ci cac phan).

Phuong phép niy da dugc danh gia xac nhan trén phin mau thir 25 g (mL). C6 thé
str dung phan mau thir nhé hon ma khong cin phai danh gia/kiém tra x4c nhan bd sung
v6i didu kién van duy tri cing mét ty 1¢ gitra phin miu thir véi canh thang ting sinh
(ting sinh so bd). C6 thé sir dung phan mAu thir 16n hon phan mau thir d4 duwgc dénh gia
xac nhan ban d4u néu viéc danh gia/kiém tra xac nhén cho thy khong anh huéng x4u
dén viéc phat hién Salmonella spp.

Chu thich 1: Viéc ddanh gid xdc nhdn co thé thiee hién theo cdc phcin twong ung cua
ISO 16140. Viéc kiém tra xdc nhdn cdec méu gop co thé thuc hién theo Phu luc D cua
1SO 6887-1:2017.

Doi véi che lwgng Iom (vi du: 1 L hodc nhiéu hon), nén lam édm truée neée dém
pepton 6 nhiét dg tir 34°C dén 38°C trude khi trén véi phdn mdu thit.

Chil thich 2: Khi can kiém tra nhiéu hon mot phan mdu thir 25 g tir 16 san phdm
thwc phdm xdc dinh va khi ¢é bang chiing cho thdy viéc gdp cdc phdn mdu thir khong
dnh hwéng dén két quad ciia thie phiam cu thé do, c6 thé gop cdc phan méu thir. Ti hong
tin thém vé gép cdc mdu ciing nhi quy trinh kiém tra dnh hwéng cia viéc gop lén do
nhay cua phwong phdp xem ISO 6887-1:2017.

5.4.2. Ting sinh so by khong chon loc

U huyén phii ban dau (5.4.1) & nhiét do tir 34°C dén 38°C trong 18 + 2 gid.

Cho phép bao quan mau ting sinh so bo sau khi & c6 thé bao quéan & 5°C tbi da 72
gio.

5.4.3. Ting sinh chon lgc
5.4.3.1. Yéu cdu chung

Pé mdi trudng tang sinh chon loc, canh thang RVS v canh thang MKTTn cén
b?lng dén nhiét d6 phong néu trude do duge bao quan & nhiét d thép hon.

Giam thiéu viéc chuyén céac vit li€u dang hat tir m6i trudng téng sinh so bd sang
mdi trudng tang sinh chon loc.

Sau khi u, cho phép bao quan mdi trudng tang sinh so bd & 5°C trong ti lanh tbi
da 72 gio.
5.4.3.2. Quy trinh dbi véi cdc méu thwe phim, thirc dn chéin nuéi va mu moi truong
tiv khu viee ché bién thiec phim

Chuyén 0,1 mL dich cy tang sinh thu dugc trong 5.4.2 vao éng chira 10 mL méi
truong RSV,

Chuyén 1 mL dich cdy thu dugc trong 5.4.2 vao dng c¢6 chira 10 mL méi trudng
MKTTn.

U canh thang RVS d3 cy & 41,5°C trong 24 gio £ 3 gid.
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U canh thang MKTTn da cdy & khoang nhiét do tir 34°C dén 38°C trong 24 =+ 3
gio.

Trong céc san phim sira bot va phomat, Salmonella cé thé b tén thuong dén chét.
U tiép mdi trudng ting sinh chon loc tir cac san phim nay thém 24 + 3 gio.

DPéi v6i mot sb san phém khéc, vi du: khi nghién ctru cac mau giy ngd doc, viée @
thém nay hét strc cén thiét.

5.4.4. Nuéi cdy trén méi trwong thach chon loc
5.4.4.1. Yéu cau chung

Tir dich cdy tang sinh chon loc (5.4.3), cdy vao hai méi trurdmg thach phén 1ap chon
loc. Mdi trudng phan 1ap thir nhét 13 thach Xylose Lysine Deoxycholat (XLD). Mdi
treong phan 14p tha hai do phong thir nghi€ém tu chon.

Viéc chon mdi trudng dia thach chon loc thlr hai bd sung cho thach XLD va dua
vao céc dic tinh chin doan khong gidng véi thach XLD tao thudn tién cho viée phat
hién, vi du Salmonella duong tinh lactose hodc 4m tinh H>S.

Dé cac dia thach XLD va méi trub’rig dia thach chon loc thir hai can béng dén nhiét
d6 phong néu trude d6 dugc bao quan & nhiét do thap hon. Néu cén, 1am kho bé mit cac
dia thach truéce khi sir dung [xem TCVN 8128 (ISO 11133)].
5.4.4.2 Quy trinh doi véi cdc miu thwe phdm, thirc dn chdn nudi va mau moi truong
tir khu vuc ché bién thuc phim

Tir dich cdy thu dugc trong canh thang RVS (5.4.3.2), cdy mét vong 10 pL 1én bé
mit dia thach XLD sao cho thu duoc cac khuén lac riéng ré&. Thuc hién tuong ty véi moi
truong dia thach chon loc th{ hai.

Tir dich cdy thu dugc trong méi trudong MKTTn (5.4.3.2), cdy mot vong 10 pL 1én
bé mit dia thach XLD sao cho thu dugc cc khuén lac riéng ré€. Thyc hién tuwong ty véi
modi truong dia thach chon loc thit hai.

Chit thich 1: Dé thu dwoc cée khuan lac riéng ré, co thé sir dung cdc dia Petri kich
thude Ion (dwong kinh khodng 140 mm) dung moi truong thach chon loc hodic dung hai
dia kich thucc trung binh (dwong kinh khodng 90 mm).

Lat Gp céc dia XLLD vau ¢ 34°C dén 38°C trong 24 + 3 gio.

U méi truong dia thach chon loc thir hai theo huéng din cia nha san xuét.

Néu moi truong tang sinh chon loc da v thém 24 gid thi thuc hién quy trinh nubi
cdy trén thach chon loc twong ty nhu md ta & trén.

Céc khuén lac Salmonella dién hinh phat trién trén thach XLD c¢6 tdm mau den va
ving ngoai c6 mau dé nhat trong sudt do sy d6i mau cia chét chi thi.

Chii thich 2: Trén dia thach XLD cdc bién thé Salmonella am tinh H:S phét trién c6
khudn lac mau héng voi tdm mau hong dam, Salmonella dwong tinh lactose ¢6 khudn
lac mau vang, c6 hodc khéng coé tdm mau den.
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Sau mot khoang thdi gian 0 thich hop kiém tra méi trudmg dia thach chon loc thir
hai vé& su ¢6 mat cta cac khuan lac ¢6 cac dic trung dién hinh c6 thé coi 12 Salmonella
gia dinh.

5.4.5. thmg dinh
5.4.5.1. Yéu ciu chung

Viéc két hop cac két qua thir nghiém sinh hoéa va huyét thanh cho thdy vi khuén
phan 1ap dugc c6 thude chi Salmonella hay khong. Dé nhan dang céc chung Salmonella
cin x4ac dinh ddy du typ huyét thanh. Huéng din xac dinh typ huyét thanh duoc quy
dinh trong TCVN 10780-3 (ISO/TR 6579-3).

Péi voi mot sé moi trudng khing dinh c6 thé sir dung cac ché phdm c6 ban sin
thay thé dé khing dinh sinh héa ddi véi Salmonella. Cho phép sir dung cac ché phdm
nay néu hiéu ning clia viéc khéng dinh sinh héa dbi v6i Salmonella duoc kiém tra xé4c
nhén truée khi st dung.

Pé phan biét rd cac phan tng sinh hoa 4m tinh va duong tinh, nén kiém tra xac
nhan céc phan mg ciia mdi trudng ddi véi timg phép thir sinh héa bing cac ching kiém
ching 4m va kiém chung duong dic trung.

Chu thich 1: Viéc nhdn dang cdc khudn lac Salmonella can c6 nhiéu kinh nghiém
vi hinh dang bén ngoai ciia chiing c¢é thé khdc nhau khéng chi tir serovar nay dén serovar
khdc ma con tir mé nay dén mé khdc ciia moi truong nudi cd’y chon loc dwoc sit dung.

Néu thz‘iy dang tin cay, co thé sir dung cac bd thir nhan dang c6 ban sin dé kiém tra
sinh héa Salmonella (xem TCVN 6404 (ISO 7218)].

Chii thich 2: C6 thé sir dung cdc quy trinh thay thé d@é khing dinh Salmonella spp. Néu
cdc quy trinh nay da duoc kiém tra xdc nhdn sy phit hop [xem TCVN 6404 (ISO 7218)].
5.4.5.2. Chon khudn lac dé khing dinh

Panh diu cac khuén lac nghi ngd trén mdi dia (5.4.4). Chon it nh4t mot khuan lac
dién hinh hozc nghi ng dé cdy truyén va khing dinh. Néu khudn lac ndy 4m tinh thi
chon nhiéu hon bén khuén lac nghi ngd dé chéic chén ring cac khuin lac nay da dugc
ciy truyén trén hdn hop cac méi trudmg phén 1ap/méi truomg tdng sinh chon loc khac
nhau cho thdy cac khuin lac nghi ngor phat trién.

Céy ria céc khuén lac dugc chon trén bé mit moi truong thach khong chon loc da
duogc 1am kho trude, sao cho cac khudn lac phat trién riéng 1&. U céc dia da cdy & nhiét
do tir 34°C dén 38°C trong 24 + 3 gio.

Céach khac, néu c6 cac khudn lac riéng r& (nudi cdy thuin) trén moi truong dia thach
chon loc (5.4.4) thi c6 thé thuc hién khing dinh sinh hoa truc tiép v6i khuén lac riéng ré
nghi ng¢ tr moi truong dia thach chon loc. Sau d6 co thé thuc hién budc nudi céy trén
modi truong thach khong chon loc song song véi cac phép thir sinh héa dé kiém tra do
thudn cta khuén lac tir méi truong thach chon lgc.

Sir dung cac chiing cy thuin dé khing dinh bang phép thir sinh héa va huyét thanh.
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Chii thich: Déi véi muc dich nghién ciku dich té hoc hodc diéu tra céc vu dich bing phét,
viéc khcfng dinh thém cdc khudn lac 6 thé hivu ich, vi du: ndm khudn lac dién hinh hodc
nghi ngo tir mbi hon hop ciia méi truong ting sinh chon loc/méi trudng phan ldp.
5.4.5.3. Phép thir sinh hoa
5.4.5.3.1. Yéu céu chung

Céy vao mdi trudng khing dinh sinh héa timg khuin lac duoc ciy truyén tir cdc
khuén lac di chon trong 5.4.4 hodc 5.4.5.2. Dé khing dinh Salmonella spp., phai thyc
hién it nhit cac phép thir quy dinh trong 5.4.5.3.2 dén 5.4.5.3.4. Ciing c¢6 thé can thyc
hién céc phép thir quy dinh trong 5.4.5.3.5 va 5.4.5.3.6 khi cac phép thir khing dinh khac
khéng cho két qua rd rang.
7.5.3.2. Thach TSI

Céy ria trén bé mit nghiéng cua thach va cdy dam siu xudng day. U ¢ 34°C - 38°C
trong 24 + 3 gio.

Dién giai cac thay d6i trong méi trudng nhu sau:
a) Cdy dam sdu
- mau vang glucose duong tinh (1én men glucose);
- mau d6 hoac khong dbi mau glucose am tinh (khong 1én men glucose);
- mau den sinh Hydro sulfide;
- bot khi hodc nirt thach sinh khi tir glucose

b) Bé mdt nghiéng cia thach
- mau vang lactose va/hodc saccharose duong tinh (1€n men lactose va/hoic

saccharose)

- mau dé hodc lactose va saccharose &m tinh (khéng 1én men lactose hodc
khong doi mau  saccharose)

Phin 16m c4c ching cdy Salmonella dién hinh thé hién tinh kiém (mau do) trén bd
mdt nghiéng ctia thach va tinh acid (mau vang) cé sinh khi (bot khi), (véi khoang 90%
truong hgp) sinh Hydro sunfua (thach bi den) khi cdy ddm siu (xem Bang 1).

Khi Salmonella phan 1ap duoc duong tinh lactose, trén bé mit nghiéng cuia thach
TSI c¢6 mau vang. Do viy, viéc khdng dinh so by cac chung Salmonella khong chi dua
trén cac ket qua ctia phép thir trén thach TSI (xem 5.4.5.3.1).
CHU THICH: Méi trwong Kligler-Hajna cho cdc két qud twong tu nhu thach TSI.
5.4.5.3.3. Thach uré

Céy ria trén bé mit nghiéng cta thach. U & 34°C - 38°C dén tdi da 24 gio.
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Néu phan tmg duong tinh thi uré dugc phan giai thanh amoniac, 1am phenol dé
chuyén thanh mau hdng va sau d6 chuyén thanh mau d6 anh dao sim. Phan ung thudng
xuat hién sau 2 gid dén 4 gio.

Céc chung ciy Salmonella dién hinh khéng phan giai urea, do d6 thach urea sé
khong d6i mau (xem Bang 1).
5.4.5.3.4. Méi truong L-Lyzin Decarboxylation (LDC)

Céy ngay phia dudi bé mit cia mdi trudng 1éng. U & 34°C - 38°C trong 24 + 3 gid.

Mdi trudng duc va c6 mau d6 tia sau khi 0 cho thiy phéan tng duong tinh. Mau
vang cho thdy phan tmg am tinh.

Phén Ién cac ching cdy Salmonella dién hinh c6 phan img LDC duong tinh (xem
Bang 1).
5.4.5.3.5. Phat hién f-galactosidase (tuy chon)

Phép thir B-galactosidase c6 thé duoc sir dung dé phan biét cac Salmonella enterica
phén lodi arizonae va diarizonae va c4c loai khic trong ho Enterobacteriaceae (tht ca
déu cho phan tng duong tinh) véi cdc phan loai khac clia Salmonella enterica (nhin
chung cac phén loai nay déu cho phéan tng 4m tinh, xem Béng 1).
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Y

A

Lyzin da khtr

nhém + 98 - 0 + 95 + 100 + 95 + 95 + 95
cacboxyl

Phan 1 -

antmg - 0 i i . <10 - <10 - o
galactosidase

Sinh indol - 0 - 1,2 - 1,2 - 1,2 - 1,2 - 1,2 - 1

° Ty 1¢ phén trim ching t6 khong phai tat ca cac serovar Salmonellla phan 13p dugc déu cho phan tmg + hodc -. Céc phan
ting ciing c6 thé khac nhau giita va trong céc serovar.

d Cot trng: khong c6 sén dir liéu v ty 1¢ phén tram.

¢ Salmonella Typhi 13 vi khuin ky khi.

'V 1a céc két qua bién thién.

¢ D¢ phan biét cAc loai Salmonella va cic phan lodi khac, xem TCVN 10780 (ISO/TR 6579-3)24.

" Céc Salmonella enterica phén lodi arizonae va diarizonae ludn cho phan tmg B-galactosidase dwong tinh. M6t sé ching
Salmonella enterica phan loai arizonae va diarizonae c6 thé 1én men lactose.
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Hién c6 mot s6 quy trinh thye hién phép thir B-galactosidase. Vi du nhu sau:

Hoa mét vong que cdy day khuan lac nghi ngd vao mot éng c6 chira 0,25 mL dung
dich nudéc muoi.

Thém mét giot toluen va lic éng. Pat dng vao trong ndi cach thuy cai dat ¢ 34°C -
38°C va d vai phut (khoang 5 phut). Thém 0,25 mL thudc thir d& phat hién p-
galactosidase va tron déu.

Dit lai dng vao ndi cach thily cai dat & 34°C - 38°C va dé t6i 24 gio.

Mau vang cho thay phan (mg dwong tinh. Phan tng thudng xuét hién sau 20 phut.

Néu sir dung céc dia gidy d4 chuin bj sin dé phat hién p-galactosidase thi thuc hién
theo hudng dan ctia nha sdn xuat.

5.4.5.3.6. Méi truweong thwr phan vmg indol (tuy chon)

Phép thir indol c6 thé dugc sir dung khi cin phén biét Salmonella (thudng phan
Urng 4m tinh indol, xem Bang 1) v6i Escherichia coli va Citrobacter (ca hai phan g
duong tinh indol) vi céc vi sinh vat nay c6 thé cho cic phan tng dién hinh trén moi
truong phén 18p Salmonella.

Céy khuén lac nghi ngd vio éng chira 5 mL mdi trudng trypton/tryptophan.

U & 34°C - 38°C trong 24 + 3 gid. Sau khi 1, thém 1 mL thuc thir Kovacs.

Sw xuét hién mot vong mau dé (16p bé mit) chimg té phan ing duong tinh va mot
vong mau nau vang (16p bé mat) chimg td phan tmg am tinh.
5.4.5.4. Phép thir huyét thanh
5.4.5.4.1. Yéu céu chung

Céc khuén lac thudn (5.4.5.2) cho thiy cic phan tng sinh héa dién hinh déi véi
Salmonella (5.4.5.3) dugc thir nghiém tiép dé phat hién su c6 mit cia céc khang nguyén
Salmonella O va H (va cling nhu v6i khang nguyén Vi, tai nhitng noi dy kién c6 mat
Salmonella Typhi trong ngudn cung cip thyc phim) bang cach ngung két v6i khang
nguyén da gia trén lam kinh. Cac khuin lac thuén dugc nudi ciy trén moi treong thach
khong chon loc va dugc kiém tra kha ning ty ngung két. Loai bo céc chung tu ngung
két ma khong dugc thir nghiém tiép dé phat hién su c6 mit cia céac khang nguyén
Salmonella. St dung khang nguyén theo huéng din cua nha san xuét néu khac véi
phuong phap dugc moé ta dudi ddy dé phat hién sy c6 mit cia cac khang nguyén
Salmonella O va H (va véi ca khang nguyén Vi néu cin).

Céc phép thir sau day (5.4.5.4.2 dén 5.4.5.4.5) 1a yéu cau tbi thidu dé thir nghiém
huyét thanh cta Salmonella spp.

Huéng dan thém vé viéc khing dinh huyét thanh va xac dinh typ huyét thanh dugc
néu trong TCVN 10780-3 (ISO/TR 6579-3).
5.4.5.4.2. Loai b cdc chung tu ngung két

VNIQ.B.SOP(01 Lan ban hanh: 01 Ngay ban hanh: 21/07/2025 Trang: 13/15
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Cho mdt giot dung dich nuéc mudi 1én lam kinh thiy tinh sach. Dang que cdy vong
tron déu dung dich nudc mubi véi khudn lac cén thir nghiém, dé thu duoc huyén phu
duc va ddng nhét.

Lac nhe lam kinh tir 5 gidy dén 60 gidy (tuy theo huéng din cia nha san xuit).
Quan sat huyén phi trén nén mau den. Néu céc vi khuén két dinh thanh hat trong huyén
phu thi chiing nay dugc xem 13 tr ngung két va viéc khing dinh huyét thanh s& phuc
tap. Thong tin bd sung vé viée xr Iy cac chiing ty ngung két ¢6 thé xem TCVN 10780-
3 (ISO/TR 6579-3).
5.4.5.4.3. Kiém tra cdc khdng nguyén O

Kiém tra sy c6 mit cia khang nguyén O véi khuén lac thudn di xac dinh khong c6
kha niing ty ngung két, tién hanh theo 5.4.5.4.2, str dung mét giot huyét thanh khang
nguyén K da gi4 thay cho dung dich nuéc mudi.

Néu xuét hién ngung két thi phan tmg duoc coi 1a duong tinh.

5.4.5.4.4. Kiém tra cde khdng neuvén Vi (tiy chon)

Kiém tra sy c¢6 mit ciia khang nguyén Vi véi khuén lac thudn di x4c dinh khong
c6 kha niang tu ngung két, tién hanh theo 5.4.5.4.2, sir dung mot giot huyét thanh khang
nguyén Vi thay cho dung dich nuéc mudi.

Néu xuét hién ngung két thi phan tmg dugc coi 1a duong tinh.

5.4.5.4.5. Kiém tra cdc khdng neuyén H

Kiém tra sy c6 mat ctia khang nguyén H véi khudn lac thudn di xac dinh khong ¢o
kha ning tu ngung két, tién hanh theo 5.4.5.4.2, st dung mét giot huyét thanh khang
nguyén H da gi4 thay cho dung dich nuéc muébi.

Néu xuét hién ngung két thi phan tmg dugc coi 12 duong tinh.

5.4.5.5. Dién gidi cde phdn tmg sinh héa va huyét thanh

Bing 2 - Dién giii cac két qui cac phép thir khing dinh

T 14 -~
Phén éng sinh héa | © ::égtlmg Phin ing huyét thanh Dién giai
Khéang nguyén O va H duong Chc chiine d
Pién hinh Khong  [tinh (va Vi duong tinh néu thi| oo ohe GH0¢
o coi 1a Salmonella
nghiém)
, Khé én O va/hoic H
Dién hinh Khong REESEE S EENEE 7
am tinh C6 thé 1a
Bién hinh Co Khong tl:ﬁ’ nghiém vi ty Salmonella
ngung két (xem 7.5.4.2)
Phén tmg khéng dién Khong duoc coi 12
hinh Salmonella
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5.4.5.6. Xdc dinh typ huyét thanh

Céc ching d3 dugc khing dinh 13 Salmonella spp. (xem Bang 2) c6 thé thir nghiém
tiep d€ xéac dinh serovar. Hudng dan xac dinh typ huyét thanh dugc quy dinh trong
TCVN 10780-3 (ISO/TR 6579-3).

Néu cin, cc ching di khing dinh c6 thé dugc giri dén trung tam kiém ching vé
Salmonella d3 dugc cong nhan dé xac dinh typ (typ huyét thanh, typ phan tir). Néu cac
chiing duge giri dén trung tam kiém ching thi phai kém theo tit ca thong tin lién quan
dén céc chiing d6 nhu két qua khing dinh, nguon phan 1ap ching va c6 lién quan dén
vi€c phén lap tir dgt bung phat dich.

5.5. Biéu thj két qua

Cin clr vio phan dién giai két qua, chi rd “Duong tinh hodc 4m tinh/ Khong phat
hién” Salmonella spp. trong phan méu tht, theo khdi lugng quy dinh bing gam hay
mililit m4u thi, trén cm? hogic trén dung cu 14y mAu.

5.6. Bdo cdo két qua

Béo cao thir nghiém phai ghi rd:

- Moi théng tin can thiét dé nhan biét diy du vé mau thir

- Phuong phap 14y mau néu biét

- Phurong phép thir d4 sir dung va vién din qui trinh ndy

- T4t ca cac chi tiét thao tac khéng qui dinh trong qui trinh ndy, ciing véi cac chi tiét bét
thuong khéc c6 thé anh huéng dén két qua

- Két qué thir nghiém thu duoc, néu rd phuong phap biéu thi két qua.

- Két qua dugc thé hién trén biéu miu B.SOP01.BMO1.

6. LUU TRU HO SO

. Thyc hién huéng dan nay cin luu gitr hd so, noi luu, thoi gian Iuu theo Quy trinh
kiém soat ho so VNIQ.QM.QTO7.

7. PHU LUC
VNIQ.B.SOPO1 : Quy trinh phét hién Salmonella spp.
B.SOP01.BMOl : Bién ban kiém nghiém
B.SOP01.BMO02 : Bién ban thir sinh hoa
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Foreword

1S0 (the International Organization for Standardizat’i‘gn) is aworldwide federation of national standards
bodies (1ISO member bodies). The work of preparing International Standards is normally carried out
through 1SO technical committees. Each member body interested jn a subject for which a technical
committee has been established has the right to be represented on that committee. International
organizations, governmental and non-governmental, in liaison with ISO, also take part in the work,
ISO collaborates closely with the International Electrotechnical Commission (IEC) on all matters of
electrotechnical standardization.

The procedures used to develop this document and those intended for its further maintenance are
described in the ISO/IEC Directives, Part 1. In particular, the different approval criteria needed for the
different types of ISO documents should be noted. This document was drafted in accordance with the
editorial rules of the ISO/IEC Directives, Part 2 (see www es).

Attention is drawn to the possibility that some of the elements of this document may be the subject of
patent rights. ISO shall not be held responsible for identifying any or all such patent rights, Details of
any patent rights identified during the development of the dncument will be in the Introduction and/or
on the 150 list of patent declarations recewed [seew s

Any trade name used in‘this document is information given for the convenience of users and does not
constitute an endorsement,

For an explanation of the voluntary nature of standards, the meaning of 1SO specific terms and
expressions related to conformity assessment, as well as information about 1S0's adherence to the
World Trade Organization (WTO) principles in the Technical Barriers to Trade (TBT) see www.iso.org/
iso/foreword.html.

This document was prepared by Technical Committee 1SO/TC 34, Food products, Subcommittee SC 9,
Microbiology, in collaboration with the European Committee for Standardization (CEN) Technical
Committeé CEN/TC 463, Microbiology of the food chain, in accordance with the Agreement on technical
cooperation between IS0 and CEN (Vienna Agreement).

Alist of all parts in the ISO 6579 series can be found on the ISO website.

Any feedback or questions on this document should be dxrected to the user’s natlonal 'standards body. A
complete hstmg of these bodies can be found at ww nb
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Microbiology of the food chain — Horizontal method
for the detection, enumeration and serotyping of
Salmonella —

Part 1:
Detection of Salmonella spp.

AMENDMENT 1: Broader range of incubation tempejr,atures, :
amendment to the status of Annex D, and correctioniof the
composition of MSRVand SC

—

p—

Foreword, fifth bullet s M
Replace the bullet with the following:

— The température range for incubation of non-selective and selective media has been extended from _ .

37 °C % 1 9C to 34 °C to 38 °C without further tolerance. This c¢
) aenter

4.3, second paragraph
Replace the paragraph with the following:

The RVS broth or the MSRV agar is incubated at 41,5 °C for 24 h and the MKTTn broth between 34 °C
and 38 °Cfor 24 h,

4.4, last paragraph
Replace the paragraph with the following.

The XLD agar is incubated between 34 °C and 38 °C and examined after 24 h. The second selective agar
is incubated according to the manufacturer’s instructions.

6.3
Replace the text with the following:
6.3 Incubator, capable of operating in the range 34 °Cto 38 °C.

NOTE The range 34 °C to 38 °C for incubation of media includes the use of fricubators set at 35 °C £ 1°C,
36°Cz2°Cor37°C+1°C.
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6.6
Replace the text with the following:
6.6 Water bath, capable of operating in the range 34 °C to 38 °C.

NOTE The range 34 °C to 38 °C for incubation of media includes the use of water baths set at 35 °C £ 1 °C,
36°C+2°Cor37°C+1°C. ’

9.3.2, fifth paragraph
Replace the paragraph with the following:
Incubate the inoculated MKTTn broth between 34 °Cand 38 °C (6.3)for24 i3 h.

9.4.2, fifth paragraph
Replace the paragraph with the following:
Incubate the XLD plates inverted between 34 °C and 38 °C.(6.3) for 24 h 3 h.

9.4.3, second paragraph L
Replace the paragraph with the following:
Incubate the XLD plates inverted between 34 °Cand 38 °C (6.3) for24h £ 3 h.

9.5.3.2, first paragraph
Replace the paragraph with the following:
Streak the agar slant surface and stab the butt. Incubate between 34 °C and 38°C (6.3) for 24 h # 3 h.

9.5.3.3, first paragraph
Replace the paragraph with the following:
Streak the agar slant surface. Incubate between 34 °C and 38 °C {6.3) for up to 24 h.

9.5.3.4, first paragraph
Replace the paragraph with the following:

Inoculate just below the surface of the liquid medium. Incubate between 34 °C and 38 °C (6.3) for
24h£3h,

Z © IS0 2020 ~ All rights reserved
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9.5.3.5, first line of fourth paragraph
Replace the first line of the fourth paragraph with the following:

Add one drop of toluene and shake the tube. Place the tube in a water bath and incubate between 34 °C
and 38 °C (6.6) for several minutes {approximately 5 min),

9.5.3.5, fifth paragraph
Replace the paragraph with the following:
Replace the tube in the water bath and incubate between 34 °C and 38 °C (6.6) forupto 24 h.

9.5.3.6, third paragraph

Replace the paragraph with the following:

Incubate between 34 °C and 38 °C (6.3) for 24 h % 3 h. After incubation, add 1 m] of the Kovacs reagent ——
(B.12.2). Add:
S Te
Web

flas
slanda
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Annex A
Replace Figure A,1 with the following figure:

4.

Pre-
enrichment

Selective
enrichment

K= Pplating-out

Confirmation

mISO

Sample + Buffered peptone water (BPW}:
Tenfold dilution (9.1 & 9.2)

18h+2hat34°Cto38°C
0,1 'ml culture 1 ml culture
* ¥
10-m! RVS broth or on MSRV agar (9.3.2) 10.ml MKTTn broth (9.3.2)
26h+3hat41,5%Cx1°C 24h+3hat34°Cto38°C

24h+3hat34°Cto 38°C (9:4.2)

XLD agar

+second isolation agar

Y

Test at least 1 typical or suspect
colony. If negative, test additional 4
marked colonies (9.5.2)

5

Non-selective agar {9.5.2)
Z4h+3hat34°Cto38°C

Biochemical testing (9.5.3)

Serological testing {9.5.4)

Expression of results (10)
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Replace Figure A.2 with the following figure:

Pre-

enrichment |V | enrichment

Selective

Plating-out

Sample + Buffered peptone water (BPW): “

* Tenfold dilution (9.1 &9.2)
18hx2hat34°Cto38°C

\

0,1 m! culture in 1-3 spots onto
MSRV agar (9.3.3)
(2x)24h+3hat41,5°C£1°C

A

_ XLD agar ;
24hx3hat34°Cto038°C(943)

+ second isolation agar

Y

Testat least 1 typical or suspect

—~  colony. If negative, test additional
‘4-marked colonies (9.5.2)
5
g Non-selective agar (9.5.2)
= 24hz3hat34°Cto38°C
E
=
“E
Q
S
Biochemical testing (9.5.3) Serological testing (9.5.4)
Expression of results (10)
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Annex B, B4

Replace the text with the following:

B.4 Modified semi-solid Rappaport-Vassiliadis (MSRV) agar
NOTE  See Reference [12].

B.4.1 SolutionA

B4.1.1 Composition

Enzymatic digest of animal and plant tissue 50¢g
Acid hydrolysate of casein ; 50¢g i
Sodium chloride ' 80g
Potassium dihydrogen phosphate (KH,P0,) < S 1,6
{Water 1000 ml

B.4.1.2 Preparation

Dissolve the components in the water by heating to about 70 °C, if necessary.

The solution shall be prepared on the day of preparation of the complete MSRYV agar.
B.4.2 Solution B

B.4.2.1 Composition

Magnesium chloride hexahydrate (MgCl,-6H,0) 400,0g
Water 1 000 m!

B.4.2.2 Preparation
Dissolve the magnesium chloride in the water.

As this salt is very hygroscapic, it is advisable to dissolve the entire contents of MgCl,-6H,0 from a
newly opened container according to the formula. For instance, 250 g of Mg(l,-6H,0 is added to 625 ml
of water giving a solution of total volume of 788 mi and a mass concentration of about 31,7 g per 100 ml
ofMgC12-6H20.

The solution may be kept in a dark glass bottle with tight stopper at room temperature for-at least
two years.

B.4.3 SolutionC -
B.4.3.1 Compaosition

Malachite green oxalate 04g
Water 100 mi

B.4.3.2 Preparation
Dissolve the malachite green oxalate in the water.

The solution may be kept in a dark glass bottle at room temperature for at least eight months.
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B.4.4 Base medium

B.4.4.1 Composition

[Solution A (B.4.1) 1000 ml
Solution B (B.4.2) . 80 ml
Solution € (B.4.3) 10mi

|Agar2 3,0g

2 Itmay be necessary to determine experimentally the concentration of agar
needed for the optimal swarming of Salmonella (e.g. when using a batch of
agar with unknown gel strength).

B.4.4.2 Preparation ‘ :

Add to 1 000 ml of solution A, 80 m! of solution B, and 10 ml of solution C and mix by agitation.

Add and suspend the agar.

Adjust the pH, if necessary, so that after sterilization, it is 5,2 (5,1 to 5,4) at 20 °C to 25°C. =

Heat to boiling with agitation. Do not autoclave. e
Do not hold the medium at high temperatures longer than necessary. * :S,i
Cool the medium to 47 °C to 50 °C (6.5). ‘ -
B.4.5 Novobiocin solution ;’ :
B.4.5.1 Composition ' }ff
Novobiocin sodium salt 005g

Water 10 m!

B.4.5.2 Preparation
Dissolve the novobiocin sodium salt in the water.
Sterilize by filtration through a filter with a pore size of 0,2 pm.

The solution may be stored for up to four weeks at 5 °C (6.8) or in small portions (e.g. of 2 ml) at =20 °C
(6.9} for up to one year.

B.4.6 Complete medium
B.4.6.1 Compaosition

Base medium (B.4.4) 1090 ml
{Novobiocin solution (B.4.5) 2,2 ml

B.4.6.2 Preparation

Aseptically, add 2,2 ml of the novobiocin solution (B.4.5) to 1 090 m! of base medium (B.4.4) at 47 °Cto
50 °C (6.5). Mix carefully. The final concentration of novobiocin in the complete medium is 10 mg/1.

The final pH shall be 5,2 (5,1 to 5,4) at 20 °Cto 25 °C,

Pour the medium into sterile Petri dishes (6.14) up to a volume of 15 ml to 20 ml in dishes with a
diameter of 90 mm. :

Allow the medium to solidify before moving and handle with care.
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Store the plates, with surface upwards, and protected from drying for up to two weeksat 5 °C (6.8) in
. the dark. ‘

Do not invert the plates as the semi-solid agar is too liquid to do so,

Any plates in which the semi-solid agar has liquefied or fragmented shall not be used,

Immediately, before use and only if visible moisture s épparent, dry the surface of the agar plates
carefully, for example, by placing them with the lids off and the agar surface upwards in 2 laminar air
flow cabinet. Take care not to overdry the medium.

NOTE1 The composition of MSRV agar, as described in Reference {12}, contains 20 mg/1 of novobiocin,
However, from a scientific point of view, 10 mg/] novobiocin is preferred. Studies have shown larger migration

zones on MSRV agar with a lower Concentration of novobiocin!23] and the (negative) influence of novobiocin on
bacterial motility(22], 5

09

B.15, Table B:1
Replace the third row of Table B.1 with the following:
' MKTTﬁ Productivity Salmonella "Iyphimuriumcbdloow’l > 10 characteristic
|broth Salmoneilq Enteritidiscd  |00030 ;CO‘Ot*ﬁes on g{eﬁ S
|+ Escherichia colid 00012 or g;;; Ceer BRI
00013 E
24hx3h/ o~ |t Pseudomonas aeruginosa [00025 ,
Selectivity 3%t 38 C Escherichia colfd 00012 or |(Partial inhibi-
100013 tion < 100 colonies on.
|Tsa
Enterococcus faecalisd 00009 or |< 10 colonies on TSA
00087
B.15, Table B.1
Replace the sixth row of Table B.1 with the following:
XLD agar .Produc,tivity Salmonella Typhimuriumcd] 00031 qud growth (2) of
Salmonella Enteritidis>d 100030  |colonies with black
|centre and a lightly
transparent zone of
reddish colour due to
24 h % 3 hy . [the colour change of
34°Cto38°C : the medium
Selectivity Escherichia coli® 00012 or |Growth or partial
00013 inhibition (0~ of
yellow colonies
Enterococcus faecalisd 00009 or |Total inhibition (0)
: 00087
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Copyrtght 1ISO

IS0 6579-1:2017 /Amd.i:ZOZO(E)

Annex D; heading

Replace the heading of Annex p with the following:

AnnexD
(informative)

D.2.1.3, first and second paragraphs
Replace the paragraphs with the following:

See 4.3, Selenite cystine medium (8C) is inoculated with the culture obtained in‘:4.’2 in addition to
inoculation of RVS broth or MSRY agarand MKTTn broth, :

The 5C medigmi-s incubated between 34°C and 38 °C{6.3)for24 hand 48 h,

D.2.14, second paragraph ;
Replace the paragraph with the follawing; x

The BS agaris incubated between 34 °C and 38 °C (6.3) and examined after 24 h, and again, if necessary,
after48 h. ) g

D.3.1.3.1
Replace the composition in D.3.1.3.1 with the following:

Base (D.3.11) 1000 m]
L-Cystine solution {D.3.1.2) 10 ml

9
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180 6579-1:2017 /Amd.1:2020(E)

D.3.3, Table D.1
Replace Table D.1 with the following table:

| Medium | Function | Incubation Control strains WDCM Criteriab
’ : numbers?
Selenite  |Productivity Salmonella Typhimurium®? [00031  |> 10 characteristic
cystine Salmonella Enteritidised 00030 colonies on XLD agar or
‘ ‘ {other medium of choice |
+ Escherichia colid 00012 or
24h+3h/ 00013
L ]
34°Cto38°C |, pooudomonas aeruginosa 00025
Selectivity Escherichia colid 00012 or |Partial inhibition < 100
00013 colonies on TSA
Enterococcus faecalisd 000090r |« 10 colonies on TSA
» . A , 00087
Bismuth  |Productivity Salmonella Typhimuriume® |00031 Good growth (2) of
|sulphite : Salmonella Enteritidiscd 00030 brown, grey, or black
agar e colonies, usually with
-ametallic sheen after
24 h becoming
uniformly black
_12x(24h3h)/ after 48 h
Selectivity/ (34°Cto38°C |Escherichia coli® 00012 or [Growth or partial
specificity [60013 linhibition (0 to 1) of
dull green or brown
colonies without
_ , metallic sheen
Selectivity Enterococcus faecalis? 00009 or | Total inhibition (0)
00087 ) )
®  Refer to the reference strain catalogue at wwwwicc.info for information on culture collection strain numbers and
contact details; WDCM: World Data Centre for Microorganisms.
{®  Growthis categorized as 0: no growth, 1:weak growth { partial inhibition), and 2: good growth {see15011133).,
¢  Some national restrictions and directions may require the use of a different serovar. Make reference to national
requirements relating to the choice of Salmonella serovars.
4 Strain free of choice; one of the strains has to be used as a minimum.,

D.5.2, second paragraph
Replace the paragraph with the following:
Incubate the inoculated SC medium between 34°Cand 38°C (6.3) for 24 h+3hand48h 3 h.

D.5.3.3
Replace the text with the following:

D.5.3.3 Incubate the XLD and BS agar plates between 34 °Cand 38 °C (6.3) for 24 hx 3 h.
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IS0 6579-1:2017 /Amd.1:2020(E)

D.5.3.4, first paragraph
Replace the firstline of the paragraph with the following;

D.5.3.4 After incubation for 24 h & 3 h between 34 °C and 38 °C {6.3), examine the BS agar plates
for the presence of typical colonies of Salmonella, which are black, grey, or brown with or without a
metallic sheen.

D.5.3.5, first paragraph
Replace the first line of the paragraph with the following: '

D.5.3.5 After incubation for 24 h + 3 h between 34 °C and 38 °C, examine the XLD agar plates as
described in 9.4.2. ' ! ,

D.5.3.5, second paragraph
Replace the paragraph with the following:

If no typical or atypical colonies are detected, re-incubate the plates for a further 24 h between 34T
and 38 °C (6.3) (48 h £ 3 h in total) and examine again. siay, HN
18361556
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TIEU CHUAN QUOC GIA
TCVN 10780-1:2017
ISO 6579-1:2017

DA KIEM SOAT
CONTROL

Ngay. % Thangd#Namled

@

VI SINH VAT TRONG CHUOI THU'C PHAM - PHUONG PHAP PHAT HIEN, DINH LUONG VA XAC
BINH TYP HUYET THANH CUA SALMONELLA - PHAN 1: PHUONG PHAP PHAT HIEN

SALMONELLA SPP.

Microbiology of the food chain - Horizontal method for the detection, enumeration and serotyping of

Salmonella - Part 1: Detection of Salmonella spp.

L&i n6i dau

TCVN 10780-1:2017 thay thé TCVN 4829:2005 (ISO 6579:2002, Cor. 1:2004), Stra dbi 1:2008 TCVN
4829:2005 (ISO 6579:2002, Amd. 1:2007) va TCVN 6402:2007 (ISO 6785:2001);

TCVN 10780-1:2017 hoan toan twong dwong véi ISO 6579-1:2017;

TCVN 10780-1:2017 do Ban ky thuat tiéu chuén quéc gia TCVN/TC/F13 Phuwong phép phén tich va
ldy mdu bién soan, Tong cuc Tiéu chuén Do lvéng Chét lwong thdm dinh, B6 Khoa hoc va Céng nghé

céng bé;

B& TCVN 10780 (ISO 6579), Vi sinh vét trong chuo: thure phdm - Phuong phép phat hién, dinh lwong

va xéc dinh typ huyét thanh cta Salmonella gébm céc phén sau day:

- TCVN 10780-1:2017 (ISO 6579-1:2017), Vi sinh vét trong chubi thuc phédm - Phuong phap phéat
hién, dinh lvong va xéc dinh typ huyét thanh cda Salmonella - Phan 1: Phét hién Salmonella spp.;

- TCVN 10780-2:2015 (ISO/TS 6579-2:2012), Vi sinh vat trong thuc phém va thirc &n chan nudi -
Phuong phép phat hién, dinh lurgng va xac dinh kiéu huyét thanh ciia Salmonella - Phén 2: Binh luvong

béng ky thuét sé dém cé xéc suét Ién nhét duoc thu nhé;

- TCVN 10780-3:2016 (ISO/TR 6579-3:2014), Vi sinh vét trong chudi thuc phdm - Phuong phéap phat
hién, dinh lvong va xéc dinh typ huyét thanh cia Salmonella - Phén 3: Huéng dén xéac dinh typ huyét

thanh cua Salmonella spp.

VI SINH VAT TRONG CHUOI THYC PHAM - PHWONG PHAP PHAT HIEN, BINH LUQONG VA XAC
DINH TYP HUYET THANH CUA SALMONELLA - PHAN 1: PHUWONG PHAP PHAT HIEN

SALMONELLA SPP.

Microbiology of the food chain - Horizontal method for the detection, enumeration and
serotyping of Salmonella - Part 1: Detection of Salmonella spp.

CANH BAO - Bé dam bao an toan cho nhan vién phong thir nghiém, cac phép tho phat hién
Salmonella chi dwoc tién hanh trong cac phong thip nghiém dwoc trang bi thich hop, dwéi sw
kiém soat cha can bé vi sinh c6 kinh nghiém va phai hét sirc than trong khi xir ly cac nguyén
vat liéu sau 0. Ngwoi str dung tiéu chuén nay phai thanh thao v&i cac thao tac thwe hanh
phong thir nghiém thong thu’omg Tiéu chuén nay khong dé cap. dén cac van de an toan lién
quan dén viéc s dung tiéu chuan nay. Ngwi sir dung tiéu chuan phai tw thiét lap cac thao tac
an toan thich hop va dam bao tuan thu cac quy dinh hién hanh cua quéc gia.

1 Pham vi ap dung

Tiéu chuan nay quy dinh phuong phap phat hién Salmonella, Tiéu chuan nay co thé ap dung cho:

- c4c san pham thuc phdm ding cho ngui va thirc &n chan nudi;
- cac mau méi trdng trong khu vire sén xuét va x& Iy thiee phdm.

- c4c mau tir giai doan san xuat ban dau, nhw phan déng vat, bui, béng gac.

Bang phwong phap nay, héu het déu phat hién dwoc cac Salmonella serovar cén tim. Bé xac dinh
mot s6 serovar cu thé, c6 thé can bd sung cac buéc nuéi cdy. Déi véi Salmonella Typhi va Salmonella

Paratyphi str dung quy trinh quy dinh trong Phu luc D.

Mbi tridrng téng sinh chon loc thach Rappaport—Vassnhadls (MSRV) nira d3c cai bién dé phat hién cac
chiing Salmonella di déng va khéng thich hop dé phat hién céac chiing Saimonella khong di déng.

2 Tai liéu vién dan

Cac tai lieu vién dan sau la rat can thiét cho viéc ap dung tiéu chuén. D6i vai cac tai liéu vien dan ghi
nam cong bé thi ap dung phién ban dwoc néu. Déi v&i cac tai liéu vién dan khong ghi nam cong bb thi

ap dung phién ban méi nhat, bao gdm ca cac slra dbi, bé sung (néu cé).



TCVN 6404 (ISO 7218), Vi sinh vét trong thuc phdm va thire &n chdn nuéi - Yéu cau chung va huéng
dan kiém tra vi sinh vét

TCVN 6507 (I1SO 6887) (tat ca céac phan), Vi sinh véat trong thuc phdm va thic dn chan nuéi - Chudn bi
méu thi, huyén phu ban dau va céc dung dich pha lo&ng thap phén dé kiém tra vi sinh vét

TCVN 8128:2015 (1ISO 11133:2014), Vi sinh vét trong thuc pham thirc &n chdn nubi va nuéc - Chuén
bi, sén xuét, bdo quén va thir hiéu ndng ctia méi trirong nudi céy.

3 Thuéat ngir va dinh nghia

Trong ti€u chuan nay ap dung cac thuat ngl va dinh nghia sau:
3.1

Salmonella (Salmonella)

Céac vi sinh vat hinh thanh cac khuan lac dién hinh ho&c khuén lac it dién hinh trén méi trwdng dac
chon loc va co cac déc diém vé sinh héa va huyét thanh dwoc mé ta khi tién hanh cac thiy nghiém
theo tiéu chuan nay.

3.2
Phat hién Salmonella (detection of Salmonella)

Viéc xac dinh Salmonella (3.1), trong mét khéi lwong hodc thé tich cu thé cia san ph&m hosc dién
tich bé mat hoac vat thé (vi du: cac tai boc Gng), khi tién hanh cac thc nghiém theo tiéu chuan nay.

4 Nguyén tic
4.1 Yéu cau chung
Viéc phat hién Salmonella can qua bén giai doan ké tiép nhau nhu trong Phu luc A.

CHU THICH: Salmonella c6 thé cé mat véi sé lwong nhd va thwdng kém theo mét lwong kha lon cac
vi sinh vat thudc ho Enterobacteriaceae hodc cac ho vi khuan khac. Do d6, can tang sinh so bo dé
dam bao phat hién moét lwgng nhd Salmonella hodc Salmonella bi tdn thwong thyc thé.

4.2 Tang sinh so bd trong méi trwdrng long khong chon loc

Céy phan méu thi trong nwéc dém pepton & nhiét dd phong, sau do U & nhiét 46 tir 34 °C dén 38 °C
trong 18 h.

Déi véi cac lvong mau thir I&n (vi du: 1 Iit hodc nhleu hon), nén lam néng nuwéc dém pepton & nhiét
do tlr 34 °C dén 38 °C trwérc khi tron véi phan mau thir.

4.3 Tang sinh trong/trén méi trwdrng chon loc

Céy dich tang sinh thu dwoc trong 4.2 vao méi truong Rappaport-Vassmadis co6 dau twong (canh
thang RVS) hoac thach Rappaport-Vassiliadis nira dac cai bién va canh thang Mulier-Kauffmann
tetrathionat/novobioxin (canh thang MKTTn).

Canh thang RVS hoéc thach MSRV dwoc U & 41,5 °C trong 24 h va canh thang MKTTn dwoc G & 37
°C trong 24 h.

Déi véi mot sb san phdm cé thé can G méi trweng tang sinh chon loc thém 24 h.

CHU THICH: Thach MSRYV dung @& phat hién cac chiing Salmonella di dong va khéng thich hop cho
viéc phat hién cac chling Salmonella khéng di déng.

4.4 Nubi cay trén méi trworng dic chon loc

Céy dich tang sinh thu dwoc trong 4.3 vao hai méi trwong dac chon loc:

- thach xylose lysin deoxycholate (thach XLD).

- méi tridng dac chon loc bat ky khac bd sung cho thach XLD (vi du xem Phu luc E).

Thach XLD dwoc t & 37 °C va dwoc kiém tra sau 24 h. Méi trwdng thach chon loc thi hai duoc {
theo hwdng dan cla nha san xuét.

4.5 Khang dinh

Céc khuan lac Salmonella gia dinh dwoc cay truyén va duoc khdng dinh G& nhan dang chung béng
céc phép thir sinh héa va huyét thanh thich hop.

5 M0i trwdng cdy, thudc thir va khang huyét thanh
Péi véi thwe hanh phong thtr nghiém, xem TCVN 6404 (1ISO 7218) va TCVN 8128 (ISO 11133).
Thanh phén va viéc chuan bi thubc thir va méi treéng nudi cay duwoc quy dinh trong Phuy luc B.

6 Thiét bj va dung cu thay tinh



Co thé dung dung cu thiy tinh st dung mét Ian thay thé cho cac dung cu thay tinh sir dung nhiéu Ian
néu ching cé cac dac tinh thich hop.

S& dung cac thiét bi dung cu clia phong thir nghiém vi sinh théng thudng [xem TCVN 6404 (ISO
7218)] va cu thé nhu sau:

6.1 Thiét bj dé khir triing kho (tu sdy) hodc khir triing wét (ndi hap ap lwc)
Xem quy dinh trong TCVN 6404 (ISO 7218).

6.2 Tu séy, c6 thé van hanh & nhiét do tir 25 °C dén 50 °C.

6.3 Ta 4m, c6 thé van hanh & nhiét do tir 34 °C dén 38 °C va 37 °C + 1 °C.

6.4 Ta 4m, c6 thé van hanh & nhiét d6 41,5 °C + 1 °C hoac ndi cach thly c6 thé van hanh & nhiét do
415°C+1°C.

6.5 Nbi cach thiy, c6 thé van hanh & nhiét do tir 47 °C dén 50 °C.

6.6 Noi cach thuy, c6 thé van hanh & nhiét d6 & 37 °C + 1 °C.

6.7 Nbi cach thuy, co thé van hanh & nhiét do & 45 °C + 1 °C.

r\rljen st dung ndi cach thly (tir 6.4 dén 6.7) co chira chat khang khuén vi liéu lay nhiém Salmonella
thap.

6.8 Tu lanh, c6 thé van hanh & nhiét d6 5 °C + 3 °C.

6.9 Ta ddéng lanh, c6 thé van hanh & nhiét dd -20 °C + 5 °C.

6.10 Que cay véng vé trung, cd dudng kinh khodng 3 mm (dung tich 10 pl), dung tich 1 pl va kim
cay hoac que céy.

6.11 Dung cu do pH, cd dd chinh xac * 0,1 don vi pH & 20 °C dén 25°C.

6.12 Ong, chai ho&c binh vé triing, c6 ndp day véi dung tich thich hop.

6.13 Pipet chia dd hodc pipet tw ddong vo triing, cd dung tich danh dinh 25 ml, 10 ml va 1 miva 0,1
mi.

6.14 Dia Petri v6 trung, duong kinh khoang 90 mm va c& Ién (dwdng kinh 140 mm) (tly chon).
7 Lay mau
Viéc Iay mau khéng quy dinh trong tiéu chuan nay (xem tiéu chuan cy thé vé ldy mau lien quan den

san pham twong ng). Néu khéng co tieu chuén cu thé thi cac bén ¢ lién quan tu théa thuan vé van
dé nay.

Nén lay mau theo phwong phap néu trong TCVN 11923 (ISO/TS 17728)12! abi véi thuc phadm va thire
an chan nudi, trong TCVN 6400 (ISO 707)"] dbi v&i stra va san pham sira, trong TCVN 10782 (ISO
13307) 1281 @éi v&i giai doan san xuét ban dau, trong TCVN 7925 (ISO 17604) 29 d6i voi lay méu than
thit va trong TCVN 8129 (ISO 18593) (251 d4i v&i lay mau bé mat.

biéu quan trong la phong thiy nghlem nhan dwoc ding mau dai dién va khéng bi hw hdng trong qua
trinh bdo quén ho&c van chuyén.

8 Chuén bi mau thir

Chuén bj mau thr tir mau phong thir nghiém theo tiéu chuén cu thé phu hop V@i cac san ph&m twong
rng. Néu khong c6 tiéu chudn cu thé thi cac bén co lién quan tu thda thuan vé van dé nay.

9 Cach tién hanh (xem so @6 & Phu luc A)
9.1 Phan mau thir va huyén phi ban dau

Dé chuén bi huyén phu ban dau, trong trwdng hop chung, st dung moi trrong tang sinh so b dwoc
quy dinh trong B.2 (nwdc dém pepton) lam dich pha lo&ng. Lam am trwéc nwéc dém peptone (BPW)
dén nhiét dd phong trwdc khi st dung.

Nhin chung, b6 sung mét lvong phan mau thir (khéi lvong hodc thé tich) vao moét lwong BPW (kh01
lwong hodc thé tich) dé thu dugc do pha lo&ng muoi Ian Dé thire hién diéu nay, tron 25 g phén mau
thir v&i 225 ml BPW. Tuy nhién, @i véi mét sé loai mau (vi du: tui boc dng, bui), co thé st dung ty lé
khac.

Déi v&i cac san pham cu thé, xem cac quy trinh quy dinh trong TCVN 6507 (ISO 6887) (tAt ca cac
phan).

Tiéu chuén nay da dwoc danh gia xac nhén trén phan mau thr 25 g. C6 thé sir dung phan mau thcr
nhé hon ma khéng can phéi danh gia/kiém tra xac nhan bd sung véi diéu kién van duy tri cung mét ty
Ié gilra phan mau thir v&i canh thang tang sinh (tang sinh so bo). Co6 thé st dung phan mau th 16n
hon phan mau thie da duwoc danh gia xac nhan ban dau néu viéc danh gia/kiém tra xac nhan cho thay
khéng &nh hwéng xau dén viéc phat hién Salmonella spp.



CHU THICH 1: Viéc danh gia xac nhan co thé thwe hién theo cac phan tuo’ng {rng clia ISO 16140.
Viéc kiém tra xac nhan cac mau gop cé thé thie hién theo Phu luc D clia ISO 6887-1:2017138I,

Déi voi cac lwong 16n (vidu: 1 it hogc nhlgu hon), nén lam &m trwéc nwde dém pepton & nhiét 4o tir
34 °C dén 38 °C trwde khi tron véi phan mau ther.

CHU THICH 2: Khi can kiém tra nhiéu hon mét phan mau thir 25 g tir 16 sédn pham thuc pham Xac

dinh va khi co bang chirng cho thay viéc gép cac phan mau thiy khong anh huéng dén két qua cla
the pham cu thé d6, cé thé gép cac phan mau thir. Thong tin thém ve gdp cac mau ciing nhw quy
trinh kiém tra 4nh hwéng clia viéc gop én dé nhay clia phwong phap xem 1SO 6887-1:20171381,

9.2 Tang sinh so bd khéng chon loc
U huyén phi ban d4u (9.1) & nhiét d6 tir 34 °C dén 38 °C (6.3) trong 18 h £+ 2 h.

Cho phép bado quan Mau tang sinh so bd sau khi U c6 thé bao quén & 5 °C (6.8) tbi da 72 h {(xem Tai
liéu tham khao tir [30] dén [34]).

9.3 Tang sinh chon lgc
9.3.1 Yéu cau chung

Dé mei trudng tang sinh chon loc, canh thang RVS hodc thach MSRV (B 3 hodc B.4) va canh thang
MKTTn (B.5) c&n bang dén nhiét do phong néu trudc dé dwoc bdo quan & nhiét 3o thap hon.

Giam thiéu viéc chuyén cac vat liéu dang hat tir moi trwdng téng sinh so' bo sang méi trurdng tang
sinh chon loc.

Sau khi U, cho phép bao quan moi trwong tang sinh so b & 5 °C trong td lanh (6.8) téi da 72 h (xem
Tai liéu tham khéo twr [30] dén [34]).

CHU THICH: Thach MSRYV duing dé phat hién cac chiing Salmonella di déng va khéng thich hop dé
phat hién cac ching Salmonella khong di dong.

9.3.2 Quy trinh déi véi cac mau thywe pham, thire dn chin nubi va cac miu méi trwong tir khu
vwe ché bién thwe pham

Chuyen 0,1 mi dich céy téng sinh thu dugc trong 9.2 vao ong chtra 10 ml canh thang RSV (B.3) hoac
sang bé mét dia thach MSRYV (B.4). C4y tir mot dén ba diém cach déu nhau trén bé mat méi trwdng
thach MSRV.

Chuyén 1 ml dich céy thu duoc trong 9.2 vao éng c6 chira 10 ml canh thang MKTTn (B.5).
U canh thang RVS da cy & 41,5 °C (6.4) trong 24 h + 3 h.

U cac dia thach MSRV da cay & 41,5 °C (6.4) trong 24 h + 3 h. Khéng lat up cac dia.

U canh thang MKTTn da cdy & 37 °C (6.3) trong 24 h + 3 h.

Cac khuan lac trén dia MSRV nghi ngd sé cho thay mau xam-trang, quang duc lan réng xung quanh
giot cay.

Trong céc sé&n pham sira bot va phomat Salmonella c6 thé bi tén thwong dén chét. U tiép moi trudrng
tang sinh chon loc tir cac san phdm nay thém 24 h + 3 h (xem Tai liéu tham khao [35]).

‘E)Ol v&i mot sb san pham khac, vi du: khi nghién ctru cac mau gay ngéd doc, viéc G thém nay hét strc
cén thiét.

9.3.3 Quy trinh déi v&i miu tir giai doan san xuét ban dau

Céy 0,1 ml dich céy tang sinh so’ bd (9.2) thanh mot dén ba diém cach déu nhau trén bé mat moi
trwdng vao thach MSRYV (B.4).

U cac dia MSRV da céy & 41,5 °C (6.4) trong 24 h + 3 h.
Khéng lat up céac dia thach.

Cac khuan lac trén dia MSRV nghi ngd sé& cho thdy mau xam-tréng, quang duc lan rong tir giot duoc
céy.

Néu cac dia nay am tinh sau 24 hthi G tiép 24 h + 3 h.

CHU THICH: C6 thé tang d6 nhay bang cach sir dung quy trinh téng sinh chon loc thir hai, vi dy: canh
thang MKTTn dwoc G & 41,5 °C trong 24 h [2],

9.4 Nuéi cay trén moi trwdrng thach chon loc
9.4.1 Yéu cau chung

Tw dich céy tang sinh chon loc (9.3), céy vao hai méi trwéng thach phan lap chon loc. Méi treong
phan lap thir nhat Ia thach Xylose Lysine Deoxycholat (XLD). Moi trwong phan lap thir hai do phong
thr nghiém tw chon.



Viéc chon moéi trrong dia thach chon loc thir hai bb sung cho thach XLD va dwa vao cac dic tinh
chén doan khong gidng vai thach XLD tao thuan tién cho viéc phat hién, vi du Salmonella dwong tinh
lactose hodc am tinh Hz2S. Cac vi du vé méi tredrng phan Iap, xem Phu Iuc E.

E)e cac dia thach XLD (B. 6) va moi trwong dia thach chon loc thr hai can bang d@én nhiét 46 phong
néu trvdc dé duwoc bao quan & nhiét dd thap hon. Néu can, 1am khé bé mat cac dia thach trwéc khi
st dung [xem TCVN 8128 (ISO 11133)].

9.4.2 Quy trinh dm v&i cac mau thwe phdm, thirc &n chin nudi va mau moéi trworng tir khu vyc
ché bién thue pham

Ttr dich céy thu duorc trong canh thang RVS (9.3.2), cdy mot vong 10 ul (6. 10) l1én bé mat dia thach
XLD (B.8) sao cho thu dwoc cac khuan lac riéng ré. Thue hién twong tw véi moi tridng dia thach
chon loc thir hai.

Ttr cac vi tri cho thay céc khuén lac dwong tinh thu duoc trén thach MSRV (9.3.2), xac dinh diém co
quang duc réng nhét va sir dung que cay vong 1 ul (6.10) nhdng vao mép trong quéng duc cla cac
khuén lac duong tinh trén thach MSRV. Rat que cdy vong ra sao cho khong lay theo cac mang lon
cla thach MSRV. Cay ién bé mat dia thach XLD (B.6) sao cho thu dwoc cac khuén lac rieng ré. Thuc
hién twong ty véi méi trwdng dia thach chon loc thir hai.

Tir dich cdy thu dworc trong canh thang MKTTn (9.3.2), cdy mét vong 10 pl (6. 10) Ién bé mat dia thach
XLD (B.6) sao cho thu dwgc cac khuan lac riéng ré. Thuc hién twong tw véi moéi trwdng dia thach
chon loc thir hai.

CHU THICH 1: Dé thu dwoc cac khuan lac riéng ré, co thé si dung cac dia Petri kich thuéc Ion
(dwong kinh khoang 140 mm) dwng méi trwdng thach chon loc hodc dung hai dia kich thwéce trung
binh (dwdng kinh khodng 90 mm).

Lat up cac dia XLD va G & 37 °C (6.3) trong 24 h + 3 h.
U méi trwéng dia thach chon loc thty hai theo hwéng dan clia nha san xuét.

Néu méi truéng tang sinh chon loc da G thém 24 h thi thwe hién quy trinh nudi cdy trén thach chon loc
twong tw nhw mé ta & trén.

Cac khuén lac Salmonella dién hinh phat trién trén thach XLD c6 tdm mau den va viing ngoai c6 mau
dd nhat trong subt do sw i mau cGa chét chi thi.

CHU THICH 2: Trén dia thach XLD cac bién thé Salmonella &m tinh H2S phat trién cé khuan lac mau
héng véi tam mau hong dam, Salmonella dwong tinh lactose ¢6 khuén lac mau vang, ¢6 hodc khéng
c6 tam mau den. Sy xuét hién céac kiéu hinh nay dwoc néu trong Bang 1.

Sau mét khoang théi gian G thich hop kiém tra moi tru’o’ng dia thach chon igc thir hai vé sw c6 mat
clia cac khuan lac cb cac déc tring dién hinh c6 thé coi la Salmonella gia dinh.

9.4.3 Quy trinh d6i vé&i cac mau tir giai doan san xuét ban diu

T céc vi tri cho thay cac khuén lac dwong tinh, xac dinh diém cé quang duc réng nhét dung que cay
vong 1 pl (6.10) nhiing vao mep trong quang duc clia cac khuan lac ducyng tinh trén thach MSRV
(9.3.3). Rut que cay vong ra sao cho khéng Iay theo cac mang Ién clia thach MSRV. Céy lén bé mat
dia thach XLD (B.6) sao cho thu dwgc cac khuén lac riéng ré. Thure hién twong tw véi moi trwdrng dia
thach chon loc thir hai.

Lat up cac dia XLD va i & 37 °C (6.3) trong 24 h + 3 h.
U méi trwdng dia thach chon loc thr hai theo hwéng dan ciia nha san xuét.

Dat lai cac dia MSRV am tinh vao tu &m & 41,5 °C va U tiép 24 h + 3 h. Thyc hién quy trinh nudi cay
trén thach chon loc néu sau khi G 48 h trén cac dia MSRV khéng c6 khuan lac dwong tinh.

Céc khuén lac Salmonella dién hinh trén thach XLD c6 tam mau den va quing mau d6 nhat trong subt
do st d6i mau cla chét chi thi.

CHU THICH: Trén dia thach XLD cac bién thé Salmonella am tinh H2S phat trién co khuén lac mau
héng v&i tam mau hdng dam, Salmonella dwong tinh lactose c6 khuén lac mau vang, c6 hoac khoéng
c6 tam mau den. Sy xuét hién cac kiéu hinh nay duoc néu trong Bang 1.

Sau mét khoang th&i gian G thich ho’p, kiém tra moi trvong dfa thach chon loc thiy hai vé sy co mat
clia cac khuan lac cé cac dac trung dién hinh c6 thé coi la Salmonella gia dinh.

9.5 Khiang dinh
9.5.1 Yéu cau chung

Viéc két hop cac két qua thir nghlem sinh héa va huyét thanh cho thay vi khuén phan lap dwoc co
thudc chi Salmonella hay khong. D& nhan dang cac ching Salmonella can xac dinh dy di typ huyét
thanh. Hwéng dan xac dinh typ huyét thanh dwoc quy dinh trong TCVN 10780-3 (ISO/TR 6579-3)i24.



Di voi mét sé méi trwong khang dinh dugc quy dinh trong 9.5.3 va trong B.8 dén B.12, c6 thé st
dung cac ché pham 6 ban san thay thé dé khang dinh sinh héa d6i voi Salmonella. Cho phép st
dung cac ché phdm nay néu hiéu nang cta viec khang dinh sinh hoa déi véi Salmonella duoc kiém
tra xac nhan trwéc khi str dung.

Dé phan biét rd cac phan (rng sinh héa am tinh va dwong tinh, nén kiém tra xac nhan cac phan trng
clia méi trwdrng dbi véi tirng phép thr sinh hoa bang cac chung kiém chirng am va kiém chirng
dwong ddc trwng.

CHU THICH 1: Viéc nhan dang cac khuan lac Salmonella cin c6 nhiéu kinh nghiém vi hinh dang bén
ngoa| cua chung c6 thé khac nhau khéng chi tir serovar nay dén serovar khac ma con tir mé nay dén
mé khac clia méi trudrng nudi cay chon loc dwoc siv dung.

Néu thay dang tin cay, co6 thé str dung cac bo thir nhan dang co ban s&n dé kiém tra sinh hoa
Salmonella (xem TCVN 6404 (ISO 7218))].

CHU THICH 2: C6 thé str dung cac quy trinh thay thé dé kh&ng dinh Salmonella spp. Néu cac quy
trinh nay @& dugc kiém tra xac nhan sy phu hop [xem TCVN 6404 (ISO 7218)].

'9.5.2 Chon khuén lac dé khang dinh

Panh dau céac khuén lac nghi ngo trén mbi dia (9.4). Chon it nhat mét khuan lac dién hinh hosc nghi
ng® gé cay truyen va khang dinh. Néu khuan lac nay am tinh thi chon nhiéu hon bén khuan lac nghi
ng& dé chac chén rang céac khuén lac nay da duoc cay truyén trén hén hop cac moi truong phan
lap/moi trwdng tang sinh chon loc khac nhau cho thay cac khuén lac nghi ngéd phat trién.

Céy ria cac khuén lac duoc chon trén bé mat moi tru’or}g thach khong chon loc da duoc lam kho
trwdre (B.7), sao cho cac khuén lac phat trién riéng ré. U cac dia d& cdy & nhiét 46 tir 34 °C dén 38 °C
(6.3)trong24 h+ 3 h.

Céch khac, néu cé cac khuan lac riéng ré (nudi céy thuan) trén moi tru’ong dia thach chon Ioc (9.4) thi
cd thé thue hién khang dinh sinh héa truce tiép VO khuan lac riéng ré nghi ngo tr moéi trvdng dia thach
chon loc. Sau d6 co thé thire hién buwdc nudi cay trén mdi trwdng thach khéng chon loc song song véi
cac phép thir sinh hoa dé kiém tra d6 thuan cla khuén lac tir méi trwdng thach chon loc.

St dung cac chling cy thuan dé khang dinh béng phép thr sinh héa va huyét thanh.

CHU THICH: Béi véi muc dich nghién ctru dich t& hoc hodc diéu tra cac vu dich bung phat, viéc khang
dinh thém cac khuén lac c6 thé hivu ich, vi du: ndm khuan lac dién hinh hodc nghi ng® tlr mdi hén
hop clia méi trvdng tang sinh chon lgc/moéi tredng phan lap.

9.5.3 Phép thir sinh héa
9.5.3.1 Yéu cau chung

Céy vao moi trrdng khang dinh sinh hoa tirng khuén lac dwoc cdy truyén tir cac khuén lac & chon
trong 9.4 hodc 9.5.2. Bé khéng dinh Salmonella spp., phai thyc hién it nhét cac phép thir quy dinh
trong 9.5.3.2 dén 9.5.3.4. Ciing c6 thé can thwc hién cac phép thlr quy dinh trong 9.5.3.5va4 9.5.3.6
khi cac phép thir khdng dinh khac khéng cho két qua ré rang.

9.5.3.2 Thach TSI (B.8)
Céy ria trén bé mat nghiéng clia thach va cly dam sau xuéng day. U & 37 °C (6.3) trong 24 h + 3 h.
Dién gidi cac thay déi trong méi truéng nhw sau:

a) Cay dam sau

- mau vang glucose dwong tinh (I&n men glucose);

- mau dé hoac khéng ddi mau glucose am tinh (khéng 1én men glucose);
- mau den sinh hydro sulfid;

- bot khi hoac nurt thach sinh khi tlr glucose

b) B& mat nghiéng cla thach

- mau vang lactose va/hodc sucrose duong tinh (l&n men lactose va/hodc sucrose)

- mau dé_ hodc lactose va sucrose &m tinh (khéng lén men lactose hoac sucrose)

khéng déi mau

Phan I6n cac chiing cdy Salmonelia dién hinh thé hién tinh kiém (mau dd) trén bé mat nghiéng cia
thach va tinh axit (mau vang) co sinh khi (bot khi), (v&i khodng 90% trwdng hop) sinh hydro sunfua
(thach bi den) khi cdy dam sau (xem Bang 1).

Khi Salmonella phan lap duoc dwong tinh lactose, trén bé mat nghiéng clia thach TSI cé mau vang.
Do vay, viéc khéng dinh so bd cac chiing Salmonella khong chi dwa trén cac két quaé clla phép thir
trén thach TSI (xem 9.5.3.1).



CHU THICH: Méi treéng Kligler-Hajna cho céc két qua twong tw nhw thach TSI
9.5.3.3 Thach uré (B.9)
Cay ria trén bé mat nghiéng cla thach. U & 37 °C (6.3) dén 24 h.

Néu phan tng dwo’ng tinh thi uré dwoc phan giai thanh amoniac, lam phenol d6 chuyén thanh mau
héng va sau dé chuyén thanh mau dé anh dao sdm. Phan rng thwdng xuét hién sau 2 h dén 4 h.

Cac chiing céy Salmonella dién hinh khong phan gidi uré, do dé thach uré sé khoéng déi mau (xem
Bang 1).

9.5.3.4 M6oi trwéng L-Lyzin Decarboxylation (LDC, B.10)
Cay ngay phia duwéi bé mat clia méi trwdng 16ng. U & 37 °C (6.3) trong 24 h + 3 h.

M6i trirdng duc va co mau dé tia sau khi G cho thdy phan wng dwong tinh. Mau vang cho thay phan
trng &m tinh.

Phan 16'n cac chiing cdy Salmonella dién hinh c6 phan (rng LDC dwong tinh (xem Béng 1).
9.5.3.5 Phat hién B-galactosidase (B.11) (tuy chon)

Phép thir B-galactosidase c6 thé duoc siv dung dé& phan biét cac Salmonella enterica phén loai
arizonae va diarizonae va céac loai khac trong ho Enterobacteriaceae (tat ca d&u cho phan (¢ng dwong
tinh) v&i cac phan loai khéac cla Salmonella enterica (nhin chung cac phan loai nay déu cho phan trng
am tinh, xem Bang 1).

Bang 1 - Dién giai cac phép thi sinh héa

Phép tho* |m_ Chung Salmonella
(Tir9.5.3.2 én | S. Typhi S. S. S. S. S. Cacc
9.5.36) Paratyphi | Paratyphi | Paratyphi | Gallinarum Gallinarum
A B c biovar biovar
__gallinarum® pullorum®
Phan | %+¢| Phan | %+¢ | Phdn | %+¢ [ Phdn | %+9 | Phdn | %+¢ |Phan| %+°¢ |Phan
_rng rng rng rng | tng rng trng

Stemhaxittr |+ 400 + 100 | + |[100| + |100| + | 100 | + | 100 | +
Tﬁ'cz':; Khitw 1 e 1 o | + |oe1| + |961| + |91 - o | + | 951 | +
liSI sinh axit tir

lactose -2 - 10| - 0 - 1o - 0 - 0 -
TSI sinh axit tir

L crose -. - 0 - 0,6 - 0,6 - 0,6 - 0,6 - 0,6 -
1S igo hydro + o7 | - | 10| + [100] + |100] v | Vi .
Thayphanure | - o | - | o | - | o | - | o] - 0o | - 0 !

. -~ > |

Lyzin da Ckgg')’(yl + o8| - | o | + |95 |+ 100 + | 95 | + | o5 | «
Phan rng B- ) ) ) i

galactosidase ] 0 0 o <10 i <10 i
|Sinh indol - 0 - 1,2 | - 1,2 - 1,2 - 112 - 1,2 -




e Tir tai liéu tham khao [13] va [14].
b Tiy tai liéu tham khao [11], [13] va [14],

c Ty lé phan tram chirng td khong phai tat ca cac serovar Salmonelila phan lap dwoc déu cho phén (rng + hoac -
cling c6 thé khac nhau gitra va trong cac serovar.

@ Cot tréng: khong co6 san dir lieu vé ty I& phan tram.

¢ Salmonella Typhi la vi khuén ky khi.

[V 1a cac két qua bién thién.

9 D& phan biét cac loai Salmonella va cac phan loai khac, xem TCVN 10780 (ISO/TR 6579-3)1241,

" Cac Salmonella enterica phén loai arizonae va diarizonae luén cho phén (ng B-galactosidase dwong tinh. Mot
Salmonella enterica phan Ioai arizonae va diarizonae cé thé I&n men lactose.

Hién cé moét sb quy trinh thye hién phép thir B-galactosidase. Vi du nhu sau:

Hoa mét vong que céy day khuan lac nghi ng& vao mét éng c6 chira 0,25 ml dung dich nwéc mubi
(B.13).

Thém mot giot toluen va I&c éng. Dat éng vao trong ndi cach thly (6.6) cai dat & 37 °C va dé vai phut
(khoa@ng 5 min). Thém 0,25 ml thuéc thir @& phat hién B-galactosidase (B.11) va trén déu.

Dat lai 6ng vao ndi cach thly (6.6) cai dat & 37 °C va dé t6i 24 h.
Mau vang cho thdy phan (rng dwong tinh. Phan (ng thwong xuét hién sau 20 min.

Néu sl dung cac dia gidy da chuén bi s&n dé phat hién B-galactosidase thi thuc hién theo huéng dan
clia nha san xuét.

9.5.3.6 M6i trwdng thir phan (rng indol (B.12) (tity chon)

Phép thir indol cé thé dwoc st dung khi can phan biét Salmonella (thwerng phan trng am tinh indol,
xem Bang 1) voi Escherichia coli va Citrobacter (ca hai phan rng dwong tinh indol) vi céc vi sinh vat
nay c6 thé cho cac phan trng dién hinh trén méi trwérng phan 1ap Salmonelia.

Cay khuén lac nghi nger vao éng chira 5 ml méi tredng trypton/tryptophan (B.12.1).
U & 37 °C (6.3) trong 24 h + 3 h. Sau khi G, thém 1 ml thuéc thtr Kovacs (B.12.2).

Su xuét hién mét vong mau dé (I6p bé mat) chirng té phan trng dwong tinh va mét vong mau nau
vang (I&p bé mat) chirng té phan trng am tinh.

9.5.4 Phép thir huyét thanh
9.5.4.1 Yéu cau chung

Céac khuén lac thuan (9.5.2) cho thay cac phan ung sinh hoéa dién hinh dbi véi Salmonella (9.5.3)
dwoc thlr nghiém tiép dé phat hién sy c6 mat clia cac khang nguyén Salmonel/a OvaH (va cling nhw
v&i khang nguyén Vi, tai nhirng noi dw kién c6 méat Salmonella Typhi trong nguén cung cap thuwe
pham) bang cach ngung két v&i khang nguyén da gia (B.14) trén lam kinh. Cac khuén lac thuan duwoc
nuéi cay trén moi trwdng thach khéng chen loc (B.7) va dugc kiém tra kha nang tuw ngung két. Loai bd
cac ching tw ngung két ma khéng dwoc thir nghiém tiép dé phat hién sw c6 mat cla cac khang
nguyén Salmonella. S& dung khang nguyén theo hucrng dan clia nha san xuét néu khac voi phwong
phap dwoc mo ta dwoi day dé phat hién sy c6 mét clia cac khang nguyén Salmonelia O va H (va voi
cé khang nguyén Vi néu can,).

Cac phep thir sau day (9.5.4.2 Gén 9.5.4.5) 1a yéu cau tbi thidu dé thir nghiem huyét thanh clia
Salmonella spp.

Huong dan thém vé viéc khang dinh huyét thanh va xac dinh typ huyét thanh dwoc néu trong TCVN
10780-3 (ISO/TR 6579-3)1241,

9.5.4.2 Loai bd cac chiing tw ngwng két

Cho mét giot dung dich nuwéc mudi (B.13) 1&n lam kinh thuy tinh sach. Dung que céy vong trén déu
dung dich nwéc mubi véi khuan lac can thir nghiém, dé thu dwoc huyén phu duc va déng nhét.

Lac nhe lam kinh tr 5s @én 60 s (tay theo hudng dan clia nha san xuét). Quan sat huyén phu trén
nén mau den. Néu cac vi khuan két dinh thanh hat trong huyén phu thi chung nay duoc xem la tw
ngung két va viéc khdng dinh huyét thanh sé phirc tap. Thong tin bd sung vé viéc xi ly cac ching tw
nguwng két co thé xem TCVN 10780-3 (ISO/TR 6579-3)241,

9.5.4.3 Kiém tra cac khang nguyén O

Kiém tra sw c6 mét cia khang nguyen O v&i khuén lac thuan da xac dinh khéng cé kha nang tw
ngung két, tién hanh theo 9.5.4.2, str dung mét giot huyét thanh khang nguyén K da gia (B.14) thay
cho dung dich nwéc mubi.



Néu xuét hién ngung két thi phan (rng duwoc coi la duwong tinh.
9.5.4.4 Kiém tra cac khang nguyén Vi (tay chon)

Kiém tra sw c6 mat cla khang nguyen Vi véi khuén lac thuan da xac dinh khong c6 kha nang tw
nguwng két, tién hanh theo 9.5.4.2, str dung mét giot huyét thanh khang nguyén Vi (B. 14) thay cho
dung dich nwdc muébi.

Néu xuét hién nguwng két thi phan irng dwoc coi la dwong tinh.
9.5.4.5 Kiém tra cac khang nguyén H

Kiém tra s c6 mat clia khang nguyen H v&i khuén lac thuén d& xac dinh khéng c6 kha nang tu
nguwng két, tién hanh theo 9.5.4.2, str dung mét giot huyét thanh khang nguyén H da gia (B.14) thay
cho dung dich nuwéc mubi.

Néu xuét hién ngung két thi phan rng dwoc coi la dwong tinh.
9.5.5 Dién giai cac phan (ng sinh héa va huyét thanh

Bang 2 dién giai cac két qua cla cac phép thir khdng dinh (9.5.3 va 9.5.4) v&i cac khun lac da thiy
nghiém (9.5.2).

Bang 2 - Dién giai cac két qua cac phép thir khang dinh

Phan ng sinh héa | Twngwngkét |  Phan (rng huyét thanh Dién giai

Dién hinh Khéng Khang nguyén O va H dwong tinh| . . . -

(va Vi duong tinh néu thi bac Cg:?f% du’c_;}c coi la

nghiém) onella
Dién hinh Khéng Khang nguyeqir?hva/hoac Ham
- . Co thé 1a Salmonelia
Bién hinh Céo Khéng thtr nghiém vi tw ngung
két (xem 9.5.4.2)

Phan ng khong dién - - Khéng dwoc coi 1a
hinh Salmonella

9.5.6 Xac dinh typ huyét thanh

Céc chling da dwoc khdng dinh 1a Salmonella spp. (xem Bang 2) ¢é thé thir nghiém tiép dé xac dinh
serovar. Huwong dan xac dinh typ huyét thanh dwoc quy dinh trong TCVN 10780-3 (ISO/TR 6579-
3)i241,

Néu can, cac ching da khang dinh co6 thé dwoc gl dén trung tam kiém chirng vé& Salmonella G duwoc
cong nhan dé xac dinh typ (typ huyet thanh, typ phan t&r). Néu céc ching dwoc guu dén trung tém
k|em chirng thi phai kém theo tat ca thong tin lién quan dén cac chling d6 nhu két qua khéng dinh,
ngudn phan lap ching va cé lién quan dén viéc phan lap tir dot bung phat dich.

10 Biéu thj két qua

Can clr vao phan dién giai két qua, chi ré c6 mat hodc khong co6 mat Salmonella trong phan mau thir x
g hodc x ml s&n phadm [xem TCVN 6404 (ISO 7218)] hoac trén dién tich bé mat hosc trong méau vat
pham (vi du: tai boc Gng).

11 DPac tinh hiéu nang cta phwong phap
11.1 Nghién ciru lién phong thir nghiém

Cac déc tinh hiéu nang ctia phwong phap da dwoc xac dinh trong cac nghién ctru lién phong thiy
nghiém dé xac dinh d6 dac hiéu, do6 nhay va LODso cua phwong phap (xem Tai liéu tham khao [6] va
[7]) D lieu dwoc tém tét trong Phuy luc C. Cac gia tri thu dwoc tir cac nghién ciru lién phong nay co
thé khéng ap dung dwoc cho cac loai nén mau khac voi nen mau néu trong Phu luc C. Ngoai ra, cac
dac tinh hiéu nang néu trong Phu luc C da xac dinh trong moi phan 25 g (hodc 25 ml) mau thir. Khi st
dung cac phan mau thir I&n hon thi cac dac tinh hiéu nang cé thé sé khac.

11.2 P6 nhay

D6 nhay dwoc xéc dinh bang s6 mau dwong tinh chia cho s6 mau duoc thir nghiém & mirc nhiém da
cho. Cac két qua phu thudc vao mirc nhiém clia mau.

11.3 D6 dac hiéu

Do dac higu dugc xac dinh bang sb mau &m tinh chia cho sé mau tréng dwoc thir nghiém.

11.4 LODs

LODso (mtrc phat hién) la néng dé (cfu/phan méau thir) ma & mirc ndy cé kha nang phat hién dén 50%.

|



12 Béo cao thir nghiém

Bé&o cao thr nghiém phai chi rd:

- phwong phap ldy mau da sk dung, néu biét;

- c& phan mau th&r va/hodc ban chét clia mau dwoc kiém tra;

- phwong phép thir da s dung, vién dan tiéu chudn nay;

- moi sai léch trong mai trrdng tang sinh hodc cac diéu kién G da st dung;

- moi chi tiét thao tac khong quy dinh trong tiéu chuép nay, ho&c dwoc coi la tuy chon, cling v&i cac
chi tiét cla sw cb bat ky ma c6 thé anh hwdng dén két qua;

- c&c két qua thu duoc.

Phu luc A
(quy dinh)
Sor b cach tién hanh

Miu + nudre 3gm poplon (BPW):
Dung dich pha lofing 10 n (8.1 v 5.2)
D&34°Coln38°Crong 1B he2h

TARG SINH 8¢ 80

Céy 0,7 mi cich cay bang sinh CEy 0,1 mi djch o
% L 4

10 mi canh thang RVS hogic thach 10 ml canh thang ¥

MSRV (8.3.2) U&37°% £ 1% bo

U 41,5°C2 1"Clrong 24 he 3h

TANG SINH
CHOK LOC

Thach XLD O & 37 'C 2 1°C
trong 24 h £ 3 h [9.4.2) v mbi
trindng thach phiin 1én thir hat

| NUOICAY TREN
ITHAGH CHON LOG[™

Thir it tha{ mit khudn Iac 6in hinh hode ngh
ngdr. Néu &m finh, thir thém bén khudn Isc
khat a5 duxye d4nh diu (9.5.2)

l

hach khang chon loc (9.5.2)
e & 34 °C 88n 38 °C
trong 24 h23h

—

KHANG BINH

Hinh A.1 - Sor d6 quy trinh phat hién Sa/monella trong mﬁ,u thuc phém, thlre an chan nudi va
mau moi trwwedng tir khu vre ché bien thuwc pham
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= Miu + nwéc 3Em pepion (BPW):
o Dung dich pha IoSing 1010 (9.1 v3 8.2)
,E’ U&34"C aén38°Crong 1Bh22 h
L 1
= ) ) ]
£Q Géy 0,1 mi dich cly tang sinh béing 1 gict
o2 dén 3 gigt in trén thach MSRVY (9.3.3)
.ﬁg Ohaithné 41.5°C21°Clrong 24 h 1 3h)
H —
& > | Thach XLD
gig [0&37°C 2 1°G trong 24 h 2 3 h (8.4.5) va
ug | mii trudmg thach phiin L8p thr hai
Eg
33
u Thir it nhiét mt khudn lac ibn hinh hode
nighl ngty. Niu &m tinh, thiy thém bén
| khudn lgc khac @3 duge danh ddu (9.5.2)
‘ ¥
§ Thach khéng chen loc (5.5.2)
o 1 & 34 °C %n 38 *C lrong
=z 24hz3h

Hinh A.2 - So d6 quy trinh phat hién Salmonella trong mau phan dong vat va mau méi trwong
tir giai doan san xuét ban dau

Phu luc B
(quy dinh)
Mbi trwong nudi cdy va thudc thir
B.1 Yéu cau chung

C6 thé &p dung cac quy dinh chung trong TCVN 8128 (ISO 11133) dé chuén bi va thiy nghiém hiéu
nang méi truéng nudi cay quy dinh trong Phu luc nay. Neu moi trirdng nuédi cdy hodc thude thir dwoc
chuan bi tir méi trdng/thudce thr hoan chinh khé hoac neu str dung moi trwong/thuoc thir d& chuan bj
s8n thi phai tuan thi cac hwéng dan cla nha san xuét vé chuan bj, bao quan, cach st dung va han
str dung.

Thoi han sir dung cla cac moi trwdng néu trong phu luc nay da dugc néu trong mét sb nghién ctru.
Ngudi sir dung phai kiém tra lai diéu ndy theo cac diéu kién bdo quan cua riéeng minh (nhw dwoc quy
dinh trong TCVN 8128 (ISO 11133)].

Thir nghiém hiéu nang dé dam bao chét lvong méi trréng nusdi cdy duoc quy dinh trong B.15.

B.2 Dung dich hwéc dém pepton (BPW)

B.2.1 Thanh phéan _
Pepton? 10,0g
Natri clorua 509




Dinatri hydro phosphat ngadm 12 phéan t&r nweéc (NazHPO4.12H20)0 9.0¢g
Kali dihydro phosphat (KH2PQa4) 159
Nuéc 1000 ml

2 Vi dy: S&n phadm thly phan casein béng enzym.

b Néu st dung dinatri hydro phosphat v&i ham lwong nwée khac nhau thi diéu chinh khéi Iu’ong clia
thanh phan twong trng. Vi du, trong trvong hop dinatri hydro phosphat (Na2HPO.) khan thi str dung
3,57 g.

B.2.2 Chuén bj
Hoa tan cac thanh phan trén trong nwéc, dun néng néu can.
Chinh pH, néu can, sao cho sau khi khir triing, pH & 7,0 + 0,2 & 25 °C.

Phan phéi méi trieérng vao cac binh (6.12) cé dung tich thich hop dé& chira dwoc phan mau thir can
thiét cho thir nghiém.

Khtr tring 15 min trong ndi hép ap luc (6.1) & 121 °C.

Bao quan mai trudng trong vat chira kin (6.12) & 5 °C (6.8) dén 6 thang.
B.3 Mébi trwdng Rappaport-Vassiliadis v&i dau twong (canh thang RVS)
B.3.1 Dung dich A

_B.3.1.1 Thanh phén

San pham thly phan dau twong bang enzym 509
Natri clorua 80g
Kali dihydro phosphat (KH2PO4) 1449
Dikali hydro phosphat (K2zHPO4) 02g
Nuée 1000 ml |

B.3.1.2 Chuén bi
Hoa tan cac thanh phan trén trong nwée, dun ndng dén khoéng 70 °C, néu can.
Dung dich nay phai dwoc chuén bi ciing ngay chuén bi méi truéng RVS hoan chinh.
B.3.2 Dung dich B
B.3.2.1 Thanh phan

Magie clorua ngam 6 phan tlr nwéc (MgCl2.6H20) 400 g
Nudc 1000 ml |

B.3.2.2 Chuén bij
Hoa tan magie clorua trong nwéc.

Do muéi nay hut &m manh, nén can hoa tan hét lwong MgCl2.6H20 trong hop vira m¢i mé, theo cong
thire. Vi du: 250 g MgCle. 6H20 thi thém 625 ml nuwéc, dé co dung dich vai téng thé tich 788 ml va
néng do6 khéi lveong khoang 31,7 g trén 100 m! MgCl2.6H20.

B&o quéan dung dich nay trong lo thiy tinh t6i mau cé nép day kin & nhiét 4o phong it nhat hai nam.
B.3.3 Dung dichC
B.3.3.1 Thanh phan

Xanh malachit oxalat 04g
Nuwéc 100 ml |

B.3.3.2 Chuén bj

Hoda tan xanh malachit oxalat trong nwéc.

Bao quén dung dich nay trong lo thiy tinh téi mau & nhiét dd phong it nhat 8 thang.
B.3.4 Moi trwérng hoan chinh

B.3.4.1 Thanh phan

Dung dich A (B.3.1) 1 000 ml
Dung dich B (B.3.2) 100 mi




IDung dich C (B.3.3) 10 ml
B.3.4.2 Chuan bij

Cho 100 m! dung dich B va 10 ml dung dich C vao 1 000 ml dung dich A.

Chinh pH, néu can, sao cho sau khi khir tring, pH 14 5,2 + 0,2 & 20 °C dén 25 °C.

Phan phc‘gi moi trvong nay vao cac 6ng hodc binh (6.12) c6 dung tich thich hop dé chira dwoc cac
lvgng mau thir can thiét cho thir nghiém, vi du: méi 6ng 10 ml.

Kht tring 15 min trong ndi hdp ap lwc (6.1) & 115 °C.
Bao quan méi trwerng @4 chuan b trong 6ng hodc binh day kin & 5 °C (6.8) dén 3 thang.

CHU THICH: Thanh phén ciia méi trieéing cudi cuing 1a: san phdm thiy phan dau twong bing enzym:
4,5 g/I; natri clorua: 7,2 g/l; kali dihydro phosphat (KH2PO4 + K2HPO4): 1,44 g/l; magie clorua (MgCl.)
khan: 13,4 g/l hodc magie clorua ngam 6 phéan t& nwédc (MgCla.6H20): 28,6 g/I; xanh malachit oxalat:
0,036 g/l.

B.4 Thach Rappaport-Vassiliadis ban dic cai bién (MSRV)
CHU THICH: Xem Tai liéu tham khao [12].
B.4.1 Dung dich A

_B.4.1.1_Thanh phén

San pham thiy phan mé déng vat va thuwe vat bang enzym 46¢
S&n pham thly phan casein béng axit 46 ¢
Natri clorua 73¢9
Kali dihydro phosphat (KH2PQ4) 1,569
Nuéce ) 890 ml

B.4.1.2 Chuén bij
Hoa tan cac thanh phan trén trong nwéc bang cach dun ndng dén khoang 70 °C, néu céan.
Dung dich phai dwoc chuén bi cing ngay chuén bi thach MSRV hoan chinh.

B.4.2 Dung dich B
_B.4.2.1 Thanh phan

Magie clorua ngadm sau phan tlr nwéc (MgCl2.6H20) 400 g |

Nuoéc 1000 ml |

B.4.2.2 Chuén bij
Hoda tan magie clorua trong nuwoc.

Do mudi nay hit &m manh, nén cé&n hoa tan hét luong MgCl2.6H20 trong hop vlra moi m&, theo céng
there. Vi du: 250 g MgClz2.6H20 thi thém 625 ml nwéc, de co dung dich voi téng thé tich 788 ml va
néng dé khoi lwgng khoadng 31,7 g trén 100 ml MgCl2.6H20.

Bao quan dung dich nay trong lo thay tinh t6i mau c6 ndp day kin & nhiét d6 phong it nhat 2 nam.
B.4.3 Dung djch C
B.4.3.1 Thanh phén

Xanh malachit oxalat 049

Nuéc 100 ml

B.4.3.2 Chuén bj

Hoa tan xanh malachit oxalat trong nwéc.

Dung dich nay c6 thé dwoc gilr trong lo thly tinh mau nau & nhiét dé phong trong it nhét 8 thang.
B.4.4 Mobitrwwdng co ban
B.4.4.1 Thanh phéan
Dung dich A (B.4.1) 890;‘
Dung dich B (B.4.2) 100 mi
Dung dich C (B.4.3) 10 mi|




[Thach? 2,7 #

@ C6 thé cén phai xac dinh thuc nghlem néng do thach can thiét téi wu cho sy di doéng
clia Salmonella (vi dy: khi s&¥ dung mé thach chua biét strc dong).

B.4.4.2 Chuan bj
Cho 100 ml dung dich B va 10 ml dung dich C vao 830 ml dung dich A, khuéy trén.

Thém thach va tao huyén phu.

Chinh pH, néu cén, sao cho sau khi khi tring, pH 12 5,2 (tr 5,1 dén 5,4) & nhiét d6 20 °C dén 25 °C.
Bun néng va khuay trén. Khéng hép ap lwc.

Khéng gilr méi triedng & nhiét d6 cao lau hon thdi gian cén thiét.

Lam ngudi moi trudng dén nhiét d6 trong khoang tir 47 °C dén 50 °C trong ndi cach thiy (6.5).

B.4.5 Dung dich Novobioxin

B.4.5.1 Thanh phén

Mudi natri novobioxin 0,05¢g

Nuwéc 10 ml|

B.4.5.2 Chuén bj

Hoa tan mudi natri novobioxin trong nwéc.

Kh(r triung bang céach loc qua bé loc mang ¢& 16 0,22 um.

Dung dich nay c6 thé bén dén 4 tuan khi dwoc bdo quén & 5 °C (6.8) hodc dén 1 nam néu bao quan
v@i cac lweng nho (vidy: 2 mi) & -20 °C (6.9).

B.4.6 Moi trwong hoan chinh

B.4.6.1 Thanh phén

Méi trwdng co ban (B.4.4) 1000 ml
[Dung dich novobioxin (B.4.5) 2ml
B.4.6.2 Chuan bj

Bang ky thuat vé trung, cho 2 ml dung dich novobioxin (B.4.5) vao 1 000 mi méi truéng co’ ban (B.4.4)
& 47 °C @én 50 °C. Tron k§. Néng d6 cudi cung ctia novobioxin trong mai triedng hoan chinh 1a 10
mg/Il.

pH cubdi cung phai la 5,2 (tir 5,1 dén 5,4) & nhiét do 20 °C dén 25 °C.
Ro6t moi tridrng vao cac dia Petri vo tring cé dwdng kinh 90 mm (6.14), méi dia tir 15 ml dén 20 mli.

Dé mbi trvdng déng dac trwde khi di chuyén va thao tac can than.

B&o quan cac dia v&i nap hwéng lén trén va bao quan & noi tdi khong bi kho Gén 2 tudn & 5 °C
(6.8).

Khéng I4t dp cac dia vi thach ban d&c qua mém.

Khéng st dung dia cé chira thach ban dac da bj hoa 1dng hodc bi phan 16p.

Ngay trwdc khi str dung va néu thay bé mét thach wat thi cén than lam khé bé mat thach, vi du béng
céach hé n3p dia hwéng mit thach Ién trén dé trong td thong khi. Can than khong dé meéi trwdng khoé
qua murc.

CHU THICH 1: Thanh phan cia thach MSRYV, nhu néu trong Tai liéu tham khao [12], c6 chira
novobioxin 20 mg/I. Tuy nhién, theo quan diém khoa hoc, ham Iwo’ng novobioxin tét nhat 1a 10 mg/l.
Céc nghién clru cho thay céc vung lan réng hon trén thach MSRV & ndng d6 novobioxin thap honl23]
vi t&c dong rc ché clia novobioxin t¢i tinh di ddng cla vi khuanl22! it hon.

CHU THICH 2: Thanh phan mai tredrng cudi cling: san phdm thay phan mé déng vat va mé thuc vat
bang enzym 4,6 g/l, sdn phadm thiy phan casein bang axit 4,6 g/l, natri clorua (NaCl) 7,3 g/, kali
dihydro phosphat (KH2PO4) 1,5 g/l, clorua magie khan (MgCl2) 10,9 g/l ho&c magie clorua ngam 6
phan tlr nwéc (MgCl2.6H20) 28 6 g/l, xanh malachit oxalat 0,04 g/I, mudi natri novobioxin 0,01 g/l va
thach 2,7 g/l.

B.5 Canh thang Novobioxin tetrathionat muller-kauffmann (canh thang MKTTn)
CHU THICH: Xem Tai liéu tham khao [14].
B.5.1 M6i trworng co ban



B.5.1.1 Thanh phan

Chét chiét thit 43g
San pham thdy phan casein bang enzym 86g
Natri clorua (NaCl) 2,6 g|
Canxi cacbonat (CaCOz) 38,749
Natri thiosulfat ngadm 5 phan tlr nwdc (Na25203.5H20) 478g
Mat bd dung cho vi khuan hoc 478 g
Xanh Brilliant 9,6 mg
Nudc ~ 1 000 ml

B.5.1.2 Chuan bj

Hoa tan cac thanh phan trén hodc mai trrong hoan chinh khé trong nwéc bang cach gia nhiét co
khudy tron lién tuc cho dén khi méi trweng bat dau séi. Tranh qua nhiét.

Chinh pH dén 8,0 + 0,2 & 25 °C, néu can.

Trén ky mdi trwéng.

Bao quan méi trvdng co ban trong binh day kin (6.12) & nhiét d6 5 °C (6.8) dén 3 thang.
B.5.2 Dung dich iot-iodua

B.5.2.1 Thanh phin )

IIot 20,049

Kali iodua (KI) 25049
Nwoc ) 100 mi

B.5.2.2 Chuén bj

Hoa tan hoan toan kali iodua trong 10 ml nwée, sau d6 bd sung iot va pha loang bang nwéc vo trung
dén 100 ml. Khéng dun néng.

Bé&o quéan dung dich d& chuén bi trong binh day kin (6.12), & noi téi dén 1 nam.
B.5.3 Dung dich Novobioxin

B.5.3.1 Thanh phan

[Mudi natri novobioxin 0,04 g

Nuéc 5 mli

B.5.3.2 Chuén bi

Hoa tan mubi natri novobioxin trong nwéc.

Khtr triing béng cach loc qua bé loc mang c& 16 0,22 pm.

Dung dich nay co6 thé bén dén 4 tuan khi duoc bdo quan & 5 °C (6.8) hodc dén 1 nam néu bdo quan
v&i cac lvgng nhé (vi dy: 2 mi) & -20 °C (6.9).

B.5.4 Méi trwong hoan chinh
B.5.4.1 Thanh phén

Mai trirong co bén (B.5.1) 1 000 ml
Dung dich iot-iodua (B.5.2) 20 mt
[Dung dich novobioxin (B.5.3) 5 ml

B.5.4.2 Chuan bi

Bang ky thuat vé tring, cho 5 ml dung dich novobioxin (B.5.3) vao 1 000 ml mai trrong co ban
(B.5.1). Trén, sau d6 bd sung 20 ml dung dich iot-iodua (B.5.2). Tron ky. Nbng d6 cubi cung cla
novobioxin trong méi trieérng hoan chinh la 40 mg/l.

Phan ph0| moi triwong mét cach vo tring vao vat chiva (6.12) c6 dung tich thich h0’p dé thu dwoc cac
lrong mAu can thiét cho ther nghlem vi dy: méi 6ng 10 ml. Sau khi chuan bi, pH clia canh thang
MKTTn hoan chinh phai xap xi 8,0. Néu méi trwcng hoan chinh chwa dwoc sir dung ngay thi bao
quan noi tdi & nhiét 3o 5 °C (6.8). pH c6 thé glam trong qué trinh bao quan do cac phan trng hoa hoc.
Khéng st dung méi trwéng hoan chinh khi pH giam xuong dwai 7,0.

B.6 Thach Deoxycolat Lyzin Xylose (thach XLD)



CHU THICH: Xem Tai liéu tham khéo [14].
B.6.1 Thanh phén

Chét chiét ndm men 30g
Natri clorua (NaCl) 5049
Xylose 3,759
Lactose 759
Sucrose 7549
L-Lyzin hydroclorua 509
Natri thiosuifat 6,89
St (I11) amoni xitrat 08g
D6 phenol 0,08 g
Natri deoxycholat 1,09
Thach tr 9 g dén 18 g2
Nusc 1,000 ml
|a Tuay thubc vao stre déng ctia thach.

B.6.2 Chuén bij

Hoa tan cac thanh phén trén hodc méi treorng hoan chinh khé trong nwéc bang cach dun néng, khudy
lién tuc, cho dén khi méi trudng bat diu séi. Tranh qué nhiét.

Chinh pH, néu can, sao cho pH cubiciing 1a 7,4 + 0,2 & 25 °C.
R6t moi trudng co ban vao cac éng hodc cac binh (6.12) c6 dung tich thich hop.
B.6.3 Chuén bj cac dia thach

Lam ngudi méi trwdng trong ndi cach thily (6.5) trong khoang tlr 47 °C dén 50 °C va rét vao cac dia
Petri (6.14) v6 trung. D& cho déng déc.

Ngay trwoc khi st dung, can than lam khé cac dia thach (bt nhat hé nap ra va up nguwoc dia thach
xubng) cho vao ti (6.2) & nhiét d6 tir 25 °C dén 50 °C cho dén khi bé mat thach khé.

B&o quan cac dia thach khong bi khé & 5 °C (6.8) dén bén tuan.
B.7 Thach dinh dwéng (vi du méi trweérng khéng chon loc)

B.7.1 Thanh phén - _
Chét chiét thit 30g

Pepton 509
Natri clorua (NaCl) (tuy chon) 50¢
Thach tr 9 g dén 18 g2
Nuwoc 1.000 ml
P Tuy thudc vao sirc déng cla thach.

B.7.2 Chuén bj

Hoa tan cac thanh phan trén hodc maéi trwéng hoan chinh kho trong nwéc bang cach dun néng cé
khuéy trén lién tuc.

Sau khi khi tring, chinh pH dén 7,0 + 0,2 & 25 °C, néu can.

Chuyén méi trwéng nuéi cly vao trong cac 6ng hoac binh (6.12) ¢ dung tich thich hop.
Kh tring 15 min trong néi hap ap lwc (6.1) & 121 °C.

B.7.3 Chuén bj cac dia thach dinh dwéng

Lam nguéi méi treéng trong ndi cach thay (6.5) trong khoang tir 47 °C dén 50 °C, xoay déu va rot vao
cac dia Petri vo triing (6.14). Dé& cho déng déc.

Ngay truoc khi st dung, cén than lam khé céc dia thach (tot nhét hé ndp ra va Up ngwoc dia thach
xudng) cho vao td (6.2) & nhiét d6 tir 25 °C dén 50 °C cho dén khi bé mat thach khé.

Béo quéan cac dia thach khéng bi khé & 5 °C (6.8) dén bén tuan.
B.8 Thach TSI



B.8.1_Thanh phan

Chét chiét thit 309
Chat chiét nAdm men 30g
Pepton 20,049
Natri clorua (NaCl) 509
Lactose 10,0 ¢
Sucrose 10,0 ¢
Glucose 1,09
Sat (Ill) xitrat 03g
Natri thiosulphat 0,39
D4 phenol 0,024 g
Thach tr 9 g dén 18 g2
Nwéc 1000 ml
B Tuy thudc vao stic dong cla thach.

B.8.2 Chuén bj

Hoa tan cac thanh phén trén ho&c méi tredng hoan chinh khé trong nwée béng cach dun néng coé
khuay trén lién tuc.

Chinh pH, néu cén, sao cho sau khi khr triing, pH 14 7,4 + 0,2 & 25 °C.

Phan phéi cac lwong 10 ml méi triwdng vao cac 6ng nghiém hoac chai (6.12).
Khey tring 15 min trong ndi hap ap luc (6.1) & 121 °C.

Dat nghiéng dé phan chan thach dai tir 2,5 cm dén khoang 5 cm.

Bdo quan cac dia khéng bi khé & 5 °C trong ti lanh (6.8) dén bén tuan.

CHU THICH: Céach khac, c6 thé si¥ dung thach sat/duwéng hai lan (Kligler-Hajna)
B.9 Thach uré (Christensen)

B.9.1 Mé6i trwérng cor ban

B.9.1.1 Thanh phin co ban

Pepton? 1,0 g‘
Glucose 1,0 g|
Natri clorua (NaCl) 509
Kali dihydro phosphat (KH2POs) 2049
6 phenol 0,012 g
Thach 9 g dén 18 g°
Nwéc 1 000 m!
® Vi dy: S&n pham thly phan gelatin bang enzym.

P Tuy thudc vao strc déng cla thach.

B.9.1.2 Chuén bi

Hoa tan cac thanh phan trén hodc méi trwdng co ban hoan chinh khé trong nuwoc béng cach dun néng
c6 khuay lién tuc.

Chinh pH, néu can, sao cho sau khi khtr trung, pH 1a 6,8 + 0,2 & 25 °C.

R6t méi trieerng vao cac éng nghiém hodc chai (6.12) ¢é dung tich thich hop.

Kh tring 15 min trong ndi hap ap lwc (6.1) & 121 °C.

Bao quan moéi trudng co ban trong éng hodc binh day kin & 5 °C (6.8) dén ba thang.
B.9.2 Dung dich uré

B.9.2.1 Thanh phan




Uré 400 g
Nudc, dé co thé tich cubi 1 000 ml

B.9.2.2 Chuén bij

Hoa tan uré trong nwédc. Khir tring bang céach loc qua bd loc mang c& 16 0,22 um.
Xem TCVN 8128 (ISO 11133).

B.9.3 Mbi trwwdng hoan chinh

B.9.3.1 Thanh phén

Méi trudng co ban (B.9.1) 950 ml

[Dung dich uré (B.9.2) 50 ml

B.9.3.2 Chuén bj

O diéu kién vo tring, cho dung dich uré vao méi tredng co ban, da lam tan chay tredc va sau d6 aé
ngudi dén nhiét do tir 47 °C dén 50 °C.

Phan phéi cac Iwvgng 10 ml méi trudng hoan chinh vao trong cac 6ng vé triing (6.12).

Dat nghiéng éng nghiem.
Bdo quan cac 6ng méi triedng da rét khong bi kho & 5 °C (6.8) dén bén tuan.
B.10 Méi trwwdng L-Lyzin da khir nhéom cacboxyl (LDC)
B.10.1 Thanh phén

L-Lyzin monochydroclorua 504¢
Chét chiét nAm men 309
Glucose 1,09
Bromocresol d6 tia 0,015¢g
Nwéc 1000 ml

B.10.2 Chuén bj

Hoa tan céac thanh phan trén trong nwéc, dun néng néu can.

Sau khi khir trung, chinh pH dén 6,8 + 0,2 & 25 °C, néu can.

Chuyén cac lvgng tir 2 ml @én 5 ml méi trwdrng vao cac éng cay hep (6.12) co nip van.

Khe tring 15 min trong ndi hap ap Iwc (6.1) & 121 °C.

Bdo quan cac éng méi trwdng da rét & 5 °C (6.8) dén ba thang.

B.11 Thuéc thir B-galactosidase (tuly chon)

Cho toluen vao cac thubc thir dwoc quy dinh dwéi day dé thwe hién phép thir B-galactosidase.
B.11.1 Dung djch dém

B.11.1.1_Thanh phén

Natri dihydro phosphat (NaH2POa) 694
Natri hydroxit, dung dich 10 mol/l khoang 3 ml
Nwéc, dé co thé tich cudi 50 mi

B.11.1.2 Chuén bj

Hoa tan natri dihydro phosphat trong khoang 45 mi nwéc dwng trong binh dinh mure.
St dung dung dich natri hydroxit d& chinh pH dén 7,0 + 0,2 & 25 °C.

Thém nwéc dé co thé tich cubi la 50 ml.

Béo quan dung dich dém trong binh day kin & 5 °C (6.8) dén sau thang.

B.11.2 Dung dich ONPG

B.11.2.1 Thanh phén -
o-Nitropheny| B-D-galactopyranosit (ONPG) 0,08g
Nwoee 15 mi




B.11.2.2 Chuén bij

Hoa tan ONPG trong nuéc & khoang 50 °C.

Lam nguéi dung dich.

B.11.3 Thuéc thir hoan chinh

B.11.3.1 Thanh phan

Dung dich dém (B.11.1) 5 mi
Dung dich ONPG (B.11.2) 15 ml
B.11.3.2 Chuén bj

Cho dung dich dém vao dung dich ONPG.

Bao quan thudc thr hoan chinh trong binh day kin (6.12) & 5 °C (6.8) dén ba thang. Loai bd ngay
thudce thir néu bi chuyén sang mau vang.

B.12 Méi trweng va thubc thir diing cho phan (rng indol (tiy chon)
B.12.1 Mbi trworng trypton/tryptophan
B.12.1.1 Thanh phén

rypton 104g
Natri clorua (NaCl) 59
DL-Tryptophan 1g
Nuwée 1000 ml

B.12.1.2 Chuén bij

Hoa tan cac thanh phan trén trong nuéc dun soi.

Chinh pH, néu can, sao cho sau khi khir trung, pH 12 7,5 + 0,2 & 25 °C.
Phan phéi cac lwvong 5 ml méi tredng vao cac éng nghiém (6.12).

Khir trung 15 min trong ndi hap ap lwc (6.1) & 121 °C.

Bao quén cac 6ng moi tredng da rét & 5 °C (6.8) dén ba thang.

B.12.2 Thudc thir Kovacs

B.12.2.1 Thanh phén

-Dimetylaminobenzaldehyd 59
Axit clohydric, p = 1,18 g/ml dén 1,19 g/ml 25 ml
2-Metyl-2-butanol 75 ml

B.12.2.2 Chuén bi

Trén déu cac thanh phan trén.

B&o quan thubc thir hoan chinh trong cac binh day kin (6.12), noi tbi & 5 °C (6.8) dén sau thang.
B.13 Dung dich nwéc mubi

B.13.1 Thanh phéan

Natri clorua (NaCl) 85¢

Nwéc 1000 ml

B.13.2 Chuén bij

Hoda tan natri clorua trong nwéec.

Chinh pH, néu cén, sao cho sau khi kh tring, pH 14 7,0 + 0,2 & 25 °C.

Phan phéi cac lwong dung dich vao trong cac binh hoac cac 6ng (6.12) ¢ dung tich thich hop dé
chtra dwoc cac lwgng mau thlr can thiét cho phép thir.

Khir tring 15 min trong ndi hap ap lwc (6.1) & 121 °C.
Bdo quan dung dich nay trong cac binh/éng day kin & 5 °C (6.8) dén sau thang.
B.14 Khang huyét thanh

Mot sb typ huyét thanh ngung két co chira khang thé cla mét hay mét vai khang nguyén O ¢o6 ban
san; nghia la khang huyet thanh chira mét hoac nhiéu hon mét nhoém “O” (con dwoc goi la khang



huyét,thanh ‘0" don gia hoac da gia), khang huyét thanh Vi va khang huyét thanh c6 chitra cac khang
thé dbi v&i mét hay nhiéu yéu tb H (con dwoc goi la khang huyét thanh H don gia hodc da gia).

B.15 Thir hiéu nang dé dam bao chét lwong méi treng nudi cay

Binh nghia vé d6 chon loc va ndng suéat duoc quy dinh trong TCVN 8128 (ISO 11133). Nhin chung,
cén tuén tha cac quy trinh thir nghiém hiéu nang trong TCVN 8128 (ISO 11133). i v&i thir nghiém
hiéu nang moi treéng 1dng chon loc va thach MSRYV, str dung cling mét thé tich dich cay quy dinh
trong 9.3.2. Dbi v&i thach MSRYV thi dich cdy can chira 103 cfu dén 104 cfu dé xac dinh nang suét va
ttr 104 cfu dén 108 cfu dé xac dinh dd chon loc (xem TCVN 8128 (ISO 11133)]. Béi v&i cac mai trirdng
khac, cac mure dich cdy dbi véi cac sinh vat dich va khéng phai dich dwoe quy dinh trong 5.4 cla
TCVN 8128:2015 (ISO 11133:2014).

Bang B.1 - Thir nghiém hiéu ning dé dam bao chét lwgng méi trvong nudi cly

Mbi trwéng| Chire ndng V] Ching kiém  |S6 WDCM? Chuén cir
thiv nghiém chirng
BPW Nang suét Salmonella 00031 06 duc (1-2)
18 h 2 h/[Typhimurium<¢
00030
tlr 34 °C |Salmonella
dén 38 °C [Enteritidis®?
Canh thang [N&ng suét 24 h £ 3 h/|Salmonella 00031 10 khuén lac d3c treng trén thach XLD hodc méi treérng duwoc chon khac
MKTTn ITyphimuriume¢
37°C 1 00030
°C Salmonella .
Enteritidis® 00012 hodc
+ Escherichia col® 00013
00025
+ Pseudomonas
aeruginosa_ | I
D6 chon loc \Escherichia cold  |00012 hodc|(Pc ché tirng phan
00013 <100 khudn lac trén TSA
\Enterococcus 00009 hodcl<10 khuan lac trén TSA
faecalis® 00087
Canh thang [Nang suét 24 h + 3 h/|\Salmonella 00031 [>10 khudn lac d&c trng trén thach XLD hodc méi trwdng duec chon khac
RVS ITyphimuriume?
415°C+ 00030
1°C  |Salmonella .
Enteritidis® 00012 hodc
+ Escherichia col® | 00013
00025
+ Pseudomonas
M aeruginosa _
©6 chon loc Escherichia coli’ 00012 ho#c|Fc ché tirng phan
00013 <100 khuén lac trén TSA
Enterococcus 00009 hodcl<10 khuén lac trén TSA
faecalis® 00087
1 i - —
Thach Nang suét 2x(24 h £ |Salmonella 00031 [Xam tréng, vling dyc lan rong ra khi giot duec cly. Sau 24 h dén 48 h
MSRV 3h)y [Typhimuriume¢ vung dyc lan ra khép dia (hau hét). C6 thé c6 them: cac khuén lac dac
| 00030 kriyng sau khi cdy truyén trén thach XLD
41,5 °C + [Salmonella
1°C [Enteritidis®
D6 chon loc \Escherichia col  |00012 ho#c|Kha nang phat trién tai giot cy ma khong c6 ving duc
00013 o N
iEnterococcus 00009 hodc|Khdng phat trién
faecalis? 00087
Thach XLD Nang sudt (24 h + 3 h/[Salmonelia 00031  |Cac khudn lac phat trién t6t (2) ¢6 tam mau den va ving mau 6 trong suét
ITyphimurium®¢ do 1am méi trwdng déi mau
37°C+1 00030
°C Salmonelia
Enteritidis®?
£ chon loc \Escherichia coli’ {00012 hoac|Phat trién ho3c trc ché ting phén (0-1) cla cac khudn Jac mau vang
00013
Enterococcus 00009 hosc|Pc ché hoan toan (0)
faecalis® 00087 - L
Thach dinh | N&ng suét |24 h + 3 h/[Salmonella 00031  |Phat trién tét
dwdng Typhimurium®<¢
|34 °C dén 00030
38°C |Salmonella
__[Enteritidis®®

P Lién quan dén chang dbi ching xem tai w.w.w.wicc.info d6i vai thong tin vé sé lwong bd swu tap chiing céy va céc chi tiét Iién‘




hé; WDCM: World data Cetre for Microorganisms.
*Danh gia mirc @4 phat trién nhu sau: 0: khéng phat trién; 1: phat trién kém ((rc ché tirng phan); 2; phat trién tét [(xem TCVN
8128 (1SO 11133)].

Mot s6 hwong déin quéc gia c6 thé yéu ciu st dung cac serovar khac. Xem cac yéu chu cu thé lién quan dén viéc chon cac
Salmonella serovar.

Tuy chon chiing, st dung téi thiéu mét ching.

Phu luc C
(tham khao)
Nghién ciru danh gia xac nhan phwong phap va cac dac tinh hiéu nang
C.1 Déc tinh hiéu nang cua canh thang RVS va canh thang MKTTn

Céc nghién clru cdng tac quoc té duroc tb chire ndm 2000 trong khun khé dw an clia chau Au SMT
CT 96 2098 (xem Tai liéu tham kh&o [8] va [15]) Cac nghién clru nay gébm 11 phong thir nghiém cla
9 nwéc chau Au va 10 phong th* nghiém ctia My tham gia thiv nghlem trén phomat twoi, bot tru’ng
kho, thit gia cam nguyén liéu va vat lieu chudn. Cac mau thwe phdm méi loai dwoc thir nghiém & cac
mirc nhiém th&p va cao cling v&i kiém chirng am tinh.

Phuong phap @& s dung trong nghién clru lién phong 1a ISO 6579:2002 (xem Tai lieu tham khao [1]),
bao gom ca téng sinh chon loc trong canh thang RVS va canh thang MKTTn. Quy trinh phat hién
Salmonella trong cac mau thirc pham quy dinh trong 1SO 6579:2002 la twong dwong v&i quy trinh quy
dinh trong tiéu chuén nay.

Cacgiatri vé cac déc tinh hiéu nang thu dwoc tlr phép thir lién phong nay dugc chira déi voi tirng
loai mAu trong cac Bang tir C.1 dén C.4. D& liéu thu dwoc tir mot sb phong th& nghiém da loai ra khoi
tinh toan chi vi cac ly do ky thuat (cac sai léch so v&i thi tuc quy dinh).

Bang C.1 - Cac két qua phan tich di¥ lidu thu dwoc voi céc miu pho mat twoi
|

Théng s6 Mau phomat | Mau phomat | Mau phomat
twoi (mau trang) | twoi (nhiém & |twoi (nhiém &
murc thap)2 mure cao)?
S6 Iwgng phong thir nghiém tham gia 23 23 23
S6 Ivgng mau trong mét phong thi nghiém 5 5 5
Sé lwgong phong thir nghiém dwoc gitk lai sau khi
. A 21 21 21
danh gia d liéu
Sé lrong mau duorc git lai sau khi danh gia dtr
ligu 105 105 105
C& phan mau thir, g 25 25 25
D6 dac hiéu, % - 100 - | -
D6 d6 nhay, % | - 74,3 | 83,8
LODso (khodng tin cay 95%), cfu/phan mau thi - 5,7 (tlr 4,0 dén 8,1)
# Cac mau phomat nhiém nhan tao Salmonella Montevideo (chlng duwong tinh lactose).
ICac két qua sb co6 xac suat I&n nhat (MPN) clia cac mau nhiém nhan tao nhv sau:
MPN/25 ¢
Mcrc thap 0,7 (tr 0,2 dén 2,4)
Mtrc cao 37,2 (ttr 7,5 3én 95,0) _
Bang C.2 - Céc két qua phan tich dir liéu thu dwoc véi cac miu bét trirng khé
Théng sb Thr nghiém 1| Thir nghiém | | Thir nghiém | ‘Thu’ nghiém Il ‘
bot triPng khd| bot tribng khé |bdt trieng khé | bét tribng khé |
(mau trang) | (nhiém & mirc | (nhiém & mic | nhiém & mic
B thap)2 cao)? thép)2
;ic“; lwong phong thir nghiém tham 26 26 26 9
So I_Lfo’ng mau trong mét phéng tho 5 5 5 5
nghiém
S6 lvong phong thir nghiém dwoc 21 21 21 8




Fiﬁ’ lai sau khi danh gia di lieu |
Sé lwong mau dwoc gitr lai sau khi 105 105 104 40
danh gia di lieu
C& phan mau thir, g 25 25 25 25
D6 dac hiéu, % 100 - - nd
06 nhay, % - 98,1 99 nd
LODso (khodng tin cay 95%), - 6,0 (tir 4,7 Gén 7,7)
cfu/phan mau thd [
nd la khéng xac dinh
P cac mau bot trivng nhiém nhan tao Salmonella Panama.
Cac két qua sb c6 xac suét I&n nhat (MPN) clia cac mau nhiém nhan tao nhuw sau:
MPN/25 g
Phép thir | mire thap 9,6 (tr 2,2 dén 26)
Phép thr | mirc cao 115 (tir 22,5 dén 495)
Phép thir Il mirc thap 0,7 (tir 0,2 dén 2,3).
Béng C.3 - Céc két qua phan tich dir ligu thu dwoc v&i cac méu thit gia cdm n?uyén ligu
I
th?tggiI:Tém th'i]tggila('e cam thitggia' cdm|cim n!gg;z“en ll thit gla cam
nguyén liéunguyén liéujnguyén liéu lieu nguyeén ligu
(mau trdng)| (nhiém & | (nhiémé& | (nhiém & (nhiém & mirc
murc thdp)2 | mirc cao)? | mirc thap)2 cao)*
gSicz lwong phong thir nghiém tham 25 25 25 13 13
tSthP l;rgl:igé rrr?au trong mét phong 5 5 5 6 6
il oo kbt Genh g o e | 20 20 20 13 13
fr‘; '(;’a,‘irr‘]ggriga;&dﬁ"é‘?f gilr lai sau 100 99 100 78 78
C& phén méu thir, g 25 25 25 25 25
D0 dac hiéu, % 100 - - nd nd
D6 nhay, % - 98 100 nd nd
LODso (khodng tin cay 95%), - nd nd 2,2 (tir 1,5 dén 3,2)

cfu/phan mau thr

nd 1a khéng xac dinh

Salmonella spp. trong phép thir ||

Phép thir | mire thép
Phép thi? | mirc cao
Phép thr [I mure thap

Phép thi? Il mirc cao

ICac két qua sb co xac suat I&n nhat (MPN) clia cac mau nhiém nhu sau:
MPN/25 g

3,7 (tir 1 3én 9,5)
5,8 (tir 1 dén 25)
0,2 (tr 0,04 dén 0,9)
1,0 (tr 2,2 3én 4,5).

@ Cac mau thit gia cdm nhiém nhan tao Salmonella Typhimurium trong Phép thir | va nhiém tw nhién

Béang C.4 - Cac két qua phan tich di¥ liéu thu dwgc véi vt liéu chuan

Théng sb

Vat liéu chuén

(vién nang chtra khoang 5 cfu S. Typhimurium)

S6 Iwgng phong thir nghiém tra lai két qua

26




|S(’5 lweng mau trong mét phéng thir nghiém 5
Sé lwgng phong thir nghiém ngoai lé 1
Sé lwgng phong thir nghiém duorc gitr lai sau khi 25
trir ngoai &

Sé lwong cac méu dwoc chap nhan 125
D6 dac hieu, % -
D6 nhay, % 94,4

C.2 Dic tinh hiéu nang cua thach MSRV dé phat hién Salmonella spp. trong thyc phdm va
thirc @n chan nubi

Trong nam 2003, mét nghién clru danh gia xac nhéan theo I1ISO 16140:2003° da dwoc thire hién (xem
Tai liéu tham kh&o [9] dé so sanh d6 hdi, chi st dung thach MSRV vai phuwong phép quy dinh trong
ISO 6579:20021" (sw dung mdi trirdng tang sinh chon loc, canh thang RVS va canh thang MKTTn).
Két qua so sanh clia nghién ctru nay duwoc tém tat trong cac Bang C.5 va Bang C.6. Mot nghién ctru
so sanh lién phong thr nghiém ciing da duoc thue hién, trong d6 cac két qua duoc tom tit dudi Bang
C.5vaBéang C.6.

Béng C.5 - S6 lwong mdu dwee kiém tra trong nghién ciru so sanh phwong phap vé danh gia
xac nhan thach MSRV

Loai thwc pham Dwong tinh Amtinh | Téng sé
n.c. a.c. Téng sé

Thit va san pham thit 26 13 39 40 79
Sén pham stra 13 18 31 36 67
C4, hai san va rau 4 28 32 32 64
San pham tring, bét nhéo 3 29 32 34 66
M&u méi truedng 0 30 30 31 61

Téng sb 46 118 164 173 337

n.c. 1a nhiém tw nhién; a.c 1a nhiém nhan tao

Béng C.6 - Cac két qua nghién ciru so sanh phwong phap vé danh gia xac nhan thach MSRV

Loai thwe phim AC (%) SP (%) SE (%)
Thit va s&n pham thit 96 98 95
San pham siva 100 100 100
Ca, hai san varau 95 94 97
San pham trirng 98 100 97
Mau méi treeng 98 100 97
Tt c& cac mau _. 98 98 97

AC 1a @6 chinh xac twong 36i; SP 1a d6 dc hiéu twong déi; SE Ia d6 nhay twong dbi.

Cac két qua khac cla nghién ctru so sanh phwong phap nhu sau:
- tam két qua sai lech (ndm sai léch &m va ba sai léch dwong), khéng dang ké;

- mirc phat hién twong dbi déi voi nam nén mau la tir 0,49 dén 0,78 té bao Salmonella trén 25 g hodc
25 ml;

- thiy nghiém chon loc duong dugc thir nghiém trén 55 mau thirc phdm phan lap Salmonella (10
cfu/ml dén 90 cfu/ml trong BPW):

- thir nghiém chon loc am dwoc thlr nghiém trén 48 chung khéng phai Salmonella &nh hwéng bdi cac
phwong phap phat hién Salmonella (tr 104 cfu/ml dén 108 cfu/ml trong BPW);

- nghién ctru cac két qua thir nghiém chon loc dwong/am cho thay d6 déc hiéu coa phwong phap. Ba
ching Salmonella khong phat hién dwoc (2x S. Paratyphl A, 1x S. Enteritidis) va hai chiing
Enterobacter cloacae cho cac két qua duong tinh gia dinh.

Két qua nghién c(ru so sanh lién phong nhv sau;

- 29 phong th& nghiém tham gia tir 10 qubc gia khac nhau;




- mdi phong thr nghiém d4 kiém tra 24 mau sira bot gay bi nhiém nhan tao & ba murc nhiém khac
nhau (0 cfu/25 g, 10 cfu/25 g, 30 cfu/25 g). Tam mau Idp lai cho moi mirc nhiém da duoc kiém tra;

- thir nghiém [&p lai hai lan v&i thach MSRYV va 1SO 6579:200211;

- 240 két qua trén méi phwong phap;

- khéng c6 ngoai I&;

- d6i v&i tt ca cac mire nhiém: AC, SE, SP: 100%, va khodng tin cay: 98%;
- hai két qua duwong tinh gia, c6 thé 1a do nhiém chéo.

C.3 Dac tinh higu néng cua thach MSRV dé phat hién Salmonella spp. trong phan dong vat va
trong cac mau mai trwdrng tir giai doan san xuét ban diu

D@ liéu a6 chum clia thach MSRV @é phat hién Salmonella spp. trong phan déng vat va trong céac
m&u méi tredng tir giai doan san xuét ban dau da dwoc tinh tir ba nghién ctru lién phong khac nhau
do EURL-Salmonella, RIVM, Ha Lan t6 chirc. Cac nghién ctru lién quan nay duoc t6 chirc trong nam
20080181, 2012¢17 va 2013021 Cac méau da dwoc thi nghlem trong ba nghién ctru nay l1an lvot 1a phan
04, phan lgn va boc ung Cac mau nay da dugc kiém tra & hai mire nhiém khac nhau, cong v&i kiém
chirng am tinh. Tt ca cac nghién ctru nay dwoc Uy ban chau Au tai tro.

Phuwong phép dung cho céc nghién ctru lién phong la ISO 6579:2002/Amd 1:20071'2 @é phat hién
Salmonella trong cac mau tr giai doan san xuét ban dau bao gém t&ng sinh chon loc trén thach
MSRV. Phuwong phéap nay da dwoc bao gdm trong tiéu chuén nay.

Cac gia tri dac tinh hiéu nang da thu dwoc tir cac nghién ctru lién phong cho mbi loai mau néu trong
cac Bang C.7 dén Bang C.9. D( liéu thu dwoc bdi mét sb phong thir nghiém cdng tac da bi loai ra
khéi phép tinh chi dwa trén cac ly do ki thuat dwoc xac dinh ré (Iéch véi quy dinh).

Bang C.7 - Két qua phan tich di¥ liéu thu dwoc véi miu phan ga

Théng sb Phan ga +

N[éu STM5® | STM442 | SET7? SE912
trang

S6 lwong phong tht nghiém tham gia 32 32 32 32 32

Sé lwong mau trén mét phong thir nghiém 5 5 5 5 5

Sé ivgng phong thtr nghieém dwoc gitr lai sau khi

danh gia dir lieu 19 19 19 19 19

ﬁé)ulu’qng mau duec gilr lai sau khi danh gia div 05 95 05 o5 95

C& mau thi, g 10 10 10 10 10

D6 dac hiéu, % 100 | - - - -

D6 nhay cho mdi serovar va méi muc, % - I 96,8 100 67,4 100

LODso clia méi serovar (khodng tin cay 95%), ) . P A p

cfulphan mAu thir 1,0 (tr 0,7 dén 1,4) 4,3 (ir 3,3 dén 5,6)

LODso clia tt ca (khoéng tin cay 95%), cfu/phan i , £

mAu thiv 2,5 (v 2,1 @én 3,0)

P Cac mau phan ga nhiém nhan tao bang vat lieu chudn v&i cac chiing va cac mirc sau day:
Salmonella Typhimurium (STM) & mrc 5 cfu/phan mau thir va mirc 44 cfu/phan mau thir;
Salmonella Enteritidis (SE) & mtrc 7 cfu/phan mau thkr va mirc 91 cfu/phan mau thir

Bang C.8 - Cac két qua phan tich dir liéu thu dwoc tir cac miu phan lon

Théng sé Phan Ign +
Méu SD6* | SD37® | STM102 | STM582
trang
S6 Iwong phong thir nghiém tham gia 33 33 33 33 33
Sé lwgng mau trén mét phong thir nghiém 5 5 5 5 5
S6 lwgng phong thir nghiém dwoc gil lai sau khi
danh gia di liéu 26 26 26 26 26
Eééulucng mau dwoc gilr lai sau khi danh gia dir 130 130 130 130 130




C& mAu thiv, g [ 25 25 25 | 25 25
Do dac hiéu, % 992 | - - - -

D6 nhay cho mbi serovar va méi mirc, % - | 885 97,7 91,5 98,5
t}fﬁgﬁg‘; o} serovar (khodng tin cay 95%), - [28(tr2,2dén3,5) 3,8 (tr 3,0 Gén 4.7)
LODso clia tat ca (khodng tin cay 95%), cfu/phan - 3,2 (tir 2,8 dén 3,8)

mau thir

@ Cac mau phan lon nhiém nhan tao bang vat liéu chuan véi cac chling va cac mire sau day:

Salmonella Derby (SD) & mirc 6 cfu/phan mau thir va mire 37 cfu/phan mau thi;

Salmonella Typhimurium (STM) & mirc 10 cfu/phan mau thtr va mirc 58 cfu/phan mau thir

Béng C.9 - Cac két qua phan tich di liéu thu dwge trén miu tidi boc iing |

| Thong sé Tui boc tng

+10 g vat liéu méi trwong trén & ga dé +
_ ) Mau trén STM9* STM81*
Sé lwong phong thir nghiém tham gia 36 36 36
Sbé lwong méu trén mét phong thir nghiém 8 8 8
Sg Iggﬂguph()ng thir nghiém dworc gilr lai sau khi danh 33 33 33
S6 lwong méu duwoc git lai sau khi danh gia dt liéu 264 264 , 264
C& phan mau thir “Tui boc Uing Tui boc ling
Do dac hiéu, % 99,6 - -
D6 nhay cho méi mirc, % - __ 94,7 98,1
LODso (khodng tin cay 95%), cfu/mau thir - | 3,8 (tr 3,2 4én 4,4)

@ Cac mau tui boc Gng nhiém nhan tao bang dich céy pha loang clia Salmonella Typhimurium (STM) &
Imtrc 9 cfu/mau thir va mirc 81 cfu/mau thir

Phu luc D
(quy dinh)
Phat hién cac Salmonella enterica phan loai serovar Typhi va serovar Paratyphi
D.1 Yéu cau chung

Mot sb serovar clia Salmonella khong phat hién duoc béng phwong phap quy dinh trong tiéu chuan
nay. Phy luc nay dua ra cac budc bd sung can thye hién khi can phat hién cac Salmonella enterica
phan loai serovar Typhi va serovar Paratyphi. Céan thyc hién gy di phwong phap quy dinh trong tiéu
chuén nay.

CHU THICH: Cac chiing ctia serovar Gallinarum (cac biovar gallinarum va pullorum) khdng &nh
hwéng dén sirc khoé con ngudi va do dd trong tiéu chuén nay khéng dé cap dén viéc phan I&p ching
(xem Tai liéu tham khao [12]) Tuy nhién, néu céc biovar nay can dwoc tim thi c6 thé siv dung moi
trrong Selenit Cystin (SC) bé sung cho canh thang RVS va canh thang MKTTn nhu mo ta trong phu
luc nay.

D.2 Phat hién Salmonelia Typhi va Salmonelia Paratyphi
D.2.1 Nguyén tic

CANH BAO - Salmonella Typhi va Salmonella Paratyphl la cac vi sinh vat thuéc mdi nguy nhém
3. Can str dung cac trang thiét bj thich hop khi xtr ly cac chiing nay.

D.2.1.1 Yéu cau chung

Xem 4.1.

D.2.1.2 Téng sinh so bd trong méi trwdng Iong khdong chon loc
Xem 4.2.

D.2.1.3 Téang sinh trong mdi trwwdng léng chon loc



Xem 4.3. Céy dich thu dwoc trong 4.2 vao méi trvdng selenit cystin (SC) bd sung cho viéc nuéi cay
trong canh thang RVS va canh thang MKTTn.

Méi tréng SC dwoe G & 37 °C (6.3) trong 24 h va 48 h.
D.2.1.4 Nuéi cay trén thach chon loc va nhan biét

Xem (4.4). Céy dich thu dwoc trong 4.3 va D.2.1.3 vao thach Bismuth sulphit (BS) bd sung cho thach
XLD.

Thach BS dwoc U & 37 °C (6.3) va kiém tra sau 24 h va sau 48 h, néu can.
D.2.1.5 Khéng dinh viéc nhan biét

Xem4.5.

D.3 MOoi trwong nudi cdy

D.3.1 Mbi triwérng Selenit Cystin (SC)

CANH BAO - Natri hydro selenit c6 thé gay qual thai va c6 thé gay hai cho thai nhi. Can phai co
cac bién phap phong ngira thich hop khi chuén bj va xtr Iy moi trwérng nay.

D.3.1.1 Mdi trwéng co béan

Pepton? 509
Lactose 40¢
Dinatri hydro phosphat ngam 12 phan t& nwéc (NazHPO4.12H20) 10,0 g

Natri hydro selenit 404
Nuéc 1000 ml

2 Vi du: S&n ph&m thly phan casein béng enzym.
D.3.1.1.2 Chuén bj

Hoa tan natri hydro selenit trong nwéc, sau dé thém cac thanh phan con lai. Bun dén séi dé hoa tan.
D.3.1.2 Dung dich L-Cystin
D.3.1.2.1 Thanh phéan

[L-Cystin 0,19
Dung dich natri hydroxid, c(NaOH) = 1 mol/l 15 ml
Nuwéc vo tring Khoang 85 ml

D.3.1.2.2 Chuan bi

Cho cac thanh phan trén vao binh dinh mirc 100 mi (D.4.2) vé trung. Pha lodng véi nwéc vo tring dén
vach. Khéng khir tring.

D.3.1.3 Méi trwwdng hoan chinh

D.3.1.3.1 Thanh phén

Méi trudng co ban (D.3.1.1) 1 000 ml
Dung dich L-Cystin (D.3.1.2) 100 ml
D.3.1.3.2 Chuén bj

Béng ky thuat vé trung cho dung dich L-Cystin vao méi treong co ban. Chinh pH, sao cho pH cubi
cung la 7,0 £ 0,2 & 25 °C, néu can. Phan phdi méi trrng mét cach vé tring vao éng hoac binh vo
tring (6.12) Gé dat dwgc do sau it nhat 5 cm. Khiy tring bang hoi nwéc trong 15 min. Khéng hép ap
Iwe.

B&o quan cac 6ng méi treong da rot & 5 °C (6.8). Néu xuét hién két thia mau db thi loai bd méi trweng.
D.3.2 Thach Bismuth Sulfit (BS)
D.3.2.1 Thanh phén

San pham thdy phan cac mé déng vat bang enzym 10,0¢
Chét chiét thit 50g
Dextrose 509

Dinatri hydro phosphat (khan) (Na:HPO4) 40¢g




Sét (Il) sulfat (khan) 0,3g
Bismuth sulfit (chi thi) 80g
Xanh brilliant 0,025 g
Thach 200¢
Nwéc 1000g

D.3.2.2 Chuén bj

Cho céc thanh phéan trén vao nuéc va gia nhiét c6 khuay dén s6i. Tiép tuc dun séi nhe trong 30 s dén
60 s dé hoa tan thach va thu duoc huyen phu dong nhat (chat két tda khong tan). Lam nguéi dén
khoéng tir 47 °C dén 50 °C, sau d6 khudy nhe dé tao huyén phi phan két toa.

Chinh pH, sao cho pH 1a 7,7 + 0,2 & 25 °C, néu can.

Rot 20 ml dén 25 ml huyén phu vao dia Petri (6.14) va dé cho déng déc. Cac dia d4 chuan bi dung
cach sé c6 mau vang rom nhat duc va mwot nhw kem.

Chuén bij c4c dia nay mot ngay trwéc khi st dung va bdo quan noi tdi & nhiét dd moi trrong.
Ngay trwoc khi sir dung, lam kho dia thach, néu can. Khéng lam qua khé.
D.3.3 Ther nghiém hiéu nang

binh nghia ve d6 chon loc va nang suét dwoc quy dinh trong TCVN 8128 (ISO 11133). Thé tich dich
céy phai giébng nhw thé tich dich cay duoc st dung trong phu0’ng phap ma moi trrvdng cé chira sb
lwvgng sinh vat dich hodc khong phai dich quy dinh trong 5.4 ciGa TCVN 8128:2015 (ISO 11133:2014).

Béang D.1 - Thir nghiém hiéu ning vé dam bao chét lwong méi trwdng nudi céy

M6i treong | Chirc nang thir U Chung kiém chirng sé woewe Tiéu chie
nghiém
Selenit Nzng suat Salmonella Typhimurium¢< 00031 >10 khuén lac déc tring
. - trén thach XLD hodc méi
Cystin Salmonella Enteritidis® 00030 treong dwoc chon khac
+ Escherichia coli 00012 ho#c
) 00013
24 h+3h/ [t Pseudomonas aeruginosa
00025
| 37°Ct1°C
D6 chon loc [Escherichia coli® 00012 hodc e ché mét phan <100
00013 khuan lac trén TSA
g «
Enterococcus faecalis 00%(())90 8h7oe_1c <10 khuan lac trén TSA
Thach Nang suét 2x(24.h + 3 h)/ (Salmonella Typhimurium®* 00031 Phat trién tét (2) cac
o khuan lac mau nau, xa
Bismuth 37°C+1°C |Saimonella Enteritidis® 00030 |osc don. thudmg 6 anh
sulfit kim loai sau 24 h va
chuyén mau den déu sau
48 h
6 chon loc/ o E scherichia coli® 00012 hodc  Phat trién hodc trc ché
dac hiéu 00013 mét phan (tir 0 dén 1)
céc khuan lac mau xanh
[l cay hodc nau khong
6 anh kim loai
R fod 5 . c
126 chon loc Enterococcus faecalis OO%%%Sh;)aC Uc ché hoan toan (0)

® Lién quan dén chiing déi chirng xem tai w.w.w.wfcc.info dbi véi thong tin vé sé wong bo swu tap
chiing cay va cac chi tiét lién he; WDCM: World data Cetre for Microorganisms.

P SC dung téi thiéu mét ching.

€ Mot sé huéng dan khac co thé yéu cau st dung cac serovar khac. Xem cac yéu cau cu thé lién quan
dén viéc chon cac Salmonella serovar.

@ Tuy chon ching dwec chon ty do, tbi thiéu s dung mét ching.

e Sy phat trién dwoc phan nhw sau: 0: khong phat trién; 1: phat trién kém (trc ché tirng phan); 2: phat |
trién tot [(xem TCVN 8128 (ISO 11133)). |

D.4 Thiét bj va dung cu
D.4.1 Yéu ciu chung

Ngoai cac thiét bj va dung cy néu trong Diéu 6, st dung cac thiét bi va dung cu sau:



D.4.2 Binh dinh mtec, v trung, dung tich danh dinh 100 ml.

D.5 Cach tién hanh

D.5.1 Yéu cau chung

Ngoai quy trinh quy dinh trong Diéu 9, bd sung cac bwéc sau.

D.5.2 Tang sinh trong méi triwrdng I6ng chon loc

Chuyén 1 ml dich nuéi cdy trong 9.2 vao éng ¢é chira 10 ml méi trwéng SC (D.3.1).
U moéi treéng nudi cdy SC & 37 °C (6.3) trong24 h+ 3 hva48h+ 3 h.

D.5.3 Nudi cdy trén méi trueong thach chon loc

D.5.3.1 SaukhiG24h+3hvad48hx3hsw dung dich céy thu dwoc trong canh thang SC (D.5.2),
dung que céy vong (6.10) dé céy tir phan mot phan ba canh thang phia trén 1én bé méat dia thach XLD
(B.6) dé thu dwoc cac khudn lac riéng ré.

D.5.3.2 Tién hanh theo cach twong ty véi thach BS (D.3.2) st dung mét que céy véng vé tring nhw
trén.

D.5.3.3 U céc dia thach XLD va BS & 37 °C (6.3) trong 24 h + 3 h.

D.5.3.4 Saukhit24 h+3h& 37 °C (6.3), kiém tra cac dia thach BS vé& sy c6 mat cia cac khun lac
Salmonella dién hinh c6 mau den, xam, hodc nau c6 hoac khdng ¢ anh kim loai. Ban dau méi trwdng
xung gquanh thuo’ng c6 mau nau sau d6 chuyén sang mau den khi tang thoi gian 0. Danh dau vj tri
clia cac khuén lac nay duoi day dia. Néu c6 mat cac khuén lac dién hinh thi chon ndm khuan lac dé
khang dinh.

U lai cac dTa thach BS thém 24 h (tbng 48 h + 3 h) va kiém tra lai cac khuan lac dién hinh hoac khong
dién hinh c6 mau xanh 14 cay hoi den hodc khéng c6 mau den.

D.5.3.5 Sau khi (i 24 h+ 3 h & 37 °C, kiém tra cac dia thach XLD nhu mo ta trong 9.4.2. Cac khuén
lac dién hinh c6 tam mau den va ving mau d trong sudt do sw ddi mau cuia chét chi thi. Cac bién thé
Salmonella am tinh H2S nhw Salmonella Paratyphi A cé mau hdng véi tam mau héng dam hon. Danh
d&u vi tri cGia chung dwai day dia.

Néu khéng phat hién dwoc cac khuén lac dién hinh hodc khéng dién hinh thi G lai cac dia thém 24 h &
37 °C (6.3) (téng 48 h % 3 h) va kiém tra lai.

CHU THICH: Khéng phai tat ca cac méi trwéng thach co6 mau cé thé gilip cho viéc phuc hbi
Salmonella Typhi va Salmonella Paratyphi.

D.6 Khing dinh

D.6.1 Yéu cau chung

Xem 9.5.

D.6.2 Dién giai cac phép thir sinh héa

Salmonella Typhi va Salmonella Paratyphi thwdng cho thdy cac phan (rng dwoc dwa ra trong Bang 1.

Phu luc E
(tham khao)
Vi du vé cac mai triwng nudi cdy dia thach chon loc

CHU THICH 1: Théng tin dwoc Iay tlr Tai liéu tham khao [20] v&i s cho phép cla Hiép hdi Hoéa hoc
Hoang gia, Cambridge, Vwong quéc Anh.

CHU THICH 2: Danh muc cac méi trudng nudi cy dia thach chon loc van chuwa day 4au.



Bang E.1 - Thuédc thir chon loc (g/l) dwoc sir dung trong moét sé moi trwdng thach chon loc
ding dé phan lap Salmonella spp.

Mébi trong Mat Bismuth Xanh [Cefsulodin| Ferric | Natri Natri Novobioxin Tergitol| Natri
sulfit | brilliant amoni | xitrat desoxycholat] 4  thiosuifat
xitrat Il
0,0125 +
ABC® 0,005 0,5 8,5 5,0
BGA
0,016 +
BS 8,0° 0,025
BSA™ (OSCM I)*e 0,012 0,005
CHROMAgar™
Salmonella' 2 2,5 0,01
CHROMAgar™ 1,5 0,15 1,5
Salmonella Plus'
ICSE 0,5 0,07
DCLS 10,5 25 5,0
DCA 1,0 6,0 3.0 54
HE 9,0 1,5 5,0
MLCB 0,0125 1,0 4,0
MM | 0,8 4,5 ml 6.8
Onéz' 3,825 0,001 66 0,5 9.3 4,25
Thach Rambach ™/
chromID® Salmonella
(SMID2)9 1,5 0,000 3
SS 8,5 0,000 33 1,0 8,5 8,5
XLD 0,8 1,0 6,8
XLT4 0,8 4,6 mi 6,8
IBISA® 25 0,02
IASAP® 0,025 5
IRIS Saimoneila® 0,010 7,0
Rapid'Salmonellal 0,010 | 5,0

@ ABC: a-Mdi trworng sinh mau; BGA: Thach xanh brilliant; BS:Thach Bismuth Sulfit; BSA: Thach Salmonella brilliance ™
(thwong duoc goi la OSCM li. Méi trvdng sinh mau Salmonella oxoid 11); CSE: Estease Salmonella sinh mau 1"%: DCLS: Thach
Desoxycholat Xitrat Lactose; DCA: Thach Desoxycholat Xitrat (thach leifson); HE: Thach Hektoen Enteric; MLCB Thach xanh
lbriltant tinh thé tim lysin mannitol; MM: Thach Miller Mallinson ['®); chromiD® Saimonefla (con goi la SMID2: Méi trwéng nhan biét
Salmonella ll); SS: Thach Saimonella Shigella; XLD: Thach Deoxycholat Lysin Xylose; XLT4: Thach Xylose Lysin Tergitol 4.

P Natri sulfit: 6,15 g/l va bismuth amoni xitrat: 1,85 g/I.
© BSA ciing chira Inhibigen™ dé& (¢ ché chon loc sw phat trién clia Escherichia coli.

Thong tin dwéi day dwa ra tao thuan tién cho ngudi stv dung tiéu chudn va khdng &n dinh phai s dung cac san pham nay. Cé
thé sir dung céc san pham twong ty néu cho cac két qua twong dwong:

¢ LABM la vi dy vé san pham thich hop ciia nha cung cap moi trwerng ABC.

® BSA™ la tén thwong mai sén pham thich hop c6 ban sdn dwoc cung cap bdi Oxoid.

" Merck 1a vi du vé nha cung cap thich hop moi trweng Onéz.

H chromID® Salmonella |a tén thong mai san pham thich hop ¢é ban sén dwoc cung cap bdi bioMerieux.

I IRIS Salmonella® Ia tén thiwrong mai sdn pham thich hop ¢é ban sén dwoc cung cip bdi SOLABIA S.A.S va Cac chan doan
BIOKAR

' Biorad la vi du vé nha cung cép thich hop Rapid’ Saimonella.

CHROMagarT"" Salmonella. CHROMAgar™ Salmonella Plus, Thach Rambach™ |a tén thiong mai san pham thich hop c6
ban s&n dwoc cung cap béi CHROMagar.

Bang E.2 - Hé théng thudc thir chi thi dwoc sir dung trong mot sé méi trirong thach chon loc
dung dé phan lap Salmonella spp. Cac thudc thiy ' nay chi thj cho cac phéan rng xay ra & hau hét
cac chung Salmonella. Giira cac dau ngoic la néng dd ciia cac thudce thie lién guan dweore tinh

bing g/l
Moéi trwéng | a- B- | B -glu- [Esteras| Cellobio | H,S |Lactos| Lysin |Mannit|Propyle|Salici|Sucros| Trehalo [Xylos
galac- | galac- [cosidas| e se &m |dwon| e &m |decac-| ol n_ [ndm| eam se e




tosidasltosidas| e am |dwong| tinh g tinh| tinh |boxylas|dwong| glycol | tinh | tinh dwong |dwon
e eéam | tinh | tinh e tinh |dwong tinh |g tinh
dwong| tinh dwong tinh
tinh tinh?
ABC® X X
BGA X(10) X(10)
BS X
BSA™
(OSCM 11y
CHROMAgar X
™
Salmonella
CHROMAgar X X
™
Salmonella
Plus'
X
CSE X (14,6)
DCLS X (5,0) X (5,0}
X
DCA X [(10,0)
X X X
HE X_|(12,0) (2,0) | (12,0
MLCB X X (5,0) | X (3,0)
X
MM X X (5,0 | X [(10,0) X(1,2) X (1,33)
X X
Onéz® X_|(11,5) (13,0)
IThach
Rambach ™! X X (10,5)
chromID® X X X X (6,0)
Salmonella
(SMID2)*
X
ISS X 1(10,0)
XLD X
X |X(7,5)| X (5,0) X (7,5) (3,75)
X
XLT4 X _[X(7,5)| X (5,0) X(7,5) (3,75)
ASAP®
IBISA®
IRIS
Salmonella®
Rapid’
Salmonella
? ABC: aB-Méi trwdng sinh mau (www.labm.com); BGA: Thach xanh brilliant; BS:Thach Bismuth Sulfit; BSA: Thach Salmonella
brilliance™ (thwdng dwoc goi la OSCM II: Méi trudng sinh mau Salmonella oxoid; www.oxoid.com): CSE: Estease Salmonella
sinh mau "% DCLS: Thach Desoxycholat Xitrat Lactose; DCA: Thach Desoxycholat Xitrat (thach Leifson); HE: Thach Hektoen
Enteric: MLCB: Thach xanh briiliant tinh thé tim lysin mannitol: MM: Thach Miller Mallinson '8}, SMID2: Méi trwéng nhan biét
Salmonalia Il (con goi la chromiD® Salmonella; www.biomerieux.com); SS: Thach Salmonella Sh/gella XLD: Thach Deoxycholat
Lysin Xylose; XLT4: Thach Xytose Lysin Tergitol 4.
P Thubc thir 1a L-Lysin hydroclorua.
Thong tin dwéi day dwa ra tao thuén tién cho nguw&i st dung tiéu chuan va khong &n dinh phai st dung céc san pham nay. Cé
thé str dung cac san pham twong tw néu cho céc két qua twong dwong.
° LABM la vi du vé nha cung cép thich hop mai trwéng ABC.
" BSA™ 13 tén thwong mai san pham thich hop c6 ban sén dwoc cung cap béi Oxoid.
° Merck la vi du vé nha cung cép thich hgp méi treerng Onéz.
chromID® Saimonella |a tén thwong mai san pham thich hop ¢ ban sin dwoc cung cap bdi bioMerieux.
P IRIS Salmonelia® 1a tén thwong mai san pham thich hop ¢6 ban s&n dwec cung cip bdi SOLABIA S.A.S va cac chan doan
BIOKAR
" Biorad 1a vi du vé& san pham thich hop cGa nha cung cip Rapid‘Saimonelia.
' CHROMagar™ Salmonella, CHROMAgar™ Salmonelia Plus, Thach Rambach™ la tén thwong mai san pham thich hop c6
ban sén duoc cung cap bdi CHROMagar.
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