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Xuat ban 13n 1

Vi sinh vat trong thuc pham va thirc %n chan nudi -

Phudng phap phat hién Salmonella spp. trén dia thach

Stra doi 1: Phu luc D: Phat hién Salmonella spp. trong phan

dong vat va trong mau mai trudng tir giai doan san xuat ban dau

Microbiology of food and animal feeding stuffs — Horizontal method

for the detection of Salmonella spp.

Amendment 1: Annex D: Detection of Salmonella spp. in animal faeces and

in environmental samples from the primary production stage

Trang 1, diéu 2:

Thay I3i dan va b3 sung 2 tai liéu vién dan nhu sau:

2 Tailiéu vién dan
Cac tai liéu vién dan sau la rat can thiét cho viéc ap dung tiéu chudn nay. D6i vi cac tai liéu vién dan
ghi nam cong bd thi ap dung phién ban dugc néu. D3i vai cac tai liéu vién dan khong ghi nam cong b

thi ap dung phién ban mdi nhat, bao gém ca cac sUa ddi.

ISO/TS 11133-1, Micrabiology of food and animal feeding stuffs - Guidelines on preparation and
production of culture media — Part 1: General guidelines on quality assurance for the preparation of
culture media in the laboratory (Vi sinh vat trong thuc pham va thiic &n chan nudi - Huéng dan chu&n bj
va tao méi trudng nudi cdy — Phan 1: Hudng dén chung vé ddm bao chét luong cho viéc chudn bi méi

trudng nudi cdy trong phong thir nghiém).

ISO/TS 11133--2:2003, Microbiology of food and animal feeding stuffs — Guidelines on preparation and
production of culture media — Part 2; Practical guidelines on performance testing of culture media (Vi
sinh vat trong thuc pham va thirc an chan nuéi - Hudng din chudn bi va tao moéi trudng nubi cdy —

Phan 2: Huéng dan thuc hanh vé kiém tra hiéu quéa clia mdi nudi trudng cay).
Sau phu luc C:

B& sung phu luc D nhu sau:
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Phu luc D

(quy dinh)

Phat hién Salmonella spp. trong phan dong vat va trong mau moi truéng

tir giai doan san xuit ban dau

D.1 Gidi thigu

Phuong phap duoc néu trong phan chinh cia tiéu chudn nay ban ddu chi dinh ding dé phan lap
Salmonella spp. tif thuc phdm va thirc an chan nudi va khoéng phai ludn thich hop dé phat hién

Salmonella spp. tUf cac chat nén khac.
Phu luc nay co thé ap dung dé phat hién Salmonelia spp. trong:
- phan déng vat (nhu tif gia cam, ldn, trau bo) va
cac maiu méi trudng trong khu vuc & giai doan san xuét so bd (nhu bui).

Phuong phap nay dudc dya vao diéu 9, sir dung méi trudng tang sinh chon loc khac. Do d6, cé thé can
tham khao diéu 9 khi can.

Méi trudng tang sinh chon loc duge mé ta trong phu luc nay (mai trudng Rappaport-Vasssiliadis nifa
dac c3i bién; MSRV) dugc dung dé phat hién Salmonellae di dong va khong thich hdp dé phat hién

Salmonelae khong di ddng.

CHU THICH  Salmonefia biovar khong di dong cla Salmonella Gallinarum (Salmonella Gallinarum biovar
gallinarum va Salmonella Gallinarum biovar putlorum dudng nhu khéng s&ng duoc 1au trong cac mau mai truang,
do d6 hiém khi phat hién th&y trong cac mAu phan hoic mau méi truéng (nhu bui) (khdng lién quan dén phuong
phap). S8 luong cac samonella serovar khéng di dgng khac trong cac mAu phan nhin chung la thip. Vi du, trong
tai lidu tham khao [7] khodng 1000 mau phan gia cdm va khoang 900 mau phan ga gid da dudc phan tich, thi dudi
1 % tdng s6 mau |a duong tinh trong canh thang chon loc va déng théi am tinh trén moi trusng MSRV (va dudng
nhu khéng di dong). Cac két qua tuong ty dugc dua ra trong nghién clu clia Ha Lan véi khodng 3200 mau phan
lon (s6 lieu khdng cong bd). Mat khac, trong nghién ciru & tai ligu tham khao [7] c6 dén 40 % mAau duong tinh da
khang thé phat hién dugc (nghia |& am tinh gid) ndu chi sir dung canh thang chen loc (trong trudng hdp nay a
canh thang Rappaport Vassiliadis) thay cho mdi trudng nira dac.
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D.2 Nguyén tic
D.2.1 Khai quat

Viéc phat hién Salmonella trong m&u phan dong vat va mau méi truong tai giai doan san xuét ban dau

cén qua bén giai doan ké ti€p nhau, nhu trong diéu 4.
D.2.2 Tién tang sinh trong mai trudng long khéng chen loc

Phan mau thd dudc cdy vao dung dich nudc dém pepton (BPW) & nhiét dé mai truong, réi duge G &
37°%C +1°Ctrong18h+ 2h.

D.2.3 Ting sinh trén mdi trudng nira dic chon loc

Cay dich cay thu duoc trong D.2.2 vao cac dia thach Rappaport-Vasssiliadis nita dac cai bién (MSRV).
U cac dia MSRV nay d 41,5 °C + 1 °C trong 24 h + 3 h. Néu dia nay am tinh trong 24 h thi G thém 24 h + 3 h.
D.2.4 Cay lén dia thach chon loc va nhan dang

Cdy dich cdy thu dudc trong D.2.3 vao hai méi trudng dac chon loc sau day:

- thach xyloza lysin deoxycholat (XLD):

~ méi trudng dic chon loc khac b sung cho thach XLD (xem 4.4).

Thach XLD dudc G & 37 °C + 1 °C va kiémtrasau 24 h + 3 h.

U méi trudng chon loc thif hai theo chi dan clia nha san xuat.

D.2.5 Khing dinh viéc nhan dang

Céy truyén cac khusn lac Salmonella gia dinh r8i cdy 1én dia theo mé ta trong D.2.4 va khéng dinh viéc

nhan dang bing cac phép thlr sinh hoa va huyét thanh thich hgp.

D.3 Mbi trudng nudi cay, thudc thir va huyét thanh
D.3.1 Khai quat
Vé thuc hanh phong thf nghiém hién hanh, xem TCVN 6404 (ISO 7218).

T4t ca cac thudc thf va méi trudng dudc st dung trong phu luc nay dugc md ta trong phu luc B, trir moi
trudng Rappaport-Vasssiliadis nifa dac cai bién (MSRV) dudc mé ta trong D.3.2. Cach khac, mdi trudng
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hoan chinh khd ho#c dich pha lodng cé thé dugc sif dung. Khi do, can tuan theo hudng dan cla nha

san xuat.

CHU THICH Thanh phan ctia méi trusng MSRV nhu mé ta trong [8], chita 20 mg/I novobioxin. Tuy nhién, theo
quan didm ciia nha khoa hoc thi 10 mg/l novobioxin 14 thich hgp. Trong cac nghién clu & phong thi nghiém chudn
da dugc cdng nhan vé Salmonelfa thi nhiéu két qua Salmonella dudng tinh dugc tim thdy trong cac mau phan lon
khi dugc thit vai MSRYV chita 10 mg/l Ién hon nhiéu so véi MSRV chifa 20 mg/l novabioxin (xem [9]). Ngoai ra, khi
thtr nghiém cac mau phan ddng vat khac nhau (lgn, ga. trau be) va trong bui bi nhi&m b&n tv nhién, thi cac vung di
chuyén trén MSRV c6 chita 10 mg/l novobioxin la rong han so vGi trén MSRYV c6 chira 20 mg/l novobioxin [9]. Anh

hudng clia novobioxin 1én tinh di déng cta vi khudn dugc md ta trong [10].

D& chudn bi méi truting thach d8 dia chon loc (xem B.4, thach XLD), thi cb thé sir dung cac dia Petri cd
chudn (90 mm ho3c 100 mm) thay cho cac dia Petri c@ 16n (140 mm).

D.3.2 Mbi trudng Rappaport-Vasssiliadis nira dic cai bién (MSRV)
D.3.2.1 Mai trudng co ban

D.3.2.1.1 Thanh phidn

Dich thuy phan tirmd dér;g vat v:é; ‘t;n;c vat bang enzym ‘] . -4_5_!;
Thuy phan casein bing axit 46¢
Natri clorua (NacCl) 73g
Kali dihydra phosphat (KH,PO,) 154g
Magie clorua (MgCl,) dang khan 1094
Xanh malachit oxalat 0049
Thach ; 2749
Nudc 1000 mi

D.3.2.1.2 Chuan bj

Hoa tan cac thanh phan trén trong nudc.

Dun dén sbi, co khudy tron. Khdng hap ap luc.

Khéng dé mai trudng & nhiét do cao dai hon thdi gian can thiét.

Lam ngudi mdi trudng dén khoang tir 47 °C dén 50 °C.
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D.3.2.2 Dung dich Novobioxin

D.3.2.2.1 Thanh phin

Mudi natri novobioxin 0.05g

Nudc 10 m!

D.3.2.2.2 Chuan bj
Hoa tan muéi natri novobioxin trong nuéc.
Loc qua mang ioc ¢d 15 0,22 pm dé khir tring.

Dung dich nay c6 thé b3o quan dugc dén bdn tudn & 5 °C + 3 °C holic bao quan véi cac Iugng nhd (vi

du: 2 ml) dén mot nam & - 20 °C.
D.3.2.3 Mbi trudng hoan chinh

D.3.2.3.1 Thanh phin

Mbi truding co ban (D.3.2.1) 1 000 ml

Dung dich novobioxin (D.3.2.2) 2mi

D.3.2.3.2 Chuin bi

Bing kj thuat vé tring, cho 2 ml dung dich novobioxin (D.3.2.2) vao 1 000 ml méi trudng cd ban
(D.3.2.1) & 47 °C dén 50 °C. Tron kY.

pH cudi ciing phai la 5,2 (tir 5,1 dén 5,4) & 20 °C dén 25 °C.

R6t méi truding vao cac dia Petri dudng kinh 90 mm, dén thé tich khoang tif 15 mi dén 20 ml.

D& cho méi truting déng dic lai trudc khi di chuyén va can than khi x{ ly.

Bao quan cac dia nay véi mat dia hudng lén trén dén hai tuan & ndi t6i va & nhiét d6 5 °C + 3 °C.
Khéng lat up dia, vi thach nifa dac rat loang.

Khéng str dung bat ky dia dung mdi trudng nifa dac chon loc nao da bi hoa Idng hodc phan manh.

Ngay trudc khi sir dung, lam khd méat dia thach can than bang cach dat dia véi bé mat thach hudng lén

trén, ndp md, vao ta thdi khi, néu cdn. Chu y khdng dé méi trudng qua khd.
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D.4 Thiét bj, dung cu thuy tinh

Str dung céc dung cu dugc liét ké trong diéu 6, va cu thé nhu sau:

D.4.1 Que ci3y vong vo trung, 1 pl.

D.5 Lay mau

Xem diéu 7.

D.6 Chuan bi mau thir
Xem diéu 8.

Nhin chung, can cho mét lugng mau thlr vao BPW dé co6 dudc dé pha loang 1/10 (vi du: 25 g mau dudc

cho vao 225 ml BPW). Tuy nhién, d6i véi mot vai loai mau co thé can thiét phai ding ty 1é khac.

D.7 Cach tién hanh

D.7.1 Tién ting sinh khéng chon loc

Lam am so bd BPW dén nhiét dé phong truéc khi sir dung.

Tron ky cac mau bang cach thich hgp nhat déi véi timg loai mau.

Can mau va b sung mét lugng thich hap BPW (xem D.6). U cac binh & 37 °C + 1°C trong 18 h + 2 h.
D.7.2 Tang sinh chon loc

D€ cac dia MSRV can bang dén nhiét do phong néu chung dudc bao quan & nhiét do thap hon.

Cay vao cac dia MSRW 3 giot dich c8y trong méi trudng BPW. Téng thé tich 3 giot nay phai la 0,1 ml va

phai dudc cho vao mét cach riéng ré va cach déu nhau trén bé mat méi truong.

Khi 18y mau tu BPW dé cdy truyén, thi diéu cd ban |a khéng 1am xao trén cac mau dang hat. Do do, cac
hop dung can dudc di chuyén can than, khéng xao trén, 1ac hoac xoay. Chiét mot chiing cay tur thé tich
lon nhat cla phan dich Idng tu do gan nhat vai mat tiép giap gilla hdp dung va bé mat dich cdy, nhung

nén Iay sau hon néu co cac hat ndi phia trén bé mat.
U cac dia MSRV da cay 341,5°C + 1°Ctrong 24 h + 3 h.

Khong lat ap cac dia.
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Céc dia duong tinh cho thdy co vung xam-trang, duc lan toa quanh giot dugc cdy. Vung duc dudc dac

trung bdi quang trdng cd mép vién ré rét.
Néu cac dia am tinh sau 24 h, thi G tiép 24 h £+ 3 h.
D.7.3 Cay lén dia chon loc

Dé cho cac dia thach xyloza lysin deoxycholat (XLD) va va mdi trudng dé dia chon loc th(r hai (xem
5.2.4.2) can bang dén nhiét d6 phong néu chiing dugc bao quan & nhiét do thap hon. Lam khd bé mat
dia trudc khi st dung, néu can.

Cdy truyén cac dia MSRV dudng tinh:

Quan sat dia MSRV (trén b& mat trang sang hoc hop sang). Xac dinh cac diém lan tod phat trién mé
duc xa nhat tinh tir diém cdy va nhang que cy vong 1 ul vao ngay phia trong ving tiép giap ving md
duc. L8y que cdy vong ra sao cho khang Idy phai cac mang I6n cGa MSRYV. Cay lén bé mat dia XLD
sao dé thu dugc cac khuan lac tach biét ré. Thuc hién tudng tu véi méi trudng dd dia chon loc thir hai,
s dung que cdy vong vo triing mai.

CHU THICH  C6 thé thu duoc cac khusn lac tach biét rd khi sif dung mét Iuong nhé méi trudng MSRV d8 dia
(ding que cdy vong 1 ul). st dung mét dia Petri ¢d chudn (90 mm dé&n 100 mm) véi thach dé dia chon loc. Do d6
khdng can thiét sir dung dia Petri cd 1an.

U cac dia XLD lat ap & 37 °C + 1 °C trong 24 h + 3 h.
U cac dia dung moi trudng d dia chon loc thi hai theo chi déin clia nha xan xuat.

bat fai cac dia MSRV am tinh vao ti &m & 41,5 °C va 0 tiép trong 24 h + 3 h. Néu sau khi 0 48 h cac &fa
MSRYV trd thanh duong tinh thi tién hanh quy trinh d8 dfa chon loc.

Khudn lac Saimonella dién hinh moc trén dia thach XLD cé tam den, quing trong ho#ic dé nhat do suf

ddi méau clia chat chi thi.

Salmonella thay d8i &m tinh H,S (vi du: Salmonella Paratyphi) moc trén thach XLD c6 mau héng vdi
tdm mau héng dam. Salmonella duong tinh lactoza moc trén thach XLD la mau vang cé hodc khong co

mau den (xem thém 9.4.4).

Kiém tra méi trudng d8 dia chon loc thir hai sau thai gian G thich hop vé su cé mat cac khudn lac o cac

dac trung dudc coi la Salmonella gia dinh.

11
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D.7.4 Khéng dinh

Dé khang dinh cac khudn lac dién hinh duge phan 1&p trén mdi trudng dé dia chon loc, tién hanh theo
cac chi dan néu trong 9.5. Trong 9.5.2 budc phai cay vach cac khuén lac phan 1ap tir méi truong dé dia
chon loc 1&n thach dinh du@ng trudc khi tién hanh khang dinh bang sinh hoa. Tuy nhién, budc cay thém
nay 1a khong can thiét néu cac khudn lac tach biét 6 (dich cdy thuan chlng) s3n ¢6 trén mai truong dé
dia chon loc. Trong trudng hop nay tién hanh khang dinh sinh hod truc 1i€p trén mot khudn lac tach biét
rd. dién hinh (nghi ngd) clia timg méi trudng d6 dia chon loc.

D.8 Biéu thj két qua

Xem diéu 10.

D.9 Bao cao thir nghiém

Xem diéu 11.

D.10 Pam bao chat lugng
Xem diéu 12.

D& kiém tra hiéu qud clia méi trudng, tién hanh theo ISO/TS 11133-1 va ISO/TS 11133-2. Tuy nhién,
trong cac tai liéu ndy, cac quy trinh dua ra déi vdi canh thang chon loc cung nhu moi truong thach chon
loc d& phat hién Salmonelia, nhung khéng dung cho méi trusng nifa dac nhu MSRV. Quy trinh néu dudi
day c6 thé sir dung dé kiém tra hiéu qua clia MSRV va dudc dua trén quy trinh va cac ching thi
nghiém da mé ta cho méi trudng chon loc (tang sinh) dé phat hién Salmonelia (vi du nhu RVS va
MKTTn, xem bang B.2 va B.3) trong ISO/TS 11133-2.

Quy trinh mé t3 dudi day duoc trich tir 5.4.2.1 clia ISO/TS 11133-2:2003 nhung da diéu chinh nong do
chiing thtr nghiém cho thich hgp. Quy trinh, cac chlng tht nghiém va cac chuan c(f duge néu trong
bang D.1.

Cay vi sinh vat muc tiéu: Cay vao méi trudng MSRV déi véi ting vi sinh vat thir nghiém véi khoang
10% cfu/0,1 mi (dé chudn bi ching cdy, xem 5.2.1 cla ISO/TS 11133-2:2003).

Céy vi sinh vat khéng muc tidu: Cay vao méi trudng MSRV déi vai timg vi sinh vat thir nghiém vai
khoang tir 10° cfu dén 10 ® cfu/0,1 ml (48 chudn bj ching cay, xem 5.2.1 ctia ISO/TS 11133-2:2003).

12
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- Cdy vi sinh vat muc tiéu va khong muc tiéu lam dich cdy hén hgp: Cdy vao mai trudng MSRYV dadi vai

dich cdy hén hgp chifa khodng 10* cfu/0,1 ml vi sinh vat muc tiéu va khoang tir 10° cfu dén 10 ° cfu/0, 1

ml vi sinh vat khéng muc tiéu (dé chudn bi cac chiing cay, xem 5.2.1 ctia ISO/TS 11133-2:2003).

U cac dia MSRV 0 41,5°C + 1°C vadanh giacacdiasau24 h+3hvasau48h +6 h.

Bang D.1 — Kiém tra hidu qua cia mai trusng MSRV

i

E.coli ATCC 25922 hoidc ATCC
8739

P.aeruginoza ATCC 27853

10° cfu dén 10°
cfu

10° cfu dén 10°
cfu

5 cexmeser
Chirc nding Chiing kiém chimg Néng docudi | U mai trudng Chuincy |
cung trong MSRYV
ching cdy 0,1 ml
Tinh ddc tht | S.Typhimurium ATCC 14028 10° cfu 41,5°C +1°C, | Xam trdng, quing md
ho#c S.Enteritidis ATCC 13076 2x24 h+3h | ducbao quanh giot
cdy. Sau 48 h, cic
quang duc quanh 3 giot
lan toa (gan) khip dia.
Tinh chon loc | E.coli ATCC 25922 hosc ATCC Co6 thé phat trién tai
8739 giot cay ma khéng co
10° cfu dén 10° | 41.5°C £ 1°C, | quang duc.
E.faecalis ATCC 29212 hoac cfu 2x24h+3h
ATCC 19433
Nang sust S.Typhimurium ATCC 14028 10° cfu 41,5°C +1°C, | Xam trdng, quang md
hodc S.Enteritidis ATCC 13076 2x24 h+3h | ducbao quanh giot

cay. Sau 48 h, cac
quang duc quanh 3 giot
lan toa (gan) kh3p dia.

Cé kha nang: cdy
truyén 1 pl ngay trong
bién gidi viing phat
trién ma duc va lan
toa trén XLD. U &

37 % +1'Ctrong

24 h+ 3 h. Chuén cir
phat trién cac khudn
lac dac trung trong
phan chinh

Nhan xét: Nhin chung, S.Typhimurium sé& phat trién nhanh hon va lan tod rong hon so vdi S.Enteritidis.

13
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Thu muc tai liéu tham khao

Xo4 tai liéu tham khao [4] va danh s lai cac th tu khac.

B4 sung cac tai liéu tham khdo dudi day vao Thu muc tai liéu tham khao.
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