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Loi néi dau

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

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

TCVN 10780-1:2017 do Ban ky thuat tiéu chuan qudc gia TCVN/TC/F13
Phuong phap phén tich va ldy méu bién soan, Tdng cuc Tiéu chuén Do lwdng
Chét lwong thdm dinh, Bo Khoa hoc va Cong nghé cong bé;

B6 TCVN 10780 (ISO 6579), Vi sinh vt trong chubi thuc phdm — Phuong phép
phat hién, dinh lrong va xéc dinh typ huyét thanh clia Salmonelia gdbm céc
phan sau day:

- TCVN 10780-1:2017 (ISO 6579-1:2017), Vi sinh vat trong chudi thuc pham —
Phuong phép phét hién, dinh luong va xéc dinh typ huyét thanh cia Salmonelfa —
Phén 1: Phat hién Salmonella spp.;

— TCVN 10780-2:2015 (ISO/TS 6579-2:2012), Vi sinh vét trong thuc phédm va
thirc &n chan nudi - Phuong phép phét hién, dinh lvong va xé4c dinh kiéu huyét
thanh ctia Salmonella — Phan 2: Binh mo;ng béng KT thuat s dém c6 xéac suét
16m nhét dugce thu nhé:

— TCVN 10780-3:2016 (ISO/TR 6579-3:2014), Vi sinh vét trong chubi thuc
phém — Phuong phép phét hién, dinh lgng va xéc dinh typ huyét thanh cua
Saimonella — Phan 3: Huéng dan xéc dinh typ huyét thanh cta Salmonella spp.
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Vi sinh vt trong chudi thwc phdm — Phwong phép phat hién,
dinh lwong va xac dinh typ huyét thanh ctia Salmonella -
Phan 1: Phat hién Salmonella spp.

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

CANH BAO - D& dam bao an toan cho nhan vién phong thir nghiém, cac phép thir phat hién
Salmonella chi dwoc tién hanh trong cac phong thir nghiém dwoc trang bi thich hop, dwéi sy
kiém so4t ctia can bé vi sinh ¢6 kinh nghiém va phai hét sic than trong khi xt Iy cac nguyén
vét liéu sau . Ngwdi sty dung tiéu chudn ndy phai thanh thao v&i cac thao tac thwe hanh phong
thir nghiém thong thwrong. Tiéu chuin nay khong dé cap dén cac vén dé an toan lién quan dén
viéc str dung tiéu chudn nay. Nguwoi sir dung tiéu chuan phai tw thiét [ap cac thao tac an toan
thich hop va dam bao tuan tha cac quy dinh hién hanh cla quéc gia.

1 Pham vi ap dung

Tiéu chudn nay quy dinh phwong phap phéat hién Salmonelia, Tiéu chuén nay cé thé 4p dung cho:
~ cac san pham thirc pham diing cho nguoi va thire &n chdn nubi;

- cac miu mdi trwdng trong khu virc san xudt va x& ly thue phim.,

— cac mau tir giai doan sdn xuét ban dau, nhy phan ddng vat, bui, bdng gac.

Bang phwrong phap nay, hau hét ddu phat hién duoc cac Salmonella serovar can tim. Dé xac dinh mat
s serovar cu thé, ¢6 théd cin bd sung cac bwdc nubdi cly. DSi véi Salmonella Typhi va Salmonelia
Paratyphi st dung quy trinh quy dinh trong Phu luc D,

M®i trdng ting sinh chon loc thach Rappaport-Vassiliadis (MSRV) ntra dac cai bién dé phat hign cac
chiing Salmonella di déng va khdng thich hop dé phat hién cac chiing Salmonella khong di Gdng.



TCVN 10780-1:2017
2 Tai liéu vién dan

Céc tai liéu vién dan sau 13 rat can thiét cho viéc ap dung tiéu chuan. Bi véi cac tai ligu vién dan ghi
nam céng bé thi 4p dung phién ban duwoc néu. Béi véi cac tai lidu vién dan khong ghi nam cdng b thi
ap dung phién ban mé&i nhét, bao gdm ca cac stra ddi, bd sung (ndu cb).

TCVN 6404 (ISO 7218), Vi sinh vét trong thuc phdm va thire n chan nuéi — Yéu céu chung va huéng
dan kiém tra vi sinh vat

TCVN 6507 (ISO 6887) (tAt ca cac phan), Vi sinh vat trong thuc phdm va thirc an chan nudi — Chudn bj
méu thtz, huyén phir ban déu va cac dung dich pha loang thap phan dé kiém tra vi sinh vat

TCVN 8128:2015 (1SO 11133:2014), Vi sinh vét trong thuc phdm, thic &n chdn nudi va nudc — Chuan
bi, s&n xuét, bao quan va thir hidu ndng clia méi truong nudi cy.

3 Thuat ngir va dinh nghia

Trong tiéu chudn nay &p dung cac thuat nglr va dinh nghia sau:

3.1

Salmonella (Salmonella)

Céc vi sinh vat hinh thanh cac khudn lac dién hinh ho3c khudn lac it dién hinh trén méi trrdng dac
chon loc va c6 c4c d3c diém vé sinh hoa va huyét thanh durgc mé ta khi tién hanh cac thir nghiém theo
tiéu chuén nay.

3.2

Phat hién Salmonella (detection of Salmonelia)

Viéc xac dinh Salmonelia (3.1), trong mét khdi lwong hoac thé tich cu thé clia san phdm hodc dién tich
bé mit hodc vat thé (vi dy: cac tdi boc Ging), khi tién hanh cac thir nghiém theo tiéu chudn nay.

4 Nguyén tic
4.1 Yéu cdu chung

Viéc phat hién Salmonelia can qua bdn giai doan ké tiép nhau nhuw trong Phu luc A.

CHU THICH: Safmonella ¢6 thé c6 mat v&i sb lwong nhd va thudng kém theo mét lugng kha lén cac vi sinh vat thuée ho
Enterobacteriaceae hodc ¢4¢ ho vi khudn khic. Do 86, cin ting sinh so bo d& dam bo phat hign mdt lwang nhd Saimonelia
ho#c Saimonalia bi tbn thuong thue thé,

i
lamd
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4.2 Téng sinh so b trong méi trivdng I6ng khong chon loc

CAy ph&n mau thlr trong née dém pepton & nhiét dd phong, sau dé G & nhiét d6 tir 34 °C dén 38 °C
trong 18 h.

Déi v6i cac lwgng mau the 1én (vi dy: 1 lit hodc nhidu hon), nén lam néng nwédce dém pepton & nhiét do
tlr 34 °C dén 38 °C trirdrc khi tron voi phan mau thiv,

4.3 Tang sinh trong/trén mai trwdng chon loc

Cdy dich tang sinh thu dwoc trong 4.2 vao méi tredng Rappaport-Vassiliadis c6 dau twong (canh thang
RVS) hoac thach Rappaport-Vassiliadis nira d&c cdi bién va canh thang Muller-Kauffmann
tetrathionat/novobioxin (canh thang MKTTn ).

Canh thang RVS hodc thach MSRV dwge U & 41,5 °C trong 24 h va canh thang MKTTn duwoc U &
37 °C trong 24 h.

Déi v&i mdt s6 sdn pham ¢ thé cin 0 méi tredrng tang sinh chon loc thém 24 h,

CHU THICH: Thach MSRYV ding dé phét hign cac ching Salmonelfa di ddng va khéng thich hgp cho vigc phét hign cac
chiing Salmonelia khéng di ddng.

4.4 Nuéi cay trén moi trwdng dic chon loc

Céy dich tang sinh thu duwoc trong 4.3 vao hai mbi trwérng dac chon loc:

— thach xylose lysin deoxycholate (thach XLD).

- mdi trwdng Gac chon loc bét ky khac bd sung cho thach XLD (vi du xem Phu lyc E).

Thach XLD duoc 0 & 37 °C va dwoc kiém tra sau 24 h. Méi tredng thach chon lgc thir hai duoc G theo
hudng dan ctia nha san xuét.

4.5 Khang dinh

Céc khuan lac Salmonelia gia dinh dwoc cdy truyén va duoc khing dinh d& nhan dang chiing bang cac
phép thi¥ sinh hoa va huyét thanh thich hop.

5 Mai triedng cdy, thudc thir va khang huyét thanh

Ddi voi thire hanh phong thix nghiém, xem TCVN 6404 (ISO 7218) va TCVN 8128 (ISO 11133).

Thanh phan va viéc chuan bi thubc thir va moi tredng nubi cdy duoc quy dinh trong Phuy luc B.
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6 Thiét bj va dung cu thuy tinh

Cé thé diing dung cu thuy tinh st dung mét iAn thay thé cho céc dung cu thuy tinh str dung nhidu 1an
néu ching ¢6 cac dac tinh thich hop.

St dung céc thiét bi dung cu cla phong thir nghiém vi sinh théng thudmng [xem TCVN 6404 (1SO 7218))
va cu thé nhur sau:

6.1 Thiét bi aé khir tring khd (td sdy) hodc khir tring wot (ndi hap ap lwc)
Xem quy dinh trong TCVN 6404 (ISO 7218).

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

6.3 Tu am, c6 thé van hanh & nhiét 46 tir 34 °C dén 38°C va 37°C £ 1°C.

6.4 Tu &m, c6 thé van hanh & nhiét @6 41,5 °C £ 1 °C ho#c ndi cach thily c6 thé van hanh & nhiét do
415°C+£1°C.

6.5 NObi cach thuy, ¢6 thé van hanh & nhiét do tir 47 °C dén 50 °C.
6.6 Nbi cach thuy, c6 thé van hanh & nhiét 6 & 37 °C + 1°C.
6.7 Nbi cach thuy, c6 thé van hanh & nhiét 4o & 45 °C £ 1°C.

Nén st dung nbi cach thuy (tir 6.4 dén 6.7) c6 chira chit khang khuan vi liéu 1ay nhidm Salmonella
thép.

6.8 Tilanh, c6 thé van hanh & nhiét d6 5 °C + 3°C.
6.9 Tu déng lanh, c6 thé van hanh & nhiét d6 —20 °C £ 5°C.

6.10 Que cdy vong vé triing, c6 dwdng kinh khoang 3 mm (dung tich 10 i), dung tich 1 pl va kim
ciy ho3c que cay.

6.11 Dung cu do pH, cé d¢ chinh xac + 0,1 don vi pH & 20 °C dén 25°C.
6.12 Ong, chai hoic binh vé triing, c6 nap day v&i dung tich thich hop.
6.13 Pipet chia d6 ho3c pipet tw déng vé triing, co dung tich danh dinh 25 ml, 10 mi va 1 mi va 0,1 mi.

6.14 Dia Petri vé triing, dwéng kinh khoang 90 mm va c& Ién (dworng kinh 140 mm) (tuy chon).
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7 Lay mau

Viéc lay mau khdng quy dinh trong tiéu chudn nay (xem tiéu chuén cy thé vé Iy mau lién quan dén
san pham twong ng). Néu khong cé tiéu chudn cu thé thi cac bén cd lién quan ty thoa thuan vé van
dé nay.

Né&n l4y miu theo phweong phap néu trong TCVN 11923 (ISO/TS 17728)P% déi véi thuc phdm va
th&rc &n chan nudi, trong TCYN 6400 (1ISO 707)%! dbi v&i stra va san pham stra, trong TCVN 10782
(1SO 13307) ©® dbi véi giai doan san xudt ban dau, trong TCVN 7925 (ISO 17604) % dbi véi 1dy mau
than thit va trong TCVN 81289 (ISO 18593) ! d4i véi lay mau bé mat.

Diéu quan trong 1a phong thlr nghiém nhan dwgc dang méu dai dién va khdng bj hu hdng trong qua
trinh bdo quan hodc van chuyén.

8 Chuan bi miu thip

Chuén bi miu thi tir mau phong the nghiém theo tiéu chuin cu thé phi hop v&i cac san pham
twong &ng. Néu khang c6 tiéu chudn cu thé thi cac bén 6 lién quan tw thod thuén vé van dé nay.

9 Cach tién hanh (xem so G5 & Phu luc A)
9.1 Phén mau thir va huyén ph ban dau

Dé chuén bi huyén phu ban dau, trong treéng hop chung, stk dung méi triedng tang sinh so’ bd dwoc
quy dinh trong B.2 (nwéc dém pepton) lam dich pha lodng. Lam 4m truede nuedc Gém peptone (BPW)
dén nhiét d6 phong trirde khi str dung.

Nhin chung, bd sung mét lvong phan miu thir (khdi lwong hodc thé tich) vao mét lwong BPW (khdi
lwong hodc thé tich) dé thu dugce @6 pha loang muwdi 1an, D2 thie hién didu nay, tron 25 g phan mau thiy
v&i 225 ml BPW. Tuy nhién, ddi véi mdt sb loai mau (vi dy: t0i boc ting, bui), co thé siv dung ty & khac.

Ddi véi cac san phdm cy thé, xem céc quy trinh quy dinh trong TCVYN 6507 (ISO 6887) (tat ca cac phan).

Tiéu chudn nay da dugc danh gia xac nhan trén phan mau thir 25 g. C6 thé s dung phan mau thir
nhd hon ma khdng can phai danh gia/kiém tra xac nhan bd sung véi didu kién van duy tri cing mot ty
1é gitra phdn mau th( v&i canh thang ting sinh (tdng sinh so bd). C6 thé sk dung phan mau thir Ion
hon phdn mau thir d3 dugc danh gia xac nhan ban dau néu viée danh gia/kiém tra xac nhan cho thay
khéng anh hwéng x&u dén viéc phéat hién Salmonella spp.

CHU THICH 1: Viéc danh gid xac nhan ¢6 thd thye hién theo céc phan trong Ung cua ISO 16140, Viéc kim tra xac nhan
cac mau gop o6 thé thire hién theo Phy luc D cla ISO 6887-1:201 788,
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Di véi cac lwgng 1on (vi du: 1 it hodc nhidu hon), nén 1am &m trede nwdc dém pepton & nhiét dg tlr 34 °C
dén 38 °C trudre khi trén voi phin mau the.

CHU THICH 2 Khi cin kidm fra nhidu hon mét phan mau thik 25 g tir 16 san phim thyc pham xac dinh va khi c6 bing chimg
cho théy viéc gdp cac phin miu thir khong dnh huwéng 6én két qua cua thye phdm cu thé d6, c6 thé gdp cac phan miu thir.
Théng tin thém v& gdp cac mdu ciing nhu quy trinh kidm tra dnh hudng cla viée gop 1én d§ nhay cla phuong phép xem
1SO 6887-1:2017"%,

9.2 Tang sinh so bé khong chon toc

0 huyén phi ban dau (9.1) & nhiét 6 tir 34 °C dén 38 °C (6.3)trong 18 h+ 2 h.

Cho phép bao quan M3u ting sinh so bd sau khi U ¢6 thé béo quan & 5 °C (6.8) t6i da 72 h (xem Tai
lidu tham khao tir [30] dén [34]).

9.3 Tang sinh chonloc
9.3.1 Yéu ciu chung

Dé moi trrdrng tang sinh chon loc, canh thang RVS hodc thach MSRV (B.3 hodc B.4) va canh thang
MKTTn (B.5) c4n biing dén nhiét 45 phong néu treére d6 dugc bdo quan & nhiét 46 thap hon.

Giam thidu viéc chuyén cac vat lidu dang hat tir méi tririrng tang sinh so bd sang méi trrdng tang sinh
chon loc.

Sau khi 0, cho phép bdo quan méi truéng tang sinh so b & 5 °C trong ti lanh (6.8) t6i da 72 h (xem
Tai liéu tham khdo tir [30] dén [34]).

CHU THICH: Thach MSRV dung d& phat hién céc ching Saimonella di dgng va khong thich hop d& phat hign céc ching
Salmonella khéng di ddng.

9.3.2 Quy trinh d6i v&i cac mau the pham, thirc an chin nudi va cdc mau mai trirdng tiv khu
vire ché bién thwee pham

Chuyén 0,1 mi dich cy ting sinh thu dwgc trong 9.2 vao éng chira 10 ml canh thang RSV (B.3) hosc
sang bé mét dia thach MSRV (B.4). CAy tlr mdt 6én ba didm cach déu nhau trén bé mat méi trong
thach MSRYV,

Chuyén 1 mi dich cdy thu dwoc trong 9.2 vao bng co chira 10 mi canh thang MKTTn (B.S).
U canh thang RVS @a cdy & 41,5 °C (6.4) trong 24 h = 3 h.
U cAc dfa thach MSRV da cdy & 41,5 °C (6.4) trong 24 h 1 3 h. Khdng 14t tp cac dia.

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

10
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Céac khuén lac trén dia MSRV nghi ngd sé cho thdy mau xam-tréng, quang duc lan rong xung quanh
giot cay.

Trong cac san phdm sia bt va phomat, Salmonella c6 thé bi tdn thuong dén chét. U tiép méi tredng
tang sinh chon loc tir cac san phdm nay thém 24 h 3 h (xem Tai liéu tham khao [35]).

DAbi v&i mot s6 san pham khac, vi du: khi nghién ctru cac mau gay ngd doc, viéc U thém nay hét stre
can thiét.

9.3.3 Quy trinh d6i véi mau tir giai doan san xuat ban dau

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

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

Cac khuén lac trén dia MSRV nghi ngd' & cho thdy mau xam-tréng, quéng duc lan rdng t giot duoc
céy.

Néu cac dia nay am tinh sau 24 hthi G tiép 24 h £ 3 h,

CHU THICH: Cé thé tang 85 nhay bing cach sir dung quy trinh ting sinh chon loc thir hai, vi du: canh thang MKTTn dwoc O
& 41,5 °C trong 24 h ®,

9.4 Nudi cdy trén mol trirdng thach chon loc
9.4.1 Yéu cdu chung

Tir dich céy tang sinh chon foc (9.3), cdy vao hai méi trwdrng thach phan Iap chon loc. Méi trudng phan
tap ther nhét 1a thach Xylose Lysine Deoxycholat (XLD). Mdi trwéng phan lap the hai do phong thie
nghiém tw chon.

Viéc chon mai trudng dia thach chon loc thiy hai bd sung cho thach XLD va dia vao cac déc tinh chén
doan khong gibng véi thach XLD tao thuan tién cho viéc phéat hién, vi du Salmonella duong tinh lactose
ho#c am tinh H,S. Cac vi du vé& méi trwdng phan 1ap, xem Phy luc E,

Dé cac Gia thach XLD (B.6) va mbi tredng dia thach chon loc thir hai can bang dén nhiét dd phong néu
trwéc d6 dwoc bao quan & nhiét db thap hon. Néu can, 1am khd bé mat cac dia thach trudce khi st
dyng {xem TCVN 8128 (1ISO 11133)].

11
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9.4.2 Quy trinh dbi v&i cac miu thire phim, thire 3n chin nudi va mau méi tredng tiv khu vire

ché bién thwc phim

Tir dich cdy thu duoc trong canh thang RVS (9.3.2), cay mot vong 10 ul (6.10) Ién b& mat dia thach
XLD (B.6) sao cho thu dugc cac khudn lac riéng ré. Thue hién twong te voi méi trwéng @ia thach chen

loc thir hai.

Tir céc vi tri cho thdy cac khuén lac duong tinh thu duoc trén thach MSRYV (9.3.2), xac dinh diém cb
quéng duc rdng nhit va str dung que céy vong 1 ul (6.10) nhing vao mép trong quang duc clia c4c
khuan lac drong tinh trén thach MSRV. Rt que céy vong ra sao cho khéng Iy theo c4c mang l6n clia
thach MSRV. Cdy 1&n b& mat dfa thach XLD (B.6) sao cho thu duwec cac khuén lac riéng ré. Thuc hién

tong tu véi mdi trrdng dia thach chon loc thir hai.

Tir dich cdy thu dwoc trong canh thang MKTTn (9.3.2), cay mét vong 10 pi (6.10) 1&n bé mét dia thach
XLD (B.8) sao cho thu dwoc céc khuén lac riéng ré. Thie hién twong te véi mdi tredng dia thach chon

loc thir hai,

CHU THICH 1: D2 thu dwgc cac khuln lac rieng r8, ¢6 thé st dung cac dia Petri kich thuée 16n (dwdng kinh khodng
140 mm) Gwng mbi trwéing thach chon loc hodic ding hai dia kich thuéc trung binh (duéng kinh khodng 90 mm).

L&t Gp cac dia XLD va G & 37 °C (6.3) trong 24 h £ 3 h.
U méi trerng dia thach chon loc thir hai theo hwéng dan ciia nha san xuét.

Néu méi tnrdng tang sinh chon Joc da G thém 24 h thi thue hién quy trinh nudi céy trén thach chon loc

twong tw nhie mo 4 & trén.

Cac khudn lac Salmonelia dién hinh phat trién trén thach XLD ¢6 tdm mau den va viing ngoai c6 mau
@ nhat trong sudt do sw ddi mau ctia chét chi thi.

CHU THICH 2: Trén dia thach XLD céc bién thé Salmoneifa am tinh H,S phat trién c6 khuén lac mau hdng véi tam mau héng
d2m, Salmonella dang tinh lactose c6 khuén fac mau vang, ¢6 hojic khang cé tam méau den. Si xudt hign cac kidu hinh nay

dwoc néu trong Bang 1.

Sau mét khoang th&i gian G thich hop kiém tra mdi triedng dfa thach chon loc thi hai vé s ¢o mét clia

cac khudn lac ¢6 cac dic treng dién hinh c6 thé coi [3 Salmonelia gia dinh.
9.4.3 Quy trinh dbi véi cac mau tlr giai doan san xuét ban diu

Tt cac vi tri cho thdy cac khudn lac dwong tinh, xac dinh diém c6 quang duc réng nhat dung que ciy
vong 1 ul (6.10) nhung vao mép frong quéng duc cta cac khuan lac dwong tinh trén thach MSRV
(9.3.3) . Rt que cAy vong ra sao cho khdng 18y theo cac mang I6n-ctia thach MSRYV. Cdy [én bé mat

12
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dia thach XLD (B.6) sao cho thu dwoc cac khuan lac riéng ré. Thyc hién tuong tw véi moi trudng dia
thach chon lgc thir hai.

Latapcacdia XLDva it & 37 °C (6.3) trong 24 h £ 3 h.
U méi trwérng dia thach chon loc thiv hai theo hwéng dan clia nha san xuét.

Dt lai cac dia MSRV am tinh vao ti &m & 41,5 °C va U tiép 24 h £ 3 h. Thyc hién quy trinh nudi cy
trén thach chon loc néu sau khi 01 48 h trén cac dia MSRV khdng cé khudn lac dwong tinh.

Céc khudn lac Salmonella dién hinh trén thach XLD ¢6 tdm mau den va quang mau dd nhat trong sudt
do sw d6i mau ctia chat chi thi.

CHU THICH: Trén dia thach XLD cac bién thé Salmoneffa am tinh HzS phat trién c6 khudn lac mau hong véi tam mau héng
dam, Salmonella duong tinh lactose co khuan kac mau vang, c6 hodc khdng co tam mau den. Sy xudt hién cac kiéu hinh nay
dugc néu trong Bang 1.

Sau mét khoang thai gian U thich hop, kiém tra méi treéng dia thach chon loc thr hai vé sw co mit clia
cac khuan lac cé céc dac trwng dién hinh c6 thé coi 1a Salmonella gia dinh.

9.5 Khang dinh
9.5.1 Yéu cau chung

Viéc két hop cac két qua thr nghiém sinh héa va huyét thanh cho thay vi khudn phan 1ap dwoc cd
thudc chi Salmonelia hay khéng. D& nhan dang cac chiing Salmonelfa cin x4c dinh dAy 4 typ huyét
thanh. Hwéng din xac dinh typ huyét thanh dwoc quy dinh trong TCVN 10780-3 (ISO/TR 6579-3)%4,

Déi véi mot sb moi trwdng khéng dinh dwge quy dinh trong 9.5.3 va trong B.8 dén B.12, c6 thé st dung
céac ché phdm cé ban san thay thé dé khang dinh sinh héa déi véi Salmonelia. Cho phép st» dung cac
ché pham nay néu hiéu néng cla viéc khang dinh sinh hoa déi voi Salmonella dugc kiém tra x4c nhan
trwwde khi ste dung.

Pé phan biét r5 cac phan tng sinh héa am tinh va dwong tinh, nén kiém tra xac nhan cac phan teng
clia méi trrdyng déi voi tisng phép thir sinh héa bing cac chiing kiém chirng 4m va kiém chirng dwong
dic tewng.

CHU THICH 1: Viéc nhan dang cac khudn lac Salmonella cin c6 nhidu kinh nghiém vi hinh dang bén ngoai cla ching c6 thé
khac nhau khong chi tir serovar nay dén serovar khac ma con tir mé nay 3&n mé khac clia méi triedrng nudi cdy chon loc dugc
s\ dung.

Néu thdy dang tin cay, co thé slr dung cac bd thlr nhan dang co ban sn dé kiém tra sinh hoa
Salmonella [xem TCVN 6404 (ISO 7218)).

CHU THICH 2: C& thé si¥ dung cc quy trinh thay thé dé khing dinh Safmonelfla spp. néu cac quy trinh ndy da duoc kiém tra
x&¢ nhan s phi hep [xem TCVN 6404 (1SO 7218)).
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9.5.2 Chon khuén lac d& khing dinh

Banh du cac khudn tac nghi ngd trén méi dia (9.4). Chon 1t nhét mét khuan lac dién hinh hoac nghi
ngdr 32 céy truydn va khang dinh. Néu khuin lac nay am tinh thi chon nhiéu hon bdn khuan lac nghi
ng& dé chac chén ring cac khudn lac nay da duoc cdy truyén trén hdn hop caéc méi trudng phan
Iap/méi trwdrng tang sinh chon foc khac nhau cho thay cac khudn lac nghi ngd phét trién.

Cy ria cac khudn lac dwoc chon trén bd mét méi trudng thach khdng chon loc da dwoc fam khé trwéc
(B.7), sao cho céc khudn lac phat trién riéng ré. U c4c dia da cdy & nhiét d6 tir 34 °C dén 38 °C (6.3)
trong24h + 3 h.

Cach khac, néu cé cac khuan lac riéng ré (nudi cay thudn) trén mdi trwdng dia thach chon loc (9.4) thi
¢6 thé thire hién khing dinh sinh héa truc tiép véi khuan lac riéng ré nghi ngd tle mai tredng dia thach
chon loc. Sau dé c6 thé thire hién bwée nudi c.:fly trén mai triedng thach khdng chon fgc song song vai
cac phép thir sinh hoa dé kidm tra @6 thudn clia khudn lac tlr méi tredng thach chon foc.

St dung cac chiing ciy thudn d& khing dinh bing phép thr sinh hod va huyét thanh.

CHU THICH: B6i v&i myc dich nghién ctzu dich t8 hoc hodc didu tra céc vu dich biing phét, vigc khang dinh thém cac khudn
lac cé thé hiru fch, vi du: ndm khudn fac didn hinh hodc nghi ngd tr mbi hén hop cia mdi truéng tang sinh chon loc/moi
irwdng phén tap.

9.5.3 Phép thir sinh hoa

8.5.3.1 Yéu ciu chung

Céy vao mdi triedrng khing dinh sinh hoa tirng khudn lac dwoc cdy truyén tir cac khuén fac di chon
trong 9.4 hodc 9.5.2. D& khang dinh Salmonelia spp., phai thirc hién it nhat cac phép thir quy dinh
trong 9.5.3.2 dén 9.5.3.4. Ciing c6 thé ¢An thirc hién cac phép tht quy dinh trong 9.5.3.5 va 9.5.3.6 khi
céc phép thir khdng dinh khac khong cho két qua 13 rang.

9.5.3.2 Thach TSI (B.8)
Céy ria trén b& mat nghiéng clia thach va ciy dam sau xuéng day. U & 37 °C (6.3) trong 24 h £ 3 h,
Dién gidi cac thay d8i trong méi treéng nhu sau:

a) Caydam sau

— mau vang glucose dwong tinh (1&8n men glucose);

— mau 33 hoac khong ddi mau glucose am tinh (khéng Ién men glucose);
~ mau den sinh hydro sulfid;

— bet khi ho&c nirt thach sinh khi tie glucose
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b) Bé& mat nghiéng cla thach
— mau vang ' lactose va/hoac sucrose duong tinh (I&n men lactose va/hodc sucrose)

- mau dé hodc khong déimau  lactose va sucrose am tinh (khong ién men lactose hoac sucrose)

Phén lén c4c chling cdy Salmonella dién hinh thé hign tinh kiém (mau o) trén bé mat nghiéng ciia
thach va tinh axit (mau vang) ¢d sinh khi (bot khi), (v&i khoang 90 % trwedng hop) sinh hydro sunfua
{thach bi den) khi cdy dam sau (xem Bang 1).

Khi Salmonelia phan 1ap dwoc dwong tinh lactose, trén bé mat nghiéng cGa thach TSI c6 mau vang. Do
vay, viéc khang dinh so bd cac chiing Salmonella khéng chi dwa trén cac két qua clia phép thiy trén
thach TSI (xem 9.5.3.1).

CHU THICH:  Méi tredrng Kligler-Hajna cho céc két qua twong ty nhu thach TS,

9.5.3.3 Thach uré (B.9)
Céy ria trén b& mat nghiéng clia thach. U & 37 °C (6.3) dén 24 h.

Néu phan trng dwong tinh thi uré dwoc phan gidi thanh amoniac, lam phenol do chuyén thanh mau
hdng va sau d6 chuyén thanh mau dd anh dao sdm. Phan (ng thwdng xuét hign sau 2 h dén 4 h,

Céac chiing cdy Salmonella dién hinh khong phan giai uré, do do thach uré sé& khong ddi mau (xem
Bang 1).

9.5.3.4 Madi trwéng L-Lyzin Decarboxylation (LDC, B.10)
Céy ngay phia dudi bé mit cia méi tredng Idng. U & 37 °C (6.3) trong 24 h + 3 h.

Méi trréng duc va c6 mau dd tia sau khi 0 cho thdy phan (ng dirong tinh. Mau vang cho thdy phan
trng @m tinh.

Phén I&n c4c chling cay Salmonelia dién hinh c6 phén (ng LDC dwrong tinh (xem Bang 1).
9.5.3.5 Phat hién f-galactosidase {(B.11) (tuy chon)

Phép ther B-galactosidase c6 thé dwoc s dung dé phan biét cac Salmonella enterica phan loai
arizonae va diarizonae va céc lodi khac trong ho Enterobacteriaceae (t&t ca déu cho phan ing dwong
tinh) véi cac phan loai khac clia Salmonella enterica (nhin chung cac phan loai ndy déu cho phan ¢ng
am tinh, xem Bang 1).
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Bing 1 — Dién giai cac phép thir sinh héa

Phép thi¥" Chiing Salmonella
(T9.6.3.23dén | S. Typhi S. s, S. S. S. Cac chang
9.5.3.6) Paratyphi | Paratyphi | Paratyphi | Gallinarum | Gallinarum khac?®
A B c biovar biovar
gallinarum® | pullorum®

Phan| %+° | Phan | %+° | Phan | %+ | Phan | %+° | Phan | %+° | Phan | %+° | Phan | %+°

rng rng (rng rng ng rng rng
TSlsinhaxittte | + [ 100 | + | 100 | + 100 { + 100 | + 100 | + 100 | + | 100
glucose
TSI sinh khi tie -° 0 + 961 + 96,1 + 96,1 - 0] + 1951 + 92
glucose
TSisinhaxitt | — | 2 | - | 0 | - | 0| -} 0| -]0O0]|~-]0]=1]*1
lactose '
TSI sinh axit tlv - 0 - 0,6 - 0,6 - 0,6 - 0,6 - 0,6 - 1
sucrose
TSl tao hydro + | 97| - |10 + |100| + j100| V V' + | 92
sulfid
Thiy phan ure - 0 - 4] - 0 - 0 - 0 - 0 - 1
Lyzin da khir + 98 - 0 + 95 + {100 + 95 + 95 + a5
nhém cacboxyl
Phan (rng - 0 - 0 - - - |<«10]| - | «c10| - oh
B-qalactosidase
Sinh indol - 0 - 12 | - 1,2 - 1,2 - 1.2 - 12| - 1

a

Tr tai fi8u tham khdo [13] va [14].
® Tir tai liéu tham khao [11], [13] va [14).

Ty 1& phin tram chirng 16 khong phai tht ¢ cAc serovar Salmoneliia phan I3p duge déu cho phan (g + hodic —. Cac phan
rng ciing ¢ thé khac nhau gitra vé trong cic serovar.

¢ Cot tréng: khang o6 sin dir liu v& ty 18 phin tram.

® Salmonella Typhi I4 vi khiAn ky kh,

'V 1a c4c két qua bién thisn,

9 D& phan biét cc loai Saimonelia va cac phan loai khac, xem TCVN 10780 (ISO/TR 6579-3)%¢.

P Cac Salmoneila enterica phan lodi anizonae va diarizonae ludn cho phan (g f-galactosidase duong tinh. Mot sé ching
Salmonella enterica phan loai arizonae va diarizonae c6 thé 1én men laclose.
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Hién c6 mot sb quy trinh thwe hién phép thir B-galactosidase. Vi du nhir sau:

Hoa mdt vong que cly day khuan lac nghi ng& vao mét bng cé chira 0,25 ml dung dich nwéc mubi
(B.13).

Thém mét giot toluen va lac 6ng. D3t dng vao trong ndi cach thlly (6.6) cai dat & 37 °C va dé vai phat
{khoang 5 min). Thém 0,25 ml thudc thir dé phat hién B-galactosidase (B.1 1) va trén déu.

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

Néu st dung cac dia gidy da chudn bi sdn dé phat hién p-galactosidase thi thurc hién theo hwéng dan
clia nha san xuét.

9.5.3.6 Mai trirng thir phan (eng indol (B.12) (tuy chon)

Phép thl indol c6 thé dwoc st dung khi can phén biét Salmonelia (thwéng phan (rng am tinh indol,
xem Bang 1) véi Escherichia coli va Citrobacter (ca hai phan (rng dwong tinh indol) vi cac vi sinh véat
nay c6 thé cho cac phan &ng dién hinh trén méi tnrdng phan iap Salmonelia.

Céy khuan lac nghi ngd vao éng chira 5 ml méi triedng trypton/tryptophan (B.12.1).
U & 37 °C (6.3) trong 24 h + 3 h, Sau khi 4, thém 1 mil thudc thir Kovacs (B.12.2).

Su xuat hién mat vong mau dd (Iop bé mat) chirng td phan (rng dwong tinh va mét vong mau ndu vang
(I6p bé mat) chieng & phan (eng am tinh.

9.5.4 Phép thir huyét thanh
9.5.4.1 Yéu ciu chung

Cac khun lac thuan (9.5.2) cho thdy cac phan (¢ng sinh héa dién hinh d6i voi Salmonelia (9.5.3) duwoc
thr nghiém tiép d& phat hién sw c6 méat cla cac khang nguyén Salmonefla O va H (va ciing nhw v&i
khang nguyén Vi, tai nhirtng noi dw kién cé6 mat Salmonella Typhi trong ngudn cung cap thirc pham)
bang cach ngung két véi khang nguyén da gia (B.14) trén lam kinh, Céc khuan lac thudn dwoc nudi cdy
trén mdi tredng thach khang chon loc (B.7) va duoc kiém tra kha nang tw ngung két. Loai b cac ching
tw ngwng k&t ma khong duwoc thir nghiém tiép d& phat hién sy c6 mit cla cac khang nguyén
Salmonella, Sr dyng khang nguyén theo huéng d&n clia nha san xuét néu khac véi phuong phap duorc
md ta duwéi day dé phat hién sy c6 mét clia cac khang nguyén Salmonella O va H (va véi ca khang
nguyén Vinéu can,).
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Céc phép thir sau day (9.5.4.2 dén 9.5.4.5) la yéu cau tbi thidu dé th& nghiém huyét thanh cla
Salmonefla spp.

Huong dén thém vé viéc khing dinh huyét thanh va xac dinh typ huyét thanh dwgc néu trong
TCVN 10780-3 (ISO/TR 6579-3)%,

8.5.4.2 Loai bé cac chling tw ngung két

Cho mdt giot dung dich nuéc mudi (B.13) 1&n lam kinh thuy tinh sach. Dung que cdy vong tron déu
dung dich nwéc mudi voi khuan lac can thlr nghiém, dé thu dwoc huyén phit duc va déng nhét.

L&c nhe lam kinh tir 5 s dén 60 s (tity theo hwéng dén clia nha san xuét). Quan sat huyén phd trén nén
mau den. Néu cac vi khuan két dinh thanh hat frong huyén phi thi ching nay duge xem 12 i ngung
két va viéc khdng dinh huyét thanh s& phirc tap. Théng tin bd sung vé viéc xt Iy cac chling ty ngung
két c6 thé xem TCVN 10780-3 (ISO/TR 6579-3)%4,

9.5.4.3 Kiém tra cac khiang nguyén O

Kiém tra s ¢6 mét clia khang nguyén O voi khuén lac thudn da xac dinh khéng c6 kha nang tw ngung
két, tién hanh theo 9.5.4.2, str dung mét giot huyét thanh khang nguyén O da gia (B.14) thay cho dung
dich nwéc mubi,

Néu xuét hién ngung két thi phan trng dwoc coi 1 dwong tinh.
9.5.4.4 Kiém tra cac khang nguyén Vi (tiy chon)

Kidm tra sy co mat clia khang nguyén Vi véi khuan lac thudin da xac dinh khéng ¢6 kha nang tw ngwng
két, tién hanh theo 9.5.4.2, st dung mat giot huyét thanh khang nguyén Vi (B.14) thay cho dung dich
nwée mubi.

Néu xuét hién ngung két thi phan (rng dwoc coi la duong tinh,
9.5.4.5 Kiém tra cac khang nguyén H

Kiém tra sw c6 mat clia khang nguyén H vé&i khudn lac thuan da xac dinh khdng ¢6 kha niang tw ngwng
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 nwéc mudbi,

Néu xuat hién ngung két thi phan irng drroc coi 14 duwong tinh,
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9.5.5 Dién giai cac phan tbng sinh hoa va huyét thanh

Bang 2 dién gidi cac két qua cta cac phép thtr khang dinh (9.5.3 va 9.5.4) véi cac khuan lac da thir
nghiém (9.5.2).

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

Phan i¢ng sinh hoa T ngwng két Phan (rng huyét thanh Dién giai

Dién hinh Khéng Khang nguyén O va H dwong tinh | Cac chiing dwoc coi la
(va Vi duong tinh néu thir nghiém) Saimonella

Dién hinh Khéng Khang nguyén O vathoac H am tinh

Pién hinh cé Khong thir nghiém vi tw ngung két | Co thé 1a Salmonella

(xem 9.5.4.2)
Phan trng khéng dién hinh - - Khéng dworc coi fa
Salmonelia

9.5.6 Xac dinh typ huyét thanh

Céc ching da dwoc khdng dinh 1& Salmonella spp. (xem Béng 2) co thé thir nghiém tiép @& xac dinh
serovar. Huéng dén xac dinh typ huyét thanh dugc quy dinh trong TCVN 10780-3 (ISO/TR 6579-3)%%,

Néu cén, cac chiing da khdng dinh c6 thé dwoc gl dén trung tam kiém chirng v& Salmonelfa da dwoc
cdng nhén dé xac dinh typ (typ huyét thanh, typ phan tr). Néu cac chiing Gwoc givi dén trung tam kiém
chirng thi phai kém theo tt ca thong tin lién quan dén cac chiing d6 nhw két qua khang djnh, ngudn
phén lap chling va c6 lién quan dén viéc phan Iap t& dot bung phat dich.

10 Biéu thi két qua

Cén ¢t vao phan dién gidi két qua, chi rd c6 mit hodc khdng cé mét Salmonella trong phan mau thiy
x g hoic x mi san pham [xem TCVN 6404 (1SO 7218)] hoac trén dién tich b& mit hoac trong mau vat
pham (vi du: tGi boc Gng).

11 Bdc tinh hiéu nang cla phwong phap
11.1 Nghién ctru lién phong thir nghiém

Cac dac tinh hiéu n3ng clia phwang phap da dwoc xéc dinh trong cac nghién clru lién phong the
nghiém dé xac dinh dé déc hiéu, dd nhay va LODg, ciia phuong phap (xem Tai lidu tham khao [6] va [7]).
D& lisu duoc tém tat trong Phu luc C. Cac gia tri thu dwec tir cac nghién ciru fién phong nay cé thé
khéng ap dung dwoc cho céc loai nén mau khac véi nén mau néu trong Phu luc C. Ngoai ra, cac dac
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tinh hiéu nang néu trong Phu luc C da xac dinh trong méi phan 25 g (ho&c 25 mi) méu thir. Khi sir dung
céc phan mau thi 16n hon thi cac déc tinh higu nang ¢6 thé sé khac.

11.2 Do nhay

Pé nhay dwoc xac dinh bng sé mau duong tinh chia cho sé mu dwgc thir nghiém & mirc nhiém da

cho. Céc két qua phy thudc vao mire nhiém ciia mau.

11.3 Do déc higu

Dé dac hidu dwoc xac dinh bing s6 mau &m tinh chia cho s6 mau trdng dworc thir nghiém.
11.4 LODs,

LODs (mirc phat hién) 14 ndng do (cfu/phan miu thir) ma & mirc nay ¢ kha nang phét hién dén 50 %.
12 Bao cao thir nghiém
Béo cdo thir nghiém phai chi ra:

phuong phap 14y mau da s dung, néu biét;

~ ¢& phan mau thtr va/hodc ban chét ctia mau dwoc kiém tra;

phuong phap thir da str dung, vién din tiéu chun nay;

moi sai l&ch trong mai triedng ting sinh hodc cac diéu kién G da st dung;

moi chi tiét thao tac khéng qui dinh trong tiéu chuan nay, hodc duoc coi la tuy chon, cing véi cac
chi tiét clia s c6 bt ky ma c6 thé anh hudng dén két qua;

— c4c két qua thu duoc.
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Phu luc A
(quy dinh)

So @6 cach tién hanh

Méu + nwéic dém pepton (BPW):
Dung dich pha lodng 10 lan (9.1 va 9.2)
U&34°Cdén38°Ctrong 18h+2h

k—1 TANG SINH SO’ BO

Cay 0,1 ml dich cay tang sinh
+
10 ml canh thang RVS hoic thach
MSRV (9.3.2)
U& 41,5°C+1°Ctrong24h+3h

TANG SINH
CHON LOC

Céy 0,1 ml dich cdy ting sinh
+
10 mi canh thang MKTTn (9.3.2)
U&37°C21°Ctrong24h+3h

i~

ThachXLtDa & 37°C+1°C
trong 24 h £ 3 h (9.4.2) va moi
trierng thach phén 1ap thir hai

NUOI CAY TREN
THACH CHON LOC|™

=

Thir it nhat mdt khuAn lac dign hinh hoac nghi
ngd. Néu am tinh, thir thém bén khuén lac
khac da dwoc danh déu (9.5.2)

KHANG BINH

Thach khdng chon lgc (9.5.2))
duoc i & 34 °C dén 38 °C
trong24h+3h

Phép thi¥ sinh hoa (9.5.3)

./\

Phép thir huyét thanh (9.5.4)

\/

Biéu thi két qua (Diéu 10)

Hinh A.1 — So dd quy trinhphat hién Salmonelia trong mau the pham, thivc 3n chan nudi

va miu méi trwdng tir khu vire ché bién thwe pham
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M&u + nwéc dém pepton (BPW):
Dung dich pha loZing 10 1dn (9.1 va 9.2)
U&34°C 3n38°Ctrong18h+2h

Ki—{ TANG SINH SO BQ

Céy 0,1 ml dich cAy tang sinh bang 1 giot
dén 3 giot 1&n trén thach MSRYV (9.3.3)
Uhaildn& 41,5°Ct1°Ctrong24 h+3h

TANG SINH
CHON LOC

zo :

> Thach XLD

Qg U&37°C+1°trong 24 h +3h (9.4.3) val
o g méi trizéng thach phan p thie hai
QO

S

ZI.

<‘.=T

Thir it nhat mdt khuan lac dién hinh hodic
nghi ngd. Néu am tinh, thir thém bén
khuan lac khac da dugc danh déu (9.5.2)

Thach khdng chon loc (9.5.2)
U & 34 °C dén 38 °C trong
24ht3h

/

KHANG D|NH

Phép thir sinh hoa (8.5.3)

Phép thir huyét thanh (9.5.4)

\/

Biéu thj két qua (Bidu 10)

Hinh A.2 - So 85 quy trinh phét hién Salmonella trong miu phan déng vat

va mau moi trwong tir giai doan san xuéit ban déu
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Phu luc B
(quy dinh)

Mai trrdng nudi cay va thudc thir

B.1 Yéu ciu chung

C6 thé ap dung cac quy dinh chung trong TCVN 8128 (ISO 11133) dé& chuén bj va thi nghiém hidu ning
mdi tredng nudi cay quy dinh trong Phu luc nay. Néu mai trudng nudi cly hoac thude thir duwge chudn bi
tlr méi trvérngithude thir hoan chinh khé hodic néu sl dung méi trvdrng/thubc thir da chudn bi san thi phai
tudn thi c4c hudng dan clia nha san xuét vé chudn bi, bdo quan, cach st dung va han st dung.

Thei han st dung clia cac mdi trwdng néu trong phu fuc nay da dwoc néu trong mot sé nghién clvu.
Nguwéri st dung phai kiém tra lai didu nay theo cac didu kién bdo quan cla riéng minh [nhw dwoc quy
dinh trong TCVN 8128 (ISO 11133)].

Thir nghiém hiéu ning dé dam bdo chat lwong mdi tredng nudi cdy dwoc quy dinh trong B.15.
B.2 Dung dich nwré&c dém pepton (BPW)

B.2.1 Thanh phin

Pepton® . 10,09
Natri clorua 509
Dinatri hydro phosphat ngam 12 phén t&¢ nwéc (Na,HPO,.12H,0)° 9,04¢g
Kali dihydro phosphat (KH,PO,) 15¢g
Nude 1 000 mi

® Vi dy: San phdm thly phéin casein biing enzym.

® Néu sir dung dinatri hydro phosphat véi ham lrgng nréc khac nhau thi didu chinh khéi lrgng cda thanh
phén teang irng. Vi dy, trang treérng hop dinatri hydro phosphat (Na;HPO4) khan thi sir dung 3,57 g.

B.2.2 Chuan bj
Hoa tan cac thanh phén trén trong nuwéc, dun néng néu can.
Chinh pH, néu can, sao cho sau khi khiy triing, pH 12 7,0 £ 0,2 & 25 °C.

Phan phdi méi triedrng vao cac binh (6.12) ¢6 dung tich thich hgp dé chira duwoc phan mau thir can
thiét cho thtr nghiém.

Khtr triing 15 min trong ndi hap ap luc (6.1) & 121 °C.

Bao quan méi trirdng trong vat chira kin (6.12) & 5 °C (6.8) dén 6 thang.
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B.3 Méi triedng Rappaport-Vassiliadis véi dau twong (canh thang RVS )
B.3.1 Dungdich A

B.3.1.1 Thanh phin

San phén; thtly phan d4u twong bang enzym _450 g -
Natri clorua 8,04g
Kali dihydro phosphat (KHoPOx) 1449
Dikali hydro phosphat (K2HPOy) 0,29
Nwoe 1 000 ml

B.3.1.2 Chuédnbi

Hoa tan cac thanh phan trén trong nwedrce, éun' nong dén khoang 70 °C, néu can.
Dung dich nay phai dugc chudn bi cling ngay chuén bi méi trwéng RVS hoan chinh.
B.3.2 DungdichB

B.3.2.1 Thanh phan

Magie clorua ngam 6 phéan t& nwréc (MgCl,.6H,0) 400 ¢

Nuwéc 1 000 ml

B.3.2.2 Chudn bi
Hoa tan magie clorua trong nworc.

Do mubi nay hat &m manh, nén cin hoa tan hét legng MgCl,.6H,0 trong hép vira méi md, theo cong
thire. Vi du: 250 g MgCl,.6H,0 thi thém 625 mi nuirére, d& c6 dung dich véi tdng thé tich 788 mi va ndng
@6 khbi lwong khoang 31,7 g trén 100 ml MgCl,.6H,0.

Bao quan dung dich nay trong lo thuy tinh t6i mau cé ndp 83y kin & nhiét dd phong it nhat hai nam.
B.3.3 DungdichC

B.3.3.1 Thanh phan

Xanh malachit oxalat 049

Nuéc 100 ml
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B.3.3.2 Chuan bj

Hoa tan xanh malachit oxalat trong nweée,

Bao quan dung dich nay trong lo thuy tinh t&i mau & nhiét d phong it nhat 8 thang.
B.3.4 Méi trivéng hoan chinh

B.3.4.1 Thanh phin

Dung dich A (B.3.1) 1000 ml
Dung dich B (B.3.2) 100 ml
Dung dich C (B.3.3) 10 ml

B.3.4.2 Chuin bj
Cho 100 m! dung dich B va 10 ml dung dich C vao 1 000 mi dung dich A.
Chinh pH, néu can, sao cho sau khi khi triing, pH 14 5,2 £ 0,2 & 20 °C dén 25 °C.

Phan phdi méi triromg nay vao cac 6ng hodc binh (6.12) ¢ dung tich thich hop dé chiva dugc cac
Ivgng mau thr can thiét cho thir nghiém, vi du: mdi 6ng 10 ml.

Khir tring 15 min trong ndi hép ap lyc (6.1) & 115°C.
Bao quan méi trwdng da chuan bi trong 6ng hodc binh day kin & 5 °C (6.8) dén 3 thang.
CHU THICH: Thanh phin ciia mdi tnrimg cudi clng 13: s&n phim thily phan dau feong bing enzym: 4,5 gi; natri clorua: 7,2 gfl;

kali dihydro phosphat (KHzPOs + KzHPQ4): 1,44 gfl, magie clorua (MgClz) khan: 13,4 g/l hoéc magie clorua nggm 6 phan tr
nwéc (MgCla.6H20): 28,6 g/l; xanh malachit oxalat: 0,036 g/l.

B.4 Thach Rappaport-Vassiliadis ban dic cai bién (MSRV)
CHU THICH: Xem Tai ligu tham khdo [12).

B.4.1 Dungdich A

B.4.1.1 Thanh phan

San pham thily phan mé dong vat va thuc vét bang enzym 464
San pham thiy phan casein bang axit 4649
Natri clorua 739
Kali dihydro phosphat (KH,PO,) 159
Nwéc 890 ml
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B.4.1.2 Chuan bi

Hoa tan céac thanh phén trén trong nwéc bing cach dun néng dén khodng 70 °C, néu can.
Dung dich phai dwoc chuan bi ciing ngay chudn bi thach MSRV hoan chinh.

B.4.2 DungdichB

B.4.2.1 Thanh phéan

Magie clorua ngam sau phan tlr nwéde (MgCl,.6H:0) 400 g
Nwéc 1000 ml

B.4.2.2 Chuan bj
Hoa tan magie clorua trong nuwéec.

Do mudi nay hat 4m manh, nén ¢an hoa tan hét lwong MgCl,.6H,0 trong hop vira méi md, theo cong
thiec. Vi du: 250 g MgCl.6H,0 thi thém 625 ml nwdc, d& co dung dich véi tdng thé tich 788 ml va nong
dd khéi lvong khoang 31,7 g trén 100 ml MgCl,.6H,0.

Bao quan dung dich ndy trong lo thuy tinh i mau cb nép day kin & nhiét 46 phong it nhét 2 nam.
B.4.3 DungdichC

B.4.3.1 Thanh phan

Xanh malachit oxalat 04g

Nuwée 100 ml

B.4.3.2 Chuin bi

Hoa tan xanh malachit oxalat trong nuére.

Dung dich nay c6 thé dwoc gilr trong lo thuy tinh mau nau & nhiét dd phong trong it nhat 8 thang.
B.4.4 Mai triedng co ban

B.4.4.1 Thanh phin

Dung dich A (B.4.1) 890 mil
Dung dich B (B.4.2) 100 ml
Dung dich C (B.4.3) 10 mi
Thach® 2749
°Co n;é cén phai xac dinh thyc nghiém ndng a3 thach cin thidt téi vu cho si di déng cla
Salmonelia (vi du: khi str dung mé thach chua biét sre déng). 2
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B.4.4.2 Chuin bi

Cho 100 mt dung dich B va 10 r;1l dung dich C vao 890 ml dung dich A, khudy trdn.

Thém thach va tao huyén phu.

Chinh pH, néu cén, sao cho sau khi khi¥ tring, pH 1a 5,2 (t& 5,1 dén 5,4) & nhiét dd 20 °C dén 25 °C.
Bun néng va khudy tron. Khéng hip ap lyec.

Khéng gilr méi trrdng & nhiét @ cao lau hon thei gian cén thiét.

Lam ngudi mdi trwdrng dén nhiét do trong khodng tir 47 °C dén 50 °C trong ndi cach thay (6.5).

B.4.5 Dung dich Novobioxin

B.4.5.1 Thanh phéin

Mubi natri novobioxin 0,059

Nwéc 10ml

B.4.5.2 Chuén bi
Hoa tan mudi natri novobioxin trong nidc.
Kh tring bang cach loc qua bd loc mang ¢& 15 0,22 um.

Dung dich ndy c6 thé bén dén 4 tudn khi dugc bdo quan & 5 °C (6.8) hodc dén 1 nam néu bao quan
v&i cac lwong nhé (vi du: 2 ml) & —20 °C (6.9).

B.46 Méoi trirdng hoan chinh

B.4.6.1 Thanh phén

Méi trirdng co ban (B.4.4) 1000 ml

Dung dich novobioxin (B.4.5) 2ml

B.4.6.2 Chuin bj

Bang ky thuat vo tring, cho 2 ml dung dich novobioxin (B.4.5) vao 1 000 ml mdi truwéng co ban (B.4.4)
& 47 °C dén 50 °C. Tron ky. Nong dd cudi cling clia novobioxin trong méi trwérng hoan chinh 12 10 mg.

pH cubi cung phai 14 5,2 (tr 5,1 dén 5,4) & nhiét d6 20 °C dén 25 °C.

Rét méi trwdng vao céc dia Petri vb tring 6 dudng kinh 90 mm (6.14), mdi dia tir 15 ml dén 20 ml.
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D& moi tredrng ddng dac tredc khi di chuyén va thao tac cén than.

Bao quan cac dia véi ndp hwéng 18n trén va bao quan & noi tdi khong bi khd dén 2 tudn & 5 °C (6.8).
Khéng 13t ap cac dia vi thach ban dac qua mém.

Khong s dung dia cé chira thach ban dac da bi hoa I6ng hodc bi phan I6p.

Ngay tredc khi sir dung va néu thdy b& mat thach w6t thi c&n than [am khd bé mat thach, vi du bng
c&ch hé nap dia hwéng mat thach I8n trén dé trong td thong khi. Can thén khdng dé mdi triedrng khd
qua muc.

CHU THICH 1: Thanh phan clia thach MSRV, nhw néu trong Tai ligu tham khéo [12], ¢6 chira novobioxin 20 mghl. Tuy nhién,
theo quan diém khoa hoc, ham Itrong novobioxin 18t nhat 1d 10 mg/l. Cac nghién ciru cho thiy c&¢ ving lan rdng hon trén
thach MSRV & néng db novobioxin thdp hon® i tac déng (¢ ché ca novabioxin 161 tinh di dong cia vi khudn® it hon,

CHU THICH 2: Thanh phan méi trrding cudi ciing: sén phdm thiy phan m6 ddng vat va md thyc vét bing enzym 4,6 gfl, sdn
phém thiy phan casein bing axit 4,6 g, natri clorua (NaCl) 7,3 gfl, kali dihydro phosphat (KH2POa) 1,5 gf, clorua magie khan
(MgClz) 10,9 g/l hodc magie clorua ngdm 6 phéan tr nwéc (MgCI:.GH:IO} 28,6 gfl, xanh malachit oxalat 0,04 g/l, mudi natri
novobioxin 0,01 g/l va thach 2,7 gil.

B.5 Canh thang Novobioxin tetrathionat muller-kauffmann (canh thang MKTTn)
CHU THICH: Xem Tai ligu tham khdo [14].
B.5.1 M&oi triedng cor ban

B.5.1.1 Thanh phan

Chit chiét thit 439
San pham thiiy phan casein bing enzym 86g
Natri clorua (NaCl) 2649
Canxi cacbonat (CaCQO;) 38,79
Natri thiosulfat ngam 5 phén t nwéc (Na,S,03.5H,0) 47.8g
M4t bo ding cho vi khuan hoc 4,78g
Xanh Brilliant 9,6 mg
Nuée 1000 ml

B.5.1.2 Chuin bi

Hoa tan cac thanh phan trén hodc méi tredng hoan chinh khé trong nudrc bing cach gia nhiét c6 khuay
trdn lign tuc cho dén khi mdi trwdng bét dau s6i. Tranh qua nhiét.
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Chinh pH d@én 8,0 + 0,2 & 25 °C, néu cén.
Trdn ki mdi trureng. ‘
Bao quan mdi trwéng co ban trong binh day kin (6.12) & nhiét dd 5 °C (6.8) dén 3 thang.

B.5.2 Dung dich iot-iodua

B.5.2.1 Thanh phan

lot 20,0g

Kali iodua (KI) 250¢
Nwéc 100 ml

B.5.2.2 Chuén bi

Hoa tan hoan toan kali iodua trong 10 ml nwéc, sau dé bd sung iot va pha lodng bing nuwéc vé tring
dén 100 mi. Khéng dun néng.

Bao quan dung dich da chuan bi trong binh day kin (6.12), & noi tdi dén 1 nam.
B.5.3 Dung dich Novobioxin

B. 5.3.1 Thanh phan

Mubi natri novobioxin 004g

Nuée 5ml

B.5.3.2 Chuan bi
Hoa tan mudi natri novobioxin trong nwérc.
Khir tring bang cach loc qua bd loc mang ¢& 16 0,22 pm.

Dung dich nay c6 thé bén dén 4 tuan khi dwgc bdo quan & 5 °C (6.8) hoac dén 1 ndm néu bdo quan
véi cac lwgng nhd (vi du: 2 ml) & —20 °C (6.9).

B.5.4 Mbi treéirng hoan chinh

B.5.4.1 Thanh phan

Mbi tredng co bén (B.5.1) 1 000 ml
Dung dich iot-iodua (B.5.2) 20 ml
Dung dich novobioxin (B.5.3) 5mi
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B.5.4.2 Chudnbj

Bang k¥ thuat v tring, cho 5 ml dung dich novobioxin (B.5.3) vao 1 000 ml méi trwdng co ban (B.5.1).
Trén, sau do bd sung 20 mi dung dich iot-iodua (B.5.2). Tron k§. Nong @6 cubi cling clia novobioxin
trong méi triéng hoan chinh 1a 40 mgfl.

Phan phdi moi trrdrng mot cach vo tring vao vat chira (6.12) ¢ dung tich thich hgp dé thu dwogc cac
legng méu can thiét cho thie nghiém, vi du: méi dng 10 ml. Sau khi chuan bi, pH cla canh thang
MKTTn hoan chinh phai x4p xi 8,0. Néu méi trwdng hoan chinh chwa dwoc sir dung ngay thi bao quan
noi t6i & nhiét d6 5 °C (6.8). pH c6 thé gidm trong qué trinh bao quan do c4c phan (ng héa hoc. Khong
s(r dung méi tredrng hoan chinh khi pH gidam xudng dwéi 7,0.

B.6 Thach Deoxycolat Lyzin Xylose (thach XLD)
CHU THICH: Xem Tai lidu tham khdo [14].

B.6.1 Thanh phin

Chét chiét nAm men 3,0g
Natri clorua (NaCl) 5049
Xylose 3,759
Lactose 7,59
Sucrose 759
L-Lyzin hydroclorua 5.0g
Natri thiosulfat 689
Sét (1i1) amoni xitrat 08¢
Bé phenol 0,08g
Natri deoxycholat 1,09
Thach ttr 9 g dén 18 ¢°
Nwéc 1 000 ml
# Thy thude vao sire déng clia thach,

B.6.2 Chuan bi

Hoa tan cac thanh phén trén hodc mdi trdng hoan chinh khé trong nwdc bang cach dun néng, khudy
lién tuc, cho dén khi méi trrrng bat dau so6i. Tranh qua nhiét.

Chinh pH, néu cén, sao cho pH cudi ciing 1a 7,4 + 0,2 & 25 °C.
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R6t méi trrng co ban vao cac dng hodc cac binh (6.12) cb dung tich thich hop.
B.6.3 Chuan bij cac dia thach

Lam ngudi mdi tredng trong ndi cach thuy (6.5) trong khoang tir 47 °C dén 50 °C va rot vao cac dia
Petri (6.14) vo trung. Dé cho dbng dic.

Ngay trurdc khi st dung, can than lam kho cac dia thach (tét nhét hé ndp ra va Up nguoc dia thach
xubng) cho véo t (6.2) & nhiét 46 tr 25°C dén 50 °C cho dén khi bé mat thach kho.

Bao qguan cac dia thach khong bi khd & 5 °C (6.8) dén bdn tuan.

B.7 Thach dinh dwéng (vi du méi trieng khong chon loc)

B.7.1 Thanh phan

Chat chiét thit 30g
Pepton 50¢
Natri clorua (NaCl) (tiy chon) 509
Thach tir 9 g Gén 18 @
Nutre 1000 mi
2 Tuy thuge vao sirc déng ca thach.

B.7.2 Chuén bi

Hoa tan céc thanh phan trén hodic méi tredng hoan chinh khé trong nwéc bang cach dun néng cod
khudy tron lién tyc.

Sau khi khiy triing, chinh pH dén 7,0 £ 0,2 & 25 °C, néu can.

Chuyén mdi trrng nudi cdy vao trong cac dng hoiic binh (6.12) co dung tich thich hep.
Kht tring 15 min trong ndi hép ap lwc (6.1) & 121°C.

B.7.3 Chuin bi c4c dia thach dinh dwéng

Lam ngudi méi trdng trong ndi cach thuy (6.5) trong khoang tir 47 °C dén 50 °C, xoay déu va rét vao
céc dia Petri vo tring (6.14). Dé cho déng dic.

Ngay trwéc khi st dung, can than 1am khd cac dia thach (t6t nhét hé ndp ra va up ngwoc dia thach
xuéng) cho vao tii {6.2) & nhigt d6 tir 25 °C Gén 50 °C cho dén khi bé mat thach kho.

Bao quan cac dia thach khang bi kho & 5 °C (6.8) dén bdn tuén.
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B.8 Thach TSI

B.8.1 Thanh phan

Chét chiét thit 309
Chét chiét ndm men 30g
Pepton 20,0g
Natri clorua (NaCl) ' 509
Lactose 10,0 g
Sucrose 10,0 g
Glucose 1,09
SAt (1) xitrat 03g
Natri thiosulphat 03g
Do phenol 0,024 g
Thach tlr 9 g dén 18 g*
Nudc 1000 ml
2 Tuy thudc vao sire ddng cia thach.

B.8.2 Chuan bi

Hoa tan cac thanh phan trén hodc méi trwdng hoan chinh khd trong nwéc bang cach dun nong cb
khudy trén lién tuc.

Chinh pH, néu can, sao cho sau khi khir trung, pH 12 7,4 £ 0,2 & 25 °C.

Phéan phdi cac lwong 10 ml mdi tredng vao cac dng nghiém hosc chai (6.12).
Khiz triing 15 min trong ndi hap ap lwc (6.1) & 121 °C.

D3t nghigng dé phan chan thach dai tir 2,5 cm dén khoang 5 cm.

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

CHU THICH: Céch khac, ¢6 thé stz dung thach satdwong hai tn {Kligler-Hajna)
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B.9 Thach uré (Christensen)
B.9.1 MGditrwong co ban

B.9.1.1 Thanh phén co ban

Pepton® 1049
Glucose 109
Natri clorua (NaCl) §0g
Kali dihydro phosphat (KH,PO4) 204
Do phenol 0,012¢g
Thach 8gdén18g°
Nuéce 1000 ml
® Vi dy: San phdm thiy phan gelatin bing enzym.,

® Tuy thuge vao sirc dong clia thach.

B.9.1.2 Chuinbi

Hoa tan cac thanh phan trén hodc mdi tneréng co ban hoan chinh khé trong nwéc bang cach dun néng
c6 khudy lién tuc.

Chinh pH, néu cén, sao cho sau khi khi triing, pH12 6,8 £+ 0,2 & 25 °C.

R6t méi tredng vao cac éng nghiém hodic chai (6.12) ¢6 dung tich thich hop.

Kht tring 15 min trong ndi hdp ap lye (6.1) & 121 °C.

Bdo quan méi tredng 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 phin

Uré 400 g

Nwoc, dé co thé tich cudi 1 000 ml

B.2.2.2 Chuan bj
Hoa tan uré trong nwéc. Khiv tring béng cach loc qua b lgc mang c& 16 0,22 pm.

Xem TCVN 8128 (ISO 11133).
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B.9.3 Mai treérng hoan chinh

B.9.3.1 Thanh phan

Méi trirdrng co ban (B.9.1) 950 ml

Dung djch uré (B.9.2) 50 mi

B.9.3.2 Chudn bj

& diéu kién v trling, cho dung dich uré vao mdi tredng co ban, da lam tan chay tredc va sau d6 Gé
ngudi dén nhiét 4o tiv 47 °C dén 50 °C.

Phan phdi cac lrong 10 ml méi tredng hoan chinh vao trong cac éng vo tring (6.12).
Dat nghigng 6ng nghiém.,
Bdo quan cac dng mdi trdng da rét khdng bj khd & 5 °C (6.8) dén bdn tuan.

B.10 Madi trwong L-Lyzin da khir nhém cacboxyl (LDC)

B.10.1 Thanh phin

L-Lyzin monohydroclorua 504¢g
Chét chiét ndm men 309
Glucose _ 1,09
Bromocresol dé tia 0,015g
Nwéc 1 000 mi

B.10.2 Chuan bi

Hoa tan cac thanh phén trén trong nwrée, dun néng néu can.

Sau khi khi» tring, chinh pH déb 6,8 + 0,2 & 25 °C, néu cén.

Chuyén cac lvong tr 2 ml dén 5 mi méi tredng vao cac 6ng cay hep (6.12) ¢o nép van.
Khtr triing 15 min trong ndi hap ap luc (6.1) & 121 °C.

B&o quan céc 6ng méi trwding da rot & 5 °C (6.8) dén ba thang.

B.11 Thuéc thir f-galactosidase (tiy chon)

Cho toluen vao cac thube thir dwoc quy dinh dwoi day dé thuc hign phép thir -galactosidase.

34



B.11.1 Dung dich dém

B.11.1.1 Thanh phan

Natri dihydro phosphat (NaH;PO,) 699
Natri hydroxit, dung dich 10 mol/l khoang 3 mli
Nuéc, 3é cb thé tich cubi 50 ml

B.11.1.2 Chuén bi

TCVN 10780-1:2017

Hoa tan natri dihydro phosphat trong khoang 45 mi nweée dung trong binh dinh mie.

St dung dung dich natri hydroxit & chinh pH dén 7,0+ 0,2 & 25 °C.
Thém nwéc dé cé thé tich cudi la 50 ml.

Bao 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-Nitrophenyl g-D-galactopyranosit (ONPG) 0,08g

Nuwéc 15 ml

B.11.2.2 Chuan bi

Hoa tan ONPG trong nwéc & khoang 50 °C.
Lam ngudi dung dich.

B.11.3 Thuéc thiy hoan chinh

B.11.3.1 Thanh phan

Dung dich dém (B.11.1) 5ml

Dung dich ONPG (B.11.2) 15 mi

B.11.3.2 Chuan bj

Cho dung dich dém vao dung dich ONPG.

Bao quan thubc thir hoan chinh trong binh day kin (6.12) & 5 °C (6.8) 6én ba thang. Loai bd ngay thudc

thr néu bi chuyén sang mau vang.
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B.12 Mbi trwdng va thude thir diing cho phan teng indol (tuy chon)
B.12.1 Mai trwdng tryptonitryptophan

B.12.1.1 Thanh phan

Trypton 10g
Natri clorua (NaCl) 59
DL-Tryptophan 19
Nuéce 1000 ml

B.12.1.2 Chuan bi

Hoa tan cac thanh phan trén trong nwére dun séi.

Chinh pH, néu ¢in, sao cho sau khi khir tring, pH1a 7,5 + 0,2 & 25 °C.
Phan phéi cac lrong 5 ml méi triedng vao cac éng nghiém (6.12).

Khr triing 15 min trong ndi hép &p tuc (6.1) & 121 °C.

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

B.12.2 Thudc thir Kovacs

B.12.2.1 Thanh phan

4-Dimetylaminobenzaldehyd 5g
Axit clohydric, p = 1,18 g/ml dén 1,19 g/ml ' 25ml
2-Metyl-2-butanol 75 ml

B.12.2.2 Chuan bj
Tron déu cac thanh phén trén.

Bao quan thubc thir hoan chinh trong c4c binh @4y kin (6.12), noi tdi & 5 °C (6.8) dén sau thang.
B.13 Dung dich nwéc mubi

B.13.1 Thanh phan

Natri clorua (NaCl) 8549

Nwéc 1000 ml
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B.13.2 Chuén bi

Hoa tan natri clorua trong nwoc.

Chinh pH, néu can, sao cho sau khi khty triing, pH 12 7,0 £ 0,2 & 25 °C.

Phan phéi cac lugng dung dich vao trong cac binh hodc cac ng (6.12) ¢6 dung tich thich hop @& chira
duwoc cac lvong méu thlr can thiét cho phép thir.

Khte triing 15 min trong ndi hap ap lyc (6.1) & 121 °C.

Bao quan dung dich nay trong cac binh/éng day kin & 5 °C (6.8) dén sau thang.
B.14 Khéang huyét thanh

Mat sb typ huyét thanh ngung két ¢é chira khang thé clia mdt hay mét vai khang nguyén O ¢o ban sin;
nghfa Ia khang huyét thanh chira mét hodic nhiéu hon mét nhom “O” (con dwec goi la khang huyét
thanh “O” don gia hodc da gia), khang huyét thanh Vi va khang huyét thanh ¢é chira cac khéng thé dbi
voi mdt hay nhidu yéu té H (con dwoc goi 1a khang huyét thanh H don gia hodc da gid).

B.15 Thi hiéu niang dé dam bao chat lwgng méi tredng nudi cay

Binh nghta v& d6 chon loc va nang suét dugc quy dinh trong TCVN 8128 (1ISO 11133). Nhin chung,
can tuan thli c4c quy trinh thir nghiém hiéu nang trong TCVN 8128 (1SO 11133). Dai v&i thlr nghiém
hiéu nang méi trudng 16ng chon loc va thach MSRY, st dung cling mét thé tich dich cay quy dinh
trong 9.3.2. i v thach MSRYV thi dich cay can chira 10° cfu dén 10* cfu dé xac dinh nidng suat va
tr 10* cfu dén 10° cfu d& xac dinh @6 chon loc [xem TCVN 8128 (ISO 11133)]. Déi véi cac méi
trerong khac, cac mirc dich cay dbi voi cac sinh vat dich va khong phai dich dwoc quy dinh trong 5.4
clia TCVN 8128:2015 (ISO 11133:2014).

37



TCVN 10780-1:2017

Bang B.1 - Thir nghiém hiéu ning dé dam bao chét lwong méi trwdng nudi ciy

Méi trwdng | Chikc ning V] - éht'mg kiém chirng S6 wWDCM® Chuin ci®
L thir nghiém
BPW Nang suét i8h+2hf Salmonefla Typhimurium®® 00031 B¢ duc (1-2)
1 34 °C dén 38 °C | Salmonelia Enteritidis™ 00030
Canh thang N&ng subt 24h+3h! Saimonella Typhimurium® 00031 >10 khudn lac dic trung
MKTTn 37°C21°C | saimonefia Enteritidis®™ o003¢ | trén thach XLD hodc mdi
P tneémg dugre chon khac
+ Escherichia coli 00012 hodc
00013
+ Pseudomonas aeruginosa 00025
96 chon loc Escherichia col® 00012 hofic | e ché timg phén
B 00013 <100 khuan lac trén TSA
Enterococcus faecalis® 00009 ho#ic | <10 khuln lac trén TSA
ocos7
Canh thang Nang suét 24h+3h | Saimonelia Typhimurium®® 00031 | >10 khuén lac dic trung
RVS 415°C+1°C | Salmonelia Enteritidis® 00030 | trén thach XLD hodic méi
+ Escherichia COffd 00012 holic 1“-"6'119 dwere chon khac
00013
+ Pseudomonas aeruginosa 00025 e
D3 chon loc Escherichia coli® 00012 ho#c | (Fc ché ting phan
00013 | <100 khudn fac trén TSA
Enterococcus faecalis” 00009 hosic | <10 khudn lac trén TSA
00087
Thach MSRV | N&ng sudt 2x(24 h+ 3hY | Salmonelia Typhimurium®® 00031 Xam tréng, viing duc lan
415°Ct1°C réng ra khdi giot duoc cly.
Sau 24 h dén 48 h viing dyc
Y. 5
Salmonella Enteritidis 00030 fan ra khip dia (hau hét). C6
thé ¢6 thém: céc khudn lac
dac trung sau khi cdy truydn
o trén thach XLD
£ chon toc Escherichia coli” 00012 hosic | Kha nding phat trién tai giot
00043 | cAy méa khéng cé viing dyc
Enterococcus faecalis’ 00009 hodc | Khdng phét tridn
_ 00087
Thach XLD Nang suét Satmonella Typhimurium®® 00031 | Cac khudn lac phat trién 16t
24h+3h | Salmonelia Enteritidis®® 00030 | (2)c6tam mau den va
bt oo viing mau 46 trang subt do
lam mdi trwdng doi mau
£6 chon loc Escherichia coli® 00012 hodc | Phat trién hodic (e ché timg
00013 | Phan (0-1) cla céc khudn
fac mau vang
Enterococcus faecalis’ 00009 hodc | (e ché hoan toan (0)
—— .. 00087 e
Thach dinh Nang suét 24h+3h Salmonelia Typhimurium®® 00031 | Phat trién tot
duwding tir 34 °C aén 38 °C | Saimonella Enteritidis®® 00030

“ Lién quan dén ching déi chirng xem tai w.w.w.wicc.info @& v&i thong tin v& sé lrgng bd suu 14p ching cdy va cac chi tiét lién hé; WDCM:
World data Cetre for Micronrganisms.

® Danh gia mre 44 phét tridn nhir sau: 0; khang phét tridn; 1: phat tridn kém (irc ché timg phan); 2; phat tridn 16t {{xem TCVN 8128 (ISO 11133)].
¢ Mot sé hudng din qube gia c6 thé yéu cdu sir dung céc serovar khéc. Xem cac yéu ciu cu thd lign quan dén vigc chon cae Salmonella serovar,
Tuy chon chiing, s dyng i thidqu mdt chiing.
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Phuluc C
(tham khao)

Nghién ciru danh gid xac nhan phwong phap va cac dac tinh hiéu nang

C.1 Dac tinh hiéu nang cta canh thang RVS va canh thang MKTTn

Céc nghién clru cong tac qudc té dwoc t& chive ndm 2000 trong khudn khd duv 4n clia chau Au SMT CT
96 2098 (xem Tai liéu tham khao [8] va [15]). Cac nghién clru nay gdbm 11 phong thér nghiém clia 9
nwéce chau Au va 10 phong thir nghiém clia My tham gia thir nghiém trén phomat twoi, bot tring kha,
thit gia cAm nguyén liéu va vat liéu chuan. Cac mau thyc phdm méi loai dwoc thir nghiém & cac mire

nhiém thap va cao cling v6i kiém chivng am tinh.

Phwong phap da st dung trong nghién clru lién phong 14 1SO 6579:2002 (xem Tai liéu tham khdo [1]),
bao gdm ca tang sinh chon loc trong canh thang RVS va canh thang MKTTn. Quy trinh phét hién
Salmonella trong cac mau thue phdm quy dinh trong 1SO 6579:2002 1a twong duong véi quy trinh quy
dinh trong tiéu chuén nay.

Céc gia tri vé cac dac tinh hiéu ning thu dugc tir phép thiy lién phong nay dwoc chi ra ddi véi tivng loai
mau trong cac Bang tlr C.1 dén C.4. DiF liéu thu dwec tly mot s6 phong thir nghiém da loai ra khdi tinh
toan chi vi cac ly do k¥ thuat (cac sai léch so véi thl tuc quy dinh).

Bang C.1 — Cac két qua phan tich dir liéu thu dwoe véi cac mau pho mat twoi

A ——
Théng sé Mau phomat twoi [Miu phomat tiwei|Mau phomat twei
(mau tring) (nhiém & mirc (nhiém & mirc

thép)® cao)’

S6 Iwgng phang thie nghiém tham gia 23 23 23

$6 Irong mau trong mét phong thir nghiém 5 5 5

Sé Iwgng phong thr nghiém dworc gilk fai sau khi 21 21 21

danh gia di ligu

S6 lwgng méu dugc gil lai sau khi danh gia di liéu 105 105 105

C& phdn mdu thir, g 25 25 25

£06 dac hiéu, % 100 - -

Pd dd nhay, % - 74,3 83,8

LODs, (khodng tin cay 95 %), cfu/phin mau thiv - 5,7 (ti 4,0 dén 8,1)

® Cé&c mau phornat nhiém nhan tao Salmonelfia Montevideo (ching dwong tinh lactose).

Cac két qua sb cé xac suét ion nhat (MPN) clia ¢4 mau nhiém nhan tao nhy sau:

MPN/25 g
Mdrc thép 0.7 (tr 0,2 dén 2 4)
Murc cao 37,2 (tir 7.5 dén 95,0)
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Bang C.2 - Cac két qua phin tich di¥ lidu thu dwoc véi cdc mau bot trisng khd

mAu thiy

Théng sé Thir nghiégm | | Thirnghigm | | Thir nghiém | | Thie nghiém Il
bot trivng khoé | bot trivng khé | bot trirng khé | bét trieng khd
(mau trdng) (nhidm & miec | (nhifm &mec | nhiém & mirc
thédp)® cao)’ thédp)®
56 lwgng phong thir nghiém tham gia 26 26 26 9
S6 Ivgng mdu trong mét phong thir 5 5 5 5
nghiém
.56 lrgng phong thz nghiém duoc gitv 21 21 21 8
lai sau khi danh gia di liéu
Sé lwgng mau dwoc gite lai sau khi 105 105 104 40
danh gia dir liéu
Cor phédn mau thr, g 25 25 25 25
D9 dic hidu, % 100 - - nd
Db nhay, % - 98,1 99 nd
LODs, {khoang tin cay 95 %), cfu/phan - 6,0 (tir 4,7 4én 7,7)

nd I& khéng xac dinh

MPN/25 g
Phép thir | mire thip

Phép thi¥ | mirc cao

Phép thir ! mire thip

9,6 (1t 2,2 dén 26)

* cac mAu bt trieng nhidm nhén tao Salmoneila Panama.

115 (1l 22,5 8&n 495)
0,7 (tir 0.2 dén 2,3),

Céc két qué sb cb xac subt1én nhét (MPN) clia cac mau nhiém nhan tao nhw sau:
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Béng C.3 - Cac két qua phén tich dik liéu thu dwoc véi cac mau thit gia cim nguyén fisu

Théng sé Thir nghiém |Thir nghiém | [Thie nghiém | Thir nghiém || | Thiy nghié;nT
' thit gia ¢m [thit gia cdm | thit gia cdm | thit gia cim | thit gia cim
nguyén liéu [nguyén liéu | nguyén liéu | nguyén ligu | nguyén ligu
(méutrdng) [ (nhiém & {nhiém & (nhiém & (nhidm &
mic thép)® | mac cao)® | mecthdp)® | mic cao)®
S6 Ieong phong thir nghiém tham 25 25 25 13 13
gia
S lwgng mau trong mét phong thi 5 5 5 6 6
nghiém
S6 lwong phong thir nghiém dugc 20 20 20 13 13
gi¥ lai sau khi danh gia dir liéu
$6 lwgng miu duoc gilr lai sau khi 100 99 100 78 78
danh gia dir ligu
C& phén mau thir, g 25 25 25 25 25
Do dac hieu, % 100 - - nd nd
Bo nhay, % - 98 100 nd nd
1.ODs; (khoang tin cdy 95 %), - nd nd 2,2 (tr 1,5 dén 3,2)
cfu/phén méu thir

nd 14 khéng x4c dinh

phép thir I

MPN/26 g
Phép thik | mirc thdp
Phép thir | mirc cao
Phép thir Il murc thip

Phép thir Il mirc cao

3,7 (tir 1 d&n 9,5)
5,8 (tr 1 dén 25)

0,2 (tr 0,04 d4n 0,9)
1,0 (tr 2,2 dén 4,5),

Céc két qua s6 ¢6 xac sudtién nhat (MPN) ciia cac miu nhiém nhir sau:

2 Cac mau thit gia cdm nhiém nhan tao Salmonella Typhimurium trong Phép thir 1 va nhidm te nhién Salmonelia spp. trong
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Bang C.4 ~ Cac két qua phan tich di¥ liéu thu dwoc véi vat liéu chuén

Théng sé Vit lidu chuan

(vién nang chira khodng 5 cfu S. Typhimurium)

S6 lrgng phong thee nghiém tra lai két qua 26
S lroing mau trong mét phong thir nghigém - 5
S6 lwgng phong ther nghiém ngoai 1é ) 1
S6 lwong phong thr nghiégm dugc gitv lai sau ;chi tris 25
ngoai lé

$6 Iugng cac fngu dwoc chép nhén ) 125

D¢ dac higu, % =

B9 nhay, % 94 4

C.2 Bic tinh hiéu ning ctia thach MSRV dé phat hién Salmonella spp. trong thc pham

va thirc an chan nudi

Trong n&m 2003, mdt nghién clru danh gia xac nhan theo 1SO 16140:2003 da dugc thire hién (xem
Tai liéu tham khao [9] dé& so sanh dd hédi, chi st dung thach MSRV véi phueng phap quy dinh trong
ISO 6579:2002!" (st dung méi trrdyng téng sinh chon loc, canh thang RVS va canh thang MKTTn). Két
qua so sénh clia nghién ciru ndy dwoc tém tat trong cac Bang C.5 va Bang C.6. M6t nghién clru so
sanh lién phong thtr nghiém cling da duoc thie hién, trong dé cac két qua duge tém tat duwoi Bang C.5
va Bang C.6.

Bang C.5 - $6 lwong mau dirgre kiém tra trong nghién ciru so sanh phwong phap
vé danh gia xac nhan thach MSRV

’—. Loai thwe phdm Dworng tinh Am tinh | Téng sb
i n.c. a.c. Téng sb

Thit va san pham thit 26 13 39 _ 40 79
San pham s(ra _ 13 18 31 36 é?
Ca, hai sén varau 4 28 32 32 64
Sén pham trieng, bot n;éo 3 o 29 32 34 66
Mau moi trudng | ] 30 30 31 61
Téng sb ) 46 118 164 173 337
ne.la nﬁiém tw nhién; a.c ia nhiém nhan tao |

42

hi:.



TCVN 10780-1:2017

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

Loai thiwe pham ' AC (%) SP (%) SE (%)
Thit va san pham thit 96 98 95
San pham stra 100 100 100
C4, hdi sdn varau 95 94 97
$an phém tring 98 100 97
Mau méi trwding 98 100 97
T4t ca cac mau 98 98 97
AC 13 d§ chinh xac twong déi; SP 14 d6 dic higu twong di; SE (3 3 nhay tuang dbi.

Céc két qua khac clia nghién clru so s4nh phrong phap nhy sau:
~ tam két qua sai léch (nam sai léch &m va ba sai léch dwong), khéng dang ké;

— mie phat hién trong dbi 86i véi ndm nén mau 1a tir 0,49 dén 0,78 té bao Salmonella trén 25 g hoac
25 mi;

— tht* nghiém chon loc duong dwoc thiy nghiém trén 55 mau thwe phdm phén lap Salmonella
(10 cfu/ml dén 90 cfu/ml trong BPW);

~ thi¥ nghiém chon lgc &m dwec thir nghiém trén 48 ching khéng phai Salmonelfa anh hwdng bdi cac
phwong phap phat hién Salmoneila (tir 10* cfu/mi dén 108 cfu/m! trong BPW);

— nghién clru cac két qua thlr nghiém chon loc duong/am cho thay d6 dac hiéu cha phwong phép. Ba
chiing Salmonella khéng phat hién dwoc (2x S. Paratyphi A, 1x S. Enteritidis) va hai ching
Enterobacter cloacae cho cac két qua dwong tinh gia dinh.

Két qua nghién ciru so sanh lién phong nhu sau:
~ 29 phong thir nghiém tham gia t 10 quéc gia khac nhau;

— mbi phong thir nghiém @4 kiém tra 24 mau siva bdt gy bi nhiém nhan tao & ba mirc nhiém khac
nhau (0 cfu/25 g, 10 cfu/25 g, 30 cfu/25 g). TAm mau 13p lai cho mdi mirc nhidm da duoc kiém tra;

thir nghiém 13p lai hai 1&n véi thach MSRV va 1SO 6579:2002(";

240 két qua trén mdi phuong phap;

1

khdng cé ngoai 1,

dbi vori tat ca cac mire nhiém: AC, SE, SP: 100 %, va khoang tin céy: 98 %,

hai két qua duong tinh gia, c6 thé 1a do nhiém chéo.
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C.3 Bac tinh hiéu ning cltia thach MSRV dé phat hién Salmonella spp. trong phan ddng

vat va trong cac mau méi trwirng tir giai doan san xuat ban dau

D liéu dd chum cua thach MSRV dé& phat hién Salmonella spp. trong phan dong vat va trong cc mau
mbi trwedrng tir giai doan sdn xuét ban dau da dwoc tinh tlr ba nghién ciru lign phong khéac nhau do
EURL-Salmonelfa, RIVM, Ha Lan td chirc. Cac nghién ciru lién quan nay dugc td chirc trong nam
200819, 20121 va 2013%", Cac miu d5 dwgce thir nghiém trong ba nghién ciru ndy 1an luot 1a phan
ga, phén lon va boc Ging. C4¢ m&u nay da duoc kiém tra & hai mirc nhiém khac nhau, cong véi kiém
ching &m tinh. T4t ca cac nghién cu nay dwgc Uy ban chau Au tai tro.

Phuong phap diing cho cac nghién cru ién phong ia 1SO 6579:2002/Amd 1:2007""¥ @& phat hién
Salmonella trong cac mAu tir giai doan san xuat ban dau bao gdm tang sinh chon loc trén thach MSRYV.
Phuong phap nay da dwoc bao gdm trong tiéu chun nay.

Céc gia trj dac tinh hiéu nang @3 thu dwee tr cac nghién clru lién phong cho mdi loai méul néu trong
cac Bang C.7 dén Bang C.9. D lidu thu dwoc bdi mot sé phong thir nghiém cdng tac da bi loai ra khoi
phép tinh chi dwa trén cac ly do k¥ thuét duwoc xac dinh rd (I&ch véi quy dinh).

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

Théng sb Phin ga +
Miu | STMS" | STM44® S_E?" SE9T®
trang
86 lwgng phang thir nghiém tham gia 32 32 32 32 32
86 hwgng méu trén mot phong thir nghiém 5 5 5 5 5
$6 Iwgng phéng thir nghiém duoc gil? lai sau khi danh 19 19 19 19 19
gia d lidu
$6 leong miu dugc gilr lai sau k-hi déanh gia d@ liéu 95 95 95 95 95
C& mau thtr, g 10 10 10 10 10
P dac higu, % 100 - - - =
©§ nhay cho méi serovar va méi mire, % - 96,8 100 67,4 100
LODs, ctia méi serovar (khodng tin cdy 95 %), cfufphdn - 1,0 (tr 0,7 dén 1,4) | 4,3 (tr 3,3 Gén 5,6)
mau thir
LODs, clia tat ca (khodng tin cay 95 %), cfu/phan miu - 2,5 (tir 2,1 dén 3,0)
* Cac méu phén ga nhiém nhén tao biing vat liéu chun vé&i cac chiing va cac mie sau déy:
Salmonella Typhimutium (STM) & mirc 5 cfu/phin mau thir va mirc 44 cfu/phin mau thiz;
Salmonella Enteritidis (SE) & mirc 7 cfu/phén mau thir va mirc 81 cfuiphin mau thir
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Bang C.8 - Cac két qua phén tich di¥ liéu thu dwec ti cac mau phan lon

o —
Théng so Phan lon +
Mau sbe* SD37" | STM10° | STM58?
trang
S6 lwong phang thir nghiém tham gia 33 33 33 33 33
S4 lrgng mau trén mét phong thiy nghiém 5 5 5 5 5
S6 lrgng phong thir nghiém dwoc gilr lai sau khi danh 26 26 26 26 26
gia dir lisu
86 lwgng mau duoc gitr lai sau khi danh gié dir kéu 130 130 130 130 130
C& méuthd, g 25 25 25 25 25
B dac higu, % 99,2 " 2 2 .
D& nhay cho mbi serovar va mbi mire, % - 88,5 97,7 91,5 98,5
LODs, clia mdi serovar (khoang tin cay 95 %), cfulphan - 2,8 (tir2,2dén 3,5) | 3,8 (tlr 3,0dén 4,7)
méau thir
LODs, clia tht ca (khodng tin cay 95 %), cfu/phin mau - 3,2 (tir 2,8 dén 3,8)
thir

Salmonelfa Derby (SD) & mire 6 cfwphén mau thir va mirc 37 clu/phan mau thir;

Salmonelia Typhimurium {STM}) & mdrc 10 cfu/phan mau thir va mirc 58 cfuiphén mau thir

® Cac miu phan Ign nhim nhan tao bing vat ligu chudn véi cac chiing va cac mirc sau day:

Bang C.9 — Cac két qua phén tich dir liéu thu dworc trén mau tai boc tng

Théng sé Tai boc dng
+10 g vat lidu méi trivong trén & ga dé +

Mau tring STMO? sTMB1®
56 rgng phong thir nghiém tham gia 36 36 36
S lvgng mau trén mét phong thir nghiém 8 8 8
S6 lwgng phong thir nghiém dwoc gilt lai sau khi danh gia 33 33 33
dir liéu
$é lugng méu dugce gi lai sau khi danh gia div liéu 284 264 264
C& phdn mau thir Tai bec (ing Tui boc ing
P6 dac hiéu, % 99,6 - —
D6 nhay cho méi mure, % - 94,7 98,1
LODs, (khoang tin ciy 95 %), cfufmdu thir - 3.8 (tir 3,2 dén 4,4)
® Cac miu tii boc dng nhiém nh;a tao bang dich céy pha loang clia Salmoneila Typhimuriur (STM) & mirc 9 cfu/mBu thir
va mirc 81 cfulméu thir
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PhulucD
(quy dinh)

Phat hién cac Salmonelia enterica phan loai serovar Typhi va serovar Paratyphi

D.1 Yéu ciu chung

Mbt sb serovar cita Salmonella khéng phat hién duoc bang phwong phap quy dinh trong tiéu chuan
ndy. Phuy luc ndy dua ra cac bwéc bd sung cln thuc hién khi cin phat hién cac Salmonella enterica
phan loai serovar Typhi va serovar Paratyphi. Cin thuc hién dy di phwong phap quy dinh trong tiéu
chuén nay.

CHU THICH: C4c ching ciia serovar Gallinarum (cé{c biovar gallinarum va pullorum) khéng anh hirdng dén sire khoé con
nguwrdi va do do trong tigu chudn nay khéng dé cap dén vigc phan lap chiing (xem Tai ligu tham khéo [12]). Tuy nhién, néu céc

biovar nay cin dwgce tim thi ¢ thé s dyng mbi truding Selenit Cystin (SC) bd sung cho canh thang RVS va canh thang
MKTTn nhw mé ta trong phu luc nay. :

D.2 Phat hién Salmonelfa Typhi va Salmonella Paratyphi
D. 2.1 Nguyén tac

CANH BAO - Salmonelia Typhi va Salmonella Paratyphi 1a cac vi sinh vit thudc méi nguy nhém 3.
Can stp dung céc trang thiét bj thich hop khi xir Iy cac ching nay.

D.2.1.1 Yéu cau chung

Xem 4.1,

D.2.1.2 Tang sinh so bd trong méi trivéng 16ng khdng chon loc
Xem 4.2,

D.2.1.3 Tang sinh trong mdi tredng 16ng chon loc

Xem 4.3. Céy dich thu dwgc trong 4.2 vao méi treéng selenit cystin (SC) bd sung cho viéc nudi cdy
trong canh thang RVS va canh thang MKTTn.

Mai trrerng SC duoe 0 & 37 °C (6.3) trong 24 hva 48 h.
D.2.1.4 Nubi cdy trén thach chon loc va nhén biét

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

Thach BS dwoc G & 37 °C (6.3) va kiém tra sau 24 h va sau 48 h, néu can.
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D.2.1.5 Khang dinh viéc nhan biét
Xem 4.5,
D.3 Méi trdng nubi cly
D.3.1 M&ai trirdrng Selenit Cystin (SC)

CANH BAO - Natri hydro selenit c6 thé gay quai thai va cé thé gay hai cho thai nhi. Cin phai co
cac bién phap phong ngtra thich hep khi chuan bi va xt ly mdi trwéng nay.

D.3.1.1 Méi triedng cor ban

Pepton® 50g
Lactose 409
Dinatri hydro phosphat ngam 12 phan t& nwdc (NaHPO,.12H,0) 100g
Natri hydro selenit 4049
N 1,000 ml
2 Vidy: San pham thily phan casein bing enzym. )

D.3.1.1.2 Chuén bi
Hoa tan natri hydro selenit trong nwéc, sau d6 thém cac thanh phan cdn lai. Bun dén séi dé hoa tan.
D.3.1.2 Dung dich L-Cystin

D.3.1.21 Thanh phéan

L-Cystin 0,19
Dung dich natri hydroxid, ¢(NaOH) = 1 mol/i 15 ml
Nwée vo tring Khoang 85 mi

D.3.1.2.2 Chuan bj

Cho cac thanh phan trén vao binh dinh mie 100 ml (D.4.2) vb tring. Pha loang véi nuéc vo triing dén

vach. Khang khtr tring.
D.3.1.3 Mai trirrng hoan chinh

D.3.1.3.1 Thanh phén

Mbi trirdng cor ban (D.3.1.1) 1 000 ml

Dung dich L-Cystin (D.3.1.2) 100 ml
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D.3.1.3.2 Chuin bi

Béng k¥ thuat vd tring, cho dung dich L-Cystin vao méi trwdng co' ban. Chinh pH, sao cho pH cubi
cung 1a 7,0 £ 0,2 & 25 °C, néu can. Phan phdi mdi trréng mdt céch vo trliing vao ng hodc binh vé
trling (6.12) 8 dat dugc do shu it nhat 5 cm. Khir triing bang hoi nuére trong 15 min. Khdng hép &p lvc.

Béo quan cac éng mdi tredrng da rét & 5 °C (6.8). Néu xuét hién két tha mau dé thi loai béd mdi truedng.
D.3.2 Thach Bismuth Sulfit (BS)

D.3.21 Thanh phén

San phém thily phan cac m dong vat bling enzym 100g
Chét chiét thit 5049
Dextrose 50g
Dinatri hydro phosphat {khan) (Na,HPO,) _ 40g
St (1) sulfat (khan) 03g
Bismuth sulffit (chi thi) 80g
Xanh brilliant 0,025¢
Thach 2009
Nuwée 1000 g

D.3.2.2 Chuén bj

Cho céc thanh phan trén vao nwéc va gia nhiét ¢6 khudy dén soi. Tiép tuc dun séi nhe trong 30 s dén
60 s dé hoa tan thach va thu duoc huyén phit ddng nhit (chat két tha khdng tan). Lam ngudi dén
khodng tr 47 °C dén 50 °C, sau do6 khudy nhe d& tao huyén phii phan két tia.

Chinh pH, sao cho pH 14 7,7 £ 0,2 & 25 °C, néu ¢an.

ROt 20 mi dén 25 ml huyén phu vao dia Petri (6.14) va d& cho déng d3c. Céc dia da chuén bi ding
céch sé ¢d mau vang rom nhat duc va mwot nhw kem,

Chuan bi cac dfa ndy mét ngay tredc khi st dung va bdo quan noi téi & nhiét d6 méi trwdng.
Ngay triréc khi str dung, 1am khé dia thach, néu c&n. Khéng lam qua khé.
D.3.3 Thir nghiém hiéu nang

Binh nghfa vé& d6 chon loc va néng sudt dwoc quy dinh trong TCVN 8128 (ISO 11133). Thé tich dich
céy phai gibng nhw thé tich dich cdy dwoc siv dung trong phurong phap ma méi tredng cé chira sé
long sinh vat dich hodc khdng phdi dich quy dinh trong 5.4 cita TCVN 8128:2015 (1ISO 11133:2014).
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Bang D.1 - Thir nghiém hiéu ning vé dam bo chét lwong méi trvdrng nudi ciy

Mai Chirc ning 0 Ching kiém chisng | S& Wbem® Tiéu chi®
trerdng thir nghiém
Selenit Nang suét Salmoneila Typhimurium“ 00031 >10 khuzn lac dac
Cystin Salmonella Enteritidis™® 00030 | Wung trén thach XLD
hodc méi truding
+ Escherichia coli® 00012 ho#ic | goc chon khac
00013
2%ht3H + Psefxdcmonas 00025
37°C s1°c | aeruginosa
Pé chon loc Escherichia coli® 00012 hodc | trc ché mot phan
00013 <100 khuan tac trén
TSA
Enterococcus faecalis® 00009 hodc | <10 khudn lac trén
00087 TSA
Thach Nang sudt  |2x(24 h + 3 hY/| Salmonella Typhimurium® 00031 Phal trién tét (2) cac
Bismuth 37°C21°C | saimonella Enteritidis®® 00030 | Khuanlacmau ndu,
xam hoac den,
sulfit _
thedrng ¢6 anh kim
loai sau 24 hva
chuyén mau den déu
sau 48 h
Dd chon loc/ Escherichia coli® 00012 hodic | Phat trién hodc trc
do dac hiéu 00013 ché mot phén (i 0
dén 1) c4c khudn lac
mau xanh l& cay
hoéc nau khang cd
anh kim loai
D6 chon foc Enterococcus faecalis® 00009 hodc | (¢ ché hoan toan
00087 . (0)

® Lign quan dén chiing d4i chirng xem tai w.w.w.wicc.info déi voi théng tin vé sé lugng bd swu tap ching cdy va cac chi tiét
lién hé; WOCM: World data Cetre for Microorganisms.

® S{r dung téi thidu mdt chiing.

¢ Mot sé huémng din khac co thé yéu clu siv dung cac serovar khac, Xem céc y8u cdu cy thé lisn quan dén viéc chon cac
Salmonella serovar.

¢ Tuy chon chiing dwgc chon ty do, téi thidu str dung mat ching.

® Si phat trién durgc phan nhur sau: 0: khdng phat trién; 1: phat tridn kém ((rc ché tirng phan); 2: phét trién tét {{xem TCVN 8128

(ISO 11133)].
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D.4 Thiét bjva dung cu
D.4.1 Yéu cau chung
Ngoai cac thiét bj va dung cy néu trong Didu 6, str dung cac thiét bi va dung cu sau:

D.4.2 Binh dinh mirc, vb triing, dung tich danh ginh 100 ml.

D.5 Céch tién hanh

D.5.1 Yéuciuchung

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

D.5.2 Tangsinh irong méi triréng long chen loc

Chuyén 1 ml dich nuéi cly trong 9.2 véo éng c6 chira 10 ml mdi trwdng SC (D.3.1).
U méi trwérng nudi ciy SC & 37 °C (6.3) trong 24 h+ 3 hva 48 h + 3 h.

D.5.3 Nudi cdy trén mdi trwéng thach chon loc

D.5.3.1 Saukhi124 h+ 3 h va 48 h + 3 h s dung dich ¢y thu dugc frong canh thang SC (D.5.2),
ding que cay vang (6.10) dé céy tir phan mét phan ba canh thang phia trén Ién bé mat dia thach XLD
(B.6) d& thu dwoc cac khudn lac riéng ré.

D.5.3.2 Tién hanh theo c4ch twong tw voi thach BS (D.3.2) stP dung mét que cdy vong vo triing nht
trén., '

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

D.5.3.4 Sau khi (24 h+ 3 h & 37 °C (6.3), kiém tra cac dia thach BS vé sy c6 mat clia cac khudn
lac Salmonella dién hinh c6 mau den, xam, hodc nau cé hoac khéng ¢ anh kim loai. Ban dau médi
triedng xung quanh thuwdng cb mau nau sau do chuyén sang mau den khi tang thoi gian G. Banh dau
vi tri clia c4c khudn lac ndy dwéi day dia. Néu c6 mét cac khudn lac dién hinh thi chon nam khuén
lac dé khéng dinh.

U lai cac dia thach BS thém 24 h (tng 48 h + 3 h) va kiém tra lai cac khudn lac Gién hinh hodic khéng
dién hinh c6 mau xanh 14 cay hoi den hodc khong cé mau den,

D.5.3.5 SaukhiG 24 h+ 3 h & 37 °C, kiém tra cac dia thach XLD nhw mé ta trong 9.4.2. Cac khuén
lac dién hinh c6 tdm mau den va viing mau do trong suét do st ddi mau cla chét chi thi. Cac bién thé
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Salmonelfa am tinh H,S nhw Salmonella Paratyphi A c6 mau hdng voi tam mau héng dam hon. Danh

déu vi tri clia chung duéi day dia.’

Néu khdng phat hién dwge cac khudn lac dién hinh hodic khang dién hinh thi U lai cac dia thém 24 h &
37 °C (6.3) (tbng 48 h + 3 h) va kiém tra lai.

CHU THICH: Khang phai tit c& cac méi trwang thach ¢6 mau ¢6 thé gilp cho viéc phuc hdi Salmonella Typhi va Saimonefia
Paratyphi.

D.6 Khang dinh

D.6.1 Yéu cau chung

Xem 9.5,

D.6.2 Dién gidi cac phép thtr sinh héa

Salmoneifa Typhi v& Salmonelia Paratyphi thuwéng cho thay cac phan ing dwoc dua ra trong Bang 1.
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Phu luc E
(tham khao)

Vi du vé cac méi trwdng nudi cay dia thach chon loc

CHU THICH 1: Théng tin dwoc I8y tir Tai ligu tham khdo [20] v&i sy cho phép clia Higp héi Héa hoe Hoang gia, Cambridge,
Vwong quéc Anh,

CHU THICH 2: Danh myzc cac mdi trrdng nudi cdy dia thach chon loc van chura Gy 4i.
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Bang E.1 - Thuéc thtr chon loc (g/l) Gurec sir dung trong mdt s6 mbi trwdrng thach chon loc dung dé phan lap Salmonella spp.

Mo truedrng Mat Bismuth | Xanh brilliant | Cefsulodin | Farric amoni | Natri xitrat Natri Novobioxin | Tergitol 4 1 Natri
suffit xitrat (I} desoxycholat thiosulfat

ABC® 0,0125 + 0,005 05 8,5 5,0

BGA

8s 8,0" 0.016 + 0,025

BSA™ (0SCM I)>* 0,012 [ 0,005

CHROMAgar™ Salmonalia 2 2,5 0,01

CHROMAgar™ Saimonella 1.5 0,15 15

Plus'

CSE 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
Onoz’ 3,825 0,001 66 0,5 9.3 4,25
Thach Rambach™

chromID® Salmonelta (SMID2)?| 1,5 0,000 3

sSS 8,5 0,000 33 1.0 8,5 8.5
XLD 0.8 1,0 6.8
XLT4 0,8 4,6 mt 6.8
IBISA™ - 25 0,02

ASAP®® ;0,026 5

IRIS Salmonella® 0,010 7.0

Rapid' Salmonells 0,010 5.0

®  ABC: gfi-Méi truwrdrng sinh may; BGA: Thach xanh brilliant; BS:Thach Bismuth Sulfit; BSA: Thach Saimonella brilliance™ (thudng durge goi 14 OSCM H:MJi trrdng sinh mau Salmonetla oxoid N CSE:
Estease Saimonella sinh mau {“"(; DCLS: Thach Desoxycholat Xitrat Lactase; DCA: Thach Resoxycholat Xitrat (Ihach leifson), HE: Thach Hektoen Enteric; MLCB: Thach xanh brilliant linh 1hé tim lysin
mannitol; MM: Thach Miller Matiinson ", chrom!D® Sailmonella (con goi 1a SMID2: M&i irréng nhin biét Saimonelfa Il); SS: Thach Salmonsifa Shigella; XLD: Thach Deoxycholal Lysin Xyloseo; XLT4:
‘Thach Xylose Lysin Tergitol 4.

> Natri sulfit:6,15 g/l va bismuth amoni xitrat: 1,85 g/l.

° BSA ciing chira Inhibigen™ dé (rc ché chon loc sy phat tridn clia Escherichia cali.

Théng tin dudi day dira ra tao thuan tién cho ngudi sir dung tidu chudn va khdng 4n dinh phai sir dung cac sdn phdm nay. C6 thd sir dung cac san phim trong ty néu cho cac két qua luong duang:

4 LABM I3 vi dy v& san pham thich hop cia nha cung cdp méi trémg ABC.

* BSA™ ia tén thuong mai san phdm thich hep c6 ban sén dugc cung cip bdi Oxoid.

' Merck 12 vi dy vé nha cung cdp thich hgp mai trudrng Onbz.

¢ chromlD® Salmonella 1a t&n thuong mal san phdm thich hop cb ban sdn dugce cung clp béi bioMerieux.

" RIS Salmonelfa® |4 t&n thuong mai san phdm thich hep c6 ban s&n durgc cung cdp béi SOLABIA S.A.S va Cac chin dodn BIOKAR

' Biorad 12 vi dy v& nha cung cép thich hgp Rapid'Salmonella,

I CHROMagar™ Salmonella. CHROMAgar™ Saimonella Plus, Thach Rambach™ I t8n throng mai sén phdm thich hgp cé ban sén dugc cung cip boi CHROMagar,

1-0820} NADL
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Bang E.2 - Hé théng thuc thi chi th dwoc siv dung trong mat sé mai trudng thach chon foc diing dé phan 1ap Salmonella spp. Céc thuéc thir nay
chi thi cho cac phan (rng xay ra & hiu hét cac chiing Salmonella. Giira cac ddu ngodc Ia ndng dé cua cac thuéc thir lién quan dwec tinh bing g/l

Méi truérng a-galac- | B-galac- | p-glu- | Esterase [Ceilobiose) HS | Lactose Lysin Mannitol | Propylen | Salicin | Sucrose | Trehalose| Xylose
tosidase |tosidase | cosldase | dwong | am tinh | dwong | &m tinh decac- dwong glycol |am tinh|3m tinh| dwong dwong
dwong | am tinh | am tinh tinh tinh boxylase tinh dwong ! tinh ! tinh
tinh dwong tinh® tinh
ABC* X ! X .
BGA X (10) X (10)
BS X
B8SA™ (OSCM il)® X X
CHROMAgar™ X X X
Salmoneifa
“CHROMAgar'™ X X
Salmonelia Plus' ;
CSE X X (14,6) i
DCLS X {5,0) X (5.0) :
DCA ' ! X X {10,0) |
tHE X X{12,0) X (2,0) [ X{12,0) ;
(MLCS : X X {5.0) X (3.0} '
| MM X X (5.0) X__ | X(10,0) X(1,2) X{1.33) .
' Ondz" X X (11,5) X (13,0)
Thach Rambach ™ X X (10,5)
chromiD® X X X X (6.0) '
Salmonella (SMID2)'
S5 X X (10,0)
XLD X X (7,5) X {5,0) X (7,5) X(3.75) |
XLT4 X X (7,5) X (5,0) X X (7,5) X{3.75)
ASAPT X X :
IBISA™ X X i
IRIS Salmonelia™
Rapid' Salmoneila |

° ABC: aB-Mdi tnedrng sinh mau (www.labm.com); BGA: Thach xanh brilliant, BS:Thach Blsmuth Sulfit; BSA: Thach Salmonella brifliance™ {thurdrng durgre goi 1A OSCM MG irrdrng sinh mau Salmonella
oxoid; id. ); CSE: Estease Salmonella sinh mau "% DCLS: Thach Desoxycholat Xitrat Lactose; DCA: Thach Desoxycholat Xitrat (thach Leifson); HE: Thach Hektoen Enteric. MLCB: Thach
xanh brilliant tinh the tim lysin mannitol; MM: Thach Mitter Mallinson "™ SMID2: M6i truémg nhan blét Saimonetia Il (con yol 1a chromiD® Saimonalla; www.biomedeux.com); SS: Thach Safmonelia
Shigelfa; XLD: Thach Deoxycholat Lysin Xylose; XLT4: Thach Xytose Lysin Tergtiol 4 .

° Thudc thir la L-Lysin hydroclorua. )

Théng tin dwdi diy dura ra tao thudn 11en cho ngudi sir dyung tiéu chudn va khang 4n dinh phal sir dung cac sdn phim nay. C6 thé sir dung cac san phim trrang ty néu cho cac két qua trong duong.

¢ LABM [4 vi dy vé nha cung cép thich hep mdi trieéng ABC.

* BSA™ 12 t&n theong mai san phdm thich hgp o ban sin duoc cung cdp bdi Oxoid.

* Merck Ja vi dy v& nha cung cép thich hop mal tredng Ondz.

! chromID® Salmoneila 13 tén thuong mal san phdm thich hep c6 ban sén dirge cung cdp béi bioMerieux.

! RIS Salmonel!a® la ten thurong mai san phdm thich hp ¢6 ban sin duge cung cip boi SOLABIA S.A.S va Cac chin doan BIOKAR

" Biorad la vi dy v& sdn pham thich hop cla nha cung ¢Ap Rapid Saimonella.

' CHROMagar™ Salmonelta, CHROMAgar™ Salmonella Plus, Thach Rambach™ 14 tén Ihurong mal san pham thich hpp ¢6 ban s8n dugc cung cip b CHRCMagar.
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