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L&i noi dau
TCVN 10780-3:2016 hoan toan twong dwong véi ISOTR 6579-3:2014;

TCVN 10780-3:2018 do Ban k§ thuét tiéu chudn quéc gia TCVN/TC/F13
Phuong phép phén tich vé ldy méu bién soan, Téng cuc Tiéu chudn Bo
lwong Chét lwgng thdm dinh, B Khoa hoc va Cdng nghé cdng bé.

B3 tidu chudn Vi sinh vét trong thye phdm vé thic &n chin nudi nay
gdm c6 céc phin sau:

TCVN 4829:2005 (ISO 6579:2002, Cor 1:2004) Vi sinh vét trong thue
pham va thizc 3n chén nudi — Phwong phép phét hién Saimonella trén
dfa thach va Stra ddi 1:2008 TCVN 4829:2005 (ISO 6579:2002,
Amd. 1:2007) Vi sinh vét trong thyc phdm va thie &n chdn nubi -
Phuong phép phét hign Salmonelia spp. trén dia thach — Stra dbi 1: Phy
luc D: Phat hién Salmonella spp. trong phén déng vét vé trong méu mbi
truong tiv giai doan sén xuét ban dau,

TCVN 10780-2:2015 (ISO/TS 8579-2:2012) Vi sinh vt trong thyc phém
va thire an chdn nubi — Phirong phap phét hign, &inh fupng va xéc dinh
kidu huyét thanh cta Saimonelfa - Phdn 2: Bjnh Iugng bdng ki thuét sb
dém co xéc sudt Ién nhét duge thu nhé,

TCVN 10780-3:2016 (ISO/TR 6579-3:2014) Vi sinh vét trong chudi thyc
phém — Phurong phép phét hién, dinh lugng va xéc dinh typ huyél thanh
cta Salmonella — Phén 3: Hwéng dn xéc dinh typ huyét thanh cda
Salmonella spp.
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TIEUCHUANQUOC GIA TCVN 10780-3:2016

Vi sinh vat trong chudi thwc pham -

Phwong phap phat hién, dinh lwong va xac dinh typ huyét thanh
cua Salmonella -

Phan 3: Hwéng dan xac dinh typ huyét thanh caa Salmonella spp.

Microbiology of the food chain ~
Horizontal method for the detection, enumeration and serotyping of Salmonella -
Part 3: Guidelines for serotyping of Salmonelia spp.

CANH BAO - D4 bio vé sirc khde cla nhan vién phong thi nghig¢m, chi thir nghiém a& phat hign
Salmonella trong phdng thir nghiém dugc trang bj phi hep, dwéi sy kidm soat cia ngwdi phin
tich vi sinh vét ¢6 kinh nghiém va rit cin thin trong qua trinh x(r Iy tit ca cac vat liéu d3 0.

Ngwéi stz dyng tidu chudn ndy phai thanh thao cac thao tic théng thwirng trong phong the
nghlém. Tiéu chudn nay khéng a8 cap dén tht ci cac véin a& an toan, lién quan dén vigc sir dyng
tidu chudn, Ngwoi sir dyng tidu chudn phai ty thiét I3p cac thao tic an toan sirc khde thich hgp
va ddm bao tudn thi cac quy djnh hién hanh,

1 Phamvi ap dung

Tiéu chuan nay dua ra hwéng din vé viéc xéc dinh typ huyét thanh cac serovar Salmonelfia va ¢b thé
ap dung d& xac dinh typ huyét thanh cla cac ching cly Salmonella spp. thuln khiét, phy thudc vao
ngudn ma ching dwgc phan 13p.

2 Tailigu vién din

Cac tai ligu vién din sau rat cAn thiét cho viéc ap dung tiéu chudn nay. B&i véi céc tai lidu vién dan ghi
nam cdng bd thi 4p dyung phién ban dwgc néu. Bdi véi cac tai liéu vién din khang ghi ndm céng bd thi
ap dung phién ban méi nhét, bao gbm ca cac stra ddi, bo sung (néu co).
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TCVN 6404 (ISO 7218), Vi sinh vét trong thire phém va thie &n chén nubi— Yéu céu chung va hwéng
dan kidm tra vi sinh vét.

TCVN 8128 (ISO 11133), Vi sinh vit trong thuc phém, thirc &n chén nui vé nuéc — Chuén bj, sén xuét,
béo quan va kidm Ira hidu ndng cla moéi tneong nudi cdy.

ISO 6579-1, Microbiology of the food chain — Horizontal method for the detection, enumeration and
serotyping of Salmonella — Part 1:Horizontal method for the detection of Salmonella spp.

3 Thudt ng(» va dinh nghia
Trong tiéu chudn nay s dung cac thuat ng(r va dinh nghia sau:

31
Salmonella (Salmonella)

Trywe khudn gram &m, oxidase Am tinh, ky khi ty ¥, khéng sinh bao tir, thuéng tao thanh céc khudn lac
dwéng kinh tir 2 mm dén 4 mm trén méi tredng dic chon loc va cé cac déc tinh sinh héa va huyét
thanh dién hinh khi phép thir dwge thyre hién theo tigu chudn nay.

32

Xac djnh typ huyét thanh Salmonella (serotyping of Salmonelia)

Xac dinh sw cé mat hay khong ¢ mat cac khang nguyén-O, khang nguyén-H va khéng nguyén-Vi cu
th trong chling vi khuan phén I8p da khing dinh 14 Salmonella (3.1).

33

- Céng thirc khang nguyén (antigenic formula)

S két hop clia cac con sb v chi¥ céi thd hign cac khang nguyén O-, H- va Vi- cla ching vi khuén
phan 13p dwoc khang dinh 13 Salmonella (3.1).

4 Nguyén tic

D& xac dinh typ huyét thanh clia Salmonelia spp., cac khang nguyén sau day dugc xac dinh cho céc
chiing vi khuan phan 1ap da dugc khdng djnh sinh héa 1a Salmonelia spp.:

Khang nguyén-O, khang nguyén-H va khang nguyén-Vi.

CHU THICH: Cé thé sl dung cac quy trinh khac @8 khdng dinh ching vi khudn phén I8p dugc la Salmonelia spp. véi didu
kién sy phi hop clia quy trinh thay thé dd durge xac nhén [xem TCVN 8404 (ISO 7218)}.
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5 Mbi trwong nudi cdy va huyét thanh
5.1 Quy dinh chung
Déi véi thure hanh trong phong thr nghiém hién tai, 4p dung TCVN 6404 (1SO 7218).
Péi véi phép thir hiéu ndng cla mdi tredng nudi cdy, theo TCVN 8128 (ISO 11133).
5.2 Moi trwomg nudi cly va thude thir
Xem Phuy luc A.
6.3 Khang huyét thanh

Khang huyét thanh-O, Khang huyét thanh-H va khang huyét thanh-Vi ¢6 ban s3n tir cic nha cung cip
khac nhau. Thang tin v& c4c khang huyét thanh da gia va khang huyét thanh don gis dwgc néu trong
Phy luc B.

6 Thiét bi, dung cy

C6 thé str dung cac dyng cy thiy tinh ding mét tAn d& thay cho céc dung cy dung nhidu 1&n, néu ching
c6 cac quy dinh ky thuéat twong tyw.

S0 dung céc thiét bi, dung cu théng thuéng cha phong thir nghiém vi sinh va cy thé nhu sau:

6.4 T 4m, d& nudi cdy va phan |ap Salmonelia, c6 kha nang duy trl nhiét d8 trong khodng tir 34 °C
dén 38 °C.

bHU THICH: Trong tiéu chulin ndy, nhist 46 O khéng phai 14 mét thong 8 téi han. Cac chiing phan lap duge nudi cly dé thu
duge ddy 40 sinh khbi vi khudn thudn khiét, d& thyc hign cac phép thiv. Vi vay, buéc nubi cdy duge thye hién & nhigt 8o phat
trién t&i vu. DA véi Salmonella nhiét 43 thudmg tir 34 °C dén 38 °C.

6.2 Ta sdy (38 khir tring khd) hoZic ndi hdp (¢4 khir triing wét). Xem TCVN 6404 (ISO 7218).

6.3 Tu lanh (d& bdo quan méi trwdng nudi cdy da chudn bi), c6 kha nang duy tri nhiét 46 & 5 °C £ 3 °C.
6.4 Lam kinh.

6.5 Duyng cy cdy vd triing, vl dy kim cdy, que cAy hoc vong cdy (v dy 1 ul).

6.6 Ong nghi¢m va binh cdu vd tring, c6 dung tich thich hop. Co thé st dung binh hodc chai va
8ng nghiém cé ndp béng kim loai hodic bang chit déo (ndp viin) khéng déc.

6.7 Dia Petri vd triing, c6 duwdng kinh khodng 55 mm dén 90 mm.
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6.8 N&i cach thuy, cb kha nang duy tri nhidt 86 & 47 °C dén 50 °C.

6.9 Nbicach thay (hodc th 4m), cé kha nang duy tri nhiét 36 & 50 °C £ 2 °C.

7 Lay mau

Didu quan trgng 1a phdng thir nghiém 1am viéc véi chiing cdy thudn khiét 82 duec khdng dinh sinh hoa
la Salmonella spp.

8 Phan loai Saimonella

8.1 Tdng quan

Ci¥ khoang 7 nam, Trung tdm nghién ciru v& chudn Saimonelia clia WHO (Vign Pasteur, Paris) s& cdng
b bdn cap nhat vé "Céng thirc khang nguyén clia cac serovar Salmonelia”, d6 l1a co s& @& dinh danh
¢4c tén typ huyét thanh serovar va cdng thire ddi véi cac ching vi khudn phan lap Salmonella spp.
Thei diém cdng bd phidn ban méi nhét clia so dd White-Kauffmann-Le Minor 1a ndm 2007 (Tai liéu
tham khao [9)).

CHU THICH: Nhiong bé sung cho so db White-Kauffmann-Le- Minor 33 dwge céng bé trong cudn Nghién cou Vi sinh, 1a mdt
&n phdm clia Vign Pasteur (trudc day goi 12 Annales de I'nstitut Pasteur/Microbiologie). Vi dy, bd sung sé 47 da dugc cong
bé ndm 2010 va dura ra cac serovar mdi 33 phat hign tir ndm 2003 dén nam 2007 (Tai ig¢u tham khdo [10]).

Tiéu chudn nay dwa ra hwdng dan vé xac dinh typ huyét thanh cla cac serovar Salmonelia.
8.2 Danh phap (cich dit tén)

Céac danh phap khdc nhau d3 dwgc s dung (hodic vin dang dwgc s dung) cho cac chiing
Salmonella:

- Ban @Au, Kauffmann (Tai liéu tham khao [12]) 44 coi m&i serovar Salmonella 1a mét loai riéng biét;

~ Céc kidu loai khac nhau da dugc st dung: S. enterica vs.S. choleraesuis, mbi loai c6 mét chiing
khac;

- Mot sb chiing Salmoneifa "quan trong" (nhw Saimonelia Typhi va Saimonella Paratyphi) dwoc coi 1
cac loai va khdng phai "chi” cac serovar clia cac lodi.

Hoi abng trong tai cla Tidu ban k§ thuat quéc t& vd hé théng tw ddng nghién clru vé sinh vat nhan
nguyén thily (Procaryotes) cho thay rdng c6 thé s dung nhidu tir @dng nghia trong viéc goi tén
Salmoneila (Tai liéu tham khao [22]). Trong tiéu chudn nay, céc tén goi hién tai da dwee chip nhan siv
dyng rong rai, da dugc Trung tAm nghién clru vé& chudn Salmaneffa clia WHO [Tai liéu tham khdo 9],
Hiép hoi vé Vi sinh vat ctia M§ (Tai iéu tham khao [20]), Trung tAm kidm soat va ngan nglra bénh tat

8
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(Tai liéu tham khdo [3]) va Sb tay Bargay’s (Tai ligu tham khado [17]) ch&p nhén. Theo danh phép hién
hanh, cac chi Salmonelfa thudc ho Enterobacteriaceas va chi bao gbm hai loai: S. enterica va
S. bongori. S. enterica dwgc chia thanh sau phan lodi; S. enterica subsp. enterica, S. enterica subsp.
salamae, S. enlerica subsp. arizonae, S. enterica subsp. diarizonae, 5. enterica subsp. houtenae va S.

enterica subsp. indica.

Cac serovar Salmonelia thudc S. enterica.subsp. enferica thudmg phan 1ap dwoc nhidu nhét (rén 99,5 %
trong s cac ching Salmoneila phan 14p dwoc) va ching dwgc d3t tén, thiedng lién quan dén vi tri dia
Iy noi serovar dwgc phan |ap 1n ddu. Cac serovar thude cac phan loai khac clia S. enterica va cla
S. bongori dugrc ddt tén theo cong thire khang nguyén clia ching.

Do cb si két hop cda cac phén lodi va nhidu serovar, nén tén diy du rat dai (vi du: Saimonella enterica
subsp. Enterica serovar Typhimurium). Do d6, cach goi ngén hon thwdng st dung dé chl tén cla céc
serovar clla cac phéan loai enterica. Hé théng White-Kauffmann-Le-Minor dwa ra goi y cac tén goi rt
gon sau day: S. enterica serovar Typhimurium hodc Salmonelfa ser. Typhimurium. Theo Tai [i§u tham
khao [3], & trich d&n dAu tién cla serovar trong tén chi cin theo sau 1a tir “"serovar” viét tit 1a “ser.” va
sau do tén 1a t&n clia serovar. Sau d6, tén c6 thé duwoc viét bang tén chi theo sau [a tén serovar (vi dy
Salmoneila Typhimurium). Cach goi tén serovar Salmonelia nay cng dugc chdp nhan & hiu hét cdc
tap chi [vi dy: Tap chi ctia Higép hdi Vi sinh vat My (ASM)] va cling dwroc st dung trong tiéu chudn nay.

Tém lai, goi tén Salmonefla nhur sau:
He:Enterobacteriaceae (chir cai dau tién ﬁét hoa, chir in nghiéng) .
Chi:Salmonefla (ch(r cai dAu tién viét hoa, chi¥ in nghiéng)
Loai:enterica (khéng viét hoa, chir in nghiéng)
Phén loai:enterica (khdng viét hoa, chi in nghiéng)

Serovar (typ huyét thanh ho#c ser.): vi du: Typhimurium {(chCr cai diu tién viét hoa,
khéng in nghiéng)

Phan loai:  saflamae
arizonae
diarizonae
houtenae
indica

Loai: bongori

Trong phan bd sung cho hé théng White-Kauffmann-Le- Minor (Tai liéu tham khado [10]) ¢6 trén 2 600
serovar Salmonelfa dupc dé cap dén va sb lwong duoc ting ddu, nhw théng ké trong Bang 1.
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Bang 1 — Sé lwgng serovar Saimonella qua cac nam

Bd sung
Loai/phan loal 1998" 2001° 2007°
$6 lrgng serovar

Saimonelia enterica 2443 2502 2587
Fubsp. enterica 1454 1492 1547
‘subsp. salamae 489 500 513
!subsp, arizonae 94 85 100
Isubsp. dianzonae 324 331 341
|subsp, houtenae 70 Al 73

ubsp. indica 12 13 13
Salmonella bongori 20 21 23
Téng sb serovar (chi Saimonelia) 24863 2523 2610
F Tai lieu tham khdo [18].
P Tai ligu tham khdo [19].
E Tai liéu tham khao [10], qua c4c n&m 2003 @én 2007.

8.3 Cac ddc tinh sinh héa

- Céc loai va phan lodi Salmonella @wgc xac dinh dya trén c4c phép thir sinh héa khac nhau. Trong
Bang 2 dva ra cac dic tinh khac nhau. Xem Tai ligu tham khdo [9] va Phy luc C dé biét thém chi tiét.

Bang 2 - Cac dic tinh sinh hoéa cua cic loai va phin loai Salmonella (Tai lidu tham khdo [9))

Loai S. enlerica
S. bongori

Phén loai enterica | salamae | arizonae | diarizonae |houtenas | indica '
Dulcitol + + - = - d +
ONPG* {2 h) = - + + - d +
Malonate - + + + - - -
Gelatinase - +* + + + - -
Sorbitol + + + + + - +

10
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{Bang 2 - két thiic)
Lodl S. enterica S. bongori
Phét trién véi KCN® - - - - + - +
L(+)-tartrate® + - - - - - -
Galacturonate - + - + + + +
y-Glutamyltransferase +* + . + + + +
B-Glucuronidase d d - + - d -
Mucate * + + - {70 %) - * *
Salicin - - - - + - -
Lactose - - - (75 %) | +{75%)+ - d -
Dung giai b pha O1 + + - + - + d
+ 290 % phan éng duong tinh;
- = 90 % phén ing &m tinh;
d cac phan irng kKhéc nhau cla cé¢ serovar khdc nhau;
P o-Nitrophenyl-B-D-galactopyranoside (phép thir [B-galactosidase].
P Kall xyanua,
" = D-Tarrat, Paratyphi B:-, Paratyphi B blovar Java:+
® = Typhimurium:d, Dublin:- .

8.4 Dic tinh khang nguyén
8.4.1 Yéu cdu chung

Céc dic tinh khang nguyén quan trong clia Salmonella déi véi cac phép thér huyét thanh dugc chia
thanh ba loai chinh nhw sau:

- Khang nguyén-0, con goi 1a khang nguyén than;
— Khang nguyén-H, ¢on goi la khang nguyén |ong;

- Khéang nguyén-Vi, con goi la khang nguyén vé.

1
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Cac céng thirc khang nguyén cla Salmonella spp. gdm cé ba typ khang nguyén sau day: khang
nguyén-O, khang nguyén-Vi (néu c6): khang nguyén-H clia pha thi» nhét: khang nguyén-H clia pha thir
hai. Vi dy: cong thirc khang nguyén clia Salmoneila Paratyphi C 1a:6,7[Vi):c:1,5, v&i khang nguyén-0:6
va O:7; véi khang nguyén-Vi, c6 thé c6 mat hodc khéng ¢ mat (ky hidu bdi cac ddu ngodic vudng), véi
khang nguyén-H H:c clia pha th nhét, v&i cic khang nguyén-H H:1 va H:5 clia pha thi hai.

8.4.2 Khéang nguyén-O (khang nguyén thén)

Khang nguyén nay bao gdm thanh phin véch té bao va céc chét chinh la polysaccharid, protein va
phospholipid. Khang nguyén-O rét bén va cb thé chiu dugc nhiét d dén 100 °C trong 150 min, xir Iy
bing etanol 95 % thé tich ho3c axit lodng (Tai liéu tham khdo [186)).

Phan (rng clia khang nguyén-O véi khang huyét thanh iam ngung két hat. Trwde day, trong tai li¢u cha
Kauffmann-White (Tai liéu tham khéo [9]) c4c khang nguyén-O duoc phéan loai thanh cac nhém khéng
nguyén-O. Céc nhém ndy dugc a4t tén véi chir cai La Ma bt dAu véi nhém A, trong do gdm c6 khéng
nguyén O:2 dén nhém 2 ¢cb chira khdng nguyén 0:50. V1 ¢é nhidu cac khang nguyén-O, nén céc khang
nguyén con lai khdng duge dua vao nhém, nhieng d3 dugc diit tén thanh cac khang nguyén-O tir 0:51
dén O:67. Ngay nay, m& nhém O s dung O-yéu t§ didn hinh dwec ding nhidu hon. Cac chir ci nay
83 duoc gilr lai va duwoc dwa vao frong dau ngodc don, vi dy:0:4 [B] (Tai ligu tham khdo [9]). Trong
Bang 3 diwra ra cac tén goi ci va mdi.

Bang 3 ~ Cac nhém huyét thanh Salmoneila (tén goi cii}
va cac khang nguyén-0 cé lién quan (tén goi mél)

Nhém Khéng nguyén-O Nhém Khang nguyén-O Nhém Khang nguyén-O
A 2 GG 13 Q 39
B 4 H 6,14 R 40
Cy(Cd)* 6,7 1 16 s 4
Ca Ca 8 J 17 T 42
Oy 9 K 18 u 43
D, 9,46 L 21 v 44
D; 9,46,27 M 28 w 45
Ey( Ea, E)° 3,10 N 30 X 47
E. 1,3,19 o] 35 Y 48
F 1 P 38 z 50
" C. 43 dugc gdp vao Cy.
P €, va E3da duoc gdp véo Ex.

12
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8.4.3 Khang nguyén-H (khang nguyén i6ng)

Khang nguyén nay ndm trén s@i 16ng va cac thanh phan chinh 13 protein. Khang nguyén nay khéng bén
bing khang nguyén-O, d& bj phan hly trong ancol, axit va nhiét df trén 60 °C, nhung ¢d kha nang chiju
dugc dung dich formalin 0,5 % thé tich (Tai liéu tham khao [16]).

Phén (ng clia khdng nguyén-H voi khang huyét thanh lam ngung két bdng. Nhiéu Salmonelia spp. co
hai pha khang nguyén-H, nhwng cac bién thé mét pha va ba pha chwa duoc biét. Pha ddu tién dwoc
goi 1a pha ddc hiéu va pha thir hal dwgc goi 13 pha khong dic hiéu. Pha diu dwgc ky hiéu béng chir
thweng tir a dén z. Tuy nhién, tr khi nhan biét khdng nguyén-z, thi nhidu khang nguyén-H méi da
dwgc phat hién va dwee At tén 24, z,, z;....24.

Céc vi dy vé cac serovar mét pha la:

- Salmonefla Paratyphi A: 1,2,12:a:[1,5) v&i H:a ddi voi pha ddu tién, frong du ngodic vudng 1a pha
thir hai (H:1,5) cé thé ¢c6 méat hodc khdng ¢d mat;

- Salmoneila Typhi: 9,12, [Vil:d:-; v&i Hid d6i v&i pha dAu;

- Salmonelia Derby: 1,4,[5], 12:f,9:(1,2); v&i H:f.g dbi v&i pha dAu tién, khi d6 pha thir hai (H:1,2) c6
thé co holic khdng cé mat; '

- Salmonelia Enteritidis: 1,9,12:9,m:-; véi H:g,m déi vé&i pha d4u, Ngoai cac H:g,m, mdt 86 chiing co
thé ¢4 H:p, hoic H:f, hodc H:t. Céc chling d%c biét ¢6 thé co khang nguyén H:1,7 13 pha the hai;

- Saimonella Dublin: 1,9,12,[Vi]:9.p:~; v&i H:g,p dbi v&i pha déu.

CHU THICH 1: Céc yéu t6-O gach chan dugc xac dinh bing bidn trang thyc khudn. Ching chi cé mét ndu ching ciy dugc
dung gidi bing thé thre khudn bién trang twong tng (Tai ligu tham khéo [2]).

CHU THICH 2: Cac yéu 15-0 hodc -H trong ngodic vudng cé thé ¢6 mat hodc khang co mat, ma khéng lién quan dén thyc
khun thé bién trang (T4i lidu tham khdo [2].

CHU THICH 3: Céc chiing Saimonella Derby v Salmonelia Enteritidis &t hidm gap. C6 thé cAn chuydn ddi pha dé phat hign
cac chiing hiém gdp nay. Tuy nhién, didu ndy chl cAn thidt v&i nhitng trwéng hop nhét dinh [vi dy trong trwémg hep sai léch
nguén vamodc tnrang hep ¢b di chuyén (d3c bigt).

8.4.4 Khang ngﬁyén-Vi {khang nguyén vé)

Khang nguyén ndy I khang nguyén vé va co thé che khuét cac khang nguyén-O 1am cho cac vi khudn
khong nging két véi khang huyét thanh-O. Thanh phan chinh clia khang nguyén-Vi la polysaccharid.
Céc ching Salmdneﬂa c6 khang nguyén-Vi d§c hon so v&i cac chang khong cé khang nguyén-Vi.
Khang nguyén-Vi ¢6 thé chi cé mat trong ba Saimonelfa serovar.

13
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- Salmoneila Typhi: 9,12, [Vi}:d:-;
- Salmoneila Paratyphi C: 6,7,[Vi]:c:1,5;
- Salmonefla Dublin: 1,8,12, [Vi]:g.p:-.

Trong cac déu ngodic vudng cho thay c6 thé o6 hoac khéng cé mét khang nguyén-Vi.

CHU THICH: Sy ¢ mét cac khang nguy8n-Vi trong céc ching phan Igp clia Salmanelia tir mau thyc pham hogc mdu thi y 1
rit hiém gap. Nu c6 m3t khang nguyén-Vi, no sé che khult cac khang nguyén-O. D4 phat hign cac khang nguyén-0, co thé
c4n 13m néng huyén phit m3u phan 13p (vi dy:trong dung dich nwrére mudi sinh Iy) & 100 *C trong 60 min, hodc & 120 °C trong

15 min.

9 Quy trinh xac dinh typ huyét thanh Salmonella

9.1 Yéuciu chung

Trude khi bat dAu xac dinh typ huyét thanh, cin khing dinh sinh héa rang chiing phan Iap dwgc thuge
chi Salmonella (nhw quy dinh trong 1ISO 6579-1). M3c du cac khang nguyén-H 13 d3c hiéu cho
Salmonella, thi mdt s6 khang nguyén-O thuéng g3p & céc chi khac nhau cda Enterobacteriaceae (vi
du: Saimonelia, Citrobacter, Hafnia).

CHU THICH: C6 thé sir dung cac quy trinh khéc d& khing dinh ring ching phan I3p duoc thude chi Saimonella, vai didu kién
14 quy trinh thay thé nay 83 duec xde nhin [xem TCVN 6404 (ISO 7218)].

M8i nha cung c&p cac khang huyét thanh san xuét ra cac b khang huyét thanh riéng, kém theo huéng
dan st dyng. Do d6, khdng th& dua ra mdt bd huréng din cho viée xac dinh typ huyét thanh, vi can
- phéi thuc hién theo dung hwéng dan clia nha cung cép dé cé duoc két qua téi wu. Mot s& nha san xuét
cung cAp cac khang huyét thanh (hén hop cla nhidu khang huyét thanh-O hoic khang huyét thanh-H)
rét hiru ich cho viéc x4c dinh typ huyét thanh chira biét. Khi chiing ngung két véi khdng huyét thanh
hén hop, thi ca thé tiép tuc thir nghiém v&i nhém khang huyét thanh va/modc chi véi loai khang huyét
thanh hdn hop duong tinh. Khi cAn nhdn manh cac serovar nhét dinh va khd ning dé chi ra cac
serovar khac thea Salmonelia spp. thi c6 thé tién hanh ngung két ngay chi véi khang huyét thanh don
gia cu thé cia serovar cé li&n quan.

Trong Phy Iuc B dwa ra quy trinh chung v& viéc xac dinh typ huyét thanh chuwa biét clia chiing phan 1ap
Saimonella.

9.2 Vi dy vé quy trinh xdc dinh typ huyét thanh cho nim serovar Salmonella anh hwong dén

strc khde cong ddng
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9.2.4 Yéu ciuchung

Trong vi dy dwéi ddy md ta quy trinh xac dinh typ huyét thanh cho nam serovar Saimonsifa anh hwdng
dén sirc khde cdng ddng (xem Phy lyc D). Trong Bang 4 dwa ra cac chlng nay véi cdng thire khang

nguyén clia chung.

Trong céc ph&n sau, mé ta viéc ngung két cac chiing phan 1ap Salmonella, quy trinh nay thudng Gugc
thye hién nhidu nhét. Tuy nhién, vn ¢6 cac quy trinh khac, vi dy: phurong phap dia vi giéng (xem Phy
lyc E).

Bang 4 - Céng thirc khang nguyén clia ndm serovar Salmonella
anh hwéng dén siee khde cdng ddng

Khéang nguyén-H
Tén Khang nguyén-0°
Pha 1 Pha2

Salmonelia Typhimurium 1.4,[5]12 i 1.2
Salmonelfa Enteritidis 1812 a.m -
Salmonelia Infantis 6,714 r 1,5
Salmonella Virchow 87,14 r 12
Salmonella Hadar 628 Zyo enx
" Ngoai cdc véu 8 H:g.m, mét sd ching cb thé co yéu td H:p hodc Hf hosic H:t. Trr cac chiing cé thd cé khang
nguyén H:1.7 1a pha thee 2 (Tai liéu tham khao [9]).
P cac yéu to O gach chan dugce xac dinh bding bién trang thyre khudn. Ching chi ¢ mat néu ching cdy duoe dung
gidi bing thé thyc khun bién trang twong img (T4i liéu tham khao [8)).

9.2.2 Chon cac khudn lac nghi nge (4 Salmonella

Cay mét khuén lac tir chiing cdy thudn khiét nghi ngé 1a Saimonelia theo d@ic tinh sinh héa. Str dung
méi tredng nudi cay va cac phwong phap do nha san xuat quy dinh ddi v&i khang huyét thanh dugc st
dung. Néu khéng c6 sdn thdng tin, thi c6 thé s dung méi trwdng thach khéng chon loc nhu thach dinh
dudng (vi dy: xem A.2). U cic dia thach dinh dubng da cly tir 34 °C dén 38 °C (6.1) "qua dém"
(xhodng 18 h).

9.2.3 Kiém tra phan (rng ty ngung két

Vi du v& phép thir kiém tra phdn (eng tw ngung két dwoc mo ta sau day. Cé thé st dyng cac phwong
phap khac. Thuec hién theo hwéng dén cla nha san xuat.

— Cho mét giot nwée mudi (cd thé thay ddi t NaCl 8,5 g/l @&n NaCl 35 g/l, ndng @8 cao hon ¢6 thé
nhay hon) trén lam kinh (6.4).
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- Chuyén mot legng nhé chiing cAy vi khudn (vi dy: cé thé 1Ay mét leong 1 pl bang que cly ding mét
14n) sang lam kinh va trdn véi giot nwée mubi.

- Nghiéng nhe lam kinh qua lai. Tuy thugc vao nha sén xuét vivhodic ndng dd mudi, thueérng khodng 5 s
dén 60 s.

~ Dénh gia huy&n phii. Khi ¢6 mét cac hat trong huyén phi chieng t3 ¢é st ty ngung két. Céc ching
c6 phan (ng dwrong tinh trong phép thi tw ngung két rét khé kiém tra thém @& xac dinh typ huyét
thanh. D&i véi cac thing tw ngung két, khéng thé thyc hidn duec phép thlr khang nguyén-O. Tuy
nhién, déi khi van c6 thé didu tra vé& cac khang nguyén-H.

Néu mdt ching cho thdy tw ngung két, cd thé thir trén mét hodc hai cach dwdi day trén cung mét
khudn lac vahodc trén cac khudn lac khac.

~ Hoa khuén lac trong nuwéc vo tring thay vi trong dung dich nwéc mudi va tién hanh quy trinh tw
ngung két nhw trén.

~ Céy cac chiing trén mdi tredrng thach ban déic nhwe moi tredng thach Rappaport Vassiliadis ¢ai bién
(MSRV) (theo quy dinh trong ISO 6579-1) va sir dyng khuén lac tr thach ban dZic 46 thiec hign quy
trinh ty ngung két nhu trén.

CHU THICH; Céc chdng ty ngurng két con duge gei 14 céc chiing "rap”.
8.2.4 Ngwng két v&i khang huyét thanh-O

C4c huéng din st dung cila cac khang huyét thanh c6 thé khac nhau gitra cac nha san xudt. Do d6,
~ didu quan trong 13 ludn tuan thi cac herdng din clia nha san xuét.

Hau hét cAc nha san xuét s dyung phuong phap ngung két lam kinh d& phat hién céc khang nguyén-
0. Trong phuong phap nay, tron mot giot huyét thanh véi huyén phu vi khudn (trye tiép tir dia, éng
hoac canh thang) trén lam kinh. Nghiéng nhe lam kinh qua lai. Sau @6, quan st sw nguwng két trén lam
kinh. St cd mét cac hat chirng t& phan (ng dwong tinh.

Di véi cac nha san xuét khdc nhau, ¢6 thé c6 nhizng thay @i trong cach tién hanh nhw sau:
- Kich thwée chia gigt trén fam kinh {vi du: 25 pl hodc mét "giot"];

- C4ch trdn khang huyét thanh véi vi khulin trén fam kinh (vi khudn dwgc lay tryc tiép tlr mai tnwomg
thach hodc huydn phu, khang huyét thanh duoc cho tnye tiép trén lam kinh hay dwge cho vao huyén
phi vi khuan);

- Théi gian nghiéng treret lam kinh (c6 thé dao déng tir 5 s dén 60 sJ;
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. - Cach quan s&t sw ngung két (phdng dai hay khong, nén téi hodc énh sang binh thudng):
— Gii thich cac két qua (doc céc chi thich lign quan dén nhirng han ché cla quy trinh).
9.2.5 Ngwng két v&i khang huyét thanh-H

Sau khi ngung két voi khang nguyén-O, tién hanh ngung két véi khang nguyén-H. Saimonelia thiong
c6 hai logi khang nguyén-H (pha 1 va pha 2). Néu mét pha-H dugc tim thdy am tinh v&i céc chling hai
pha, thi cin thyre hién phurong phdp ddo pha. Pha-H chinh bj khdng ché bang phuong phap ddo pha.
Biing cach khéng ché pha-H chinh, thi pha-H th hai ¢6 thé dwec thé hién va xac dinh.

Phuong phap thudng duee siv dyng dé ddo pha fa phuong phap clia Sven Gard, xem 9.2.7. B4i voi
viéc ndy, khang huyét thanh ddo pha cy thé dugc cho vao méi trwdng thach va chiing Saimonella
dugc cdy thanh diém trén dia. Mai trding thach phai di mém dé cho Salmonelia di chuyén d& dang
trong mdi treong. Néng dd thach trong mai trudmg cé thé thay ddi tir 0,5 % dén 1 % khéi lvgng (thy
thudc vao ndng dd gel clia thach). Vi dy sy di chuyén trén b& mit méi trwéng dwoc dwa ra frong A3
Cac vi du khac vé& ddo pha dwoc dua ra trong Phy Iuc F.

Pé kidm tra v& sy ngung két, thwe hién theo hwdmg din clia nha san xuét.

9.2.6 Phép thir ngwng két d& xac djnh typ huyét thanh ctia ndm serovar Salmonella anh hwréng
dén sivc khde cdng ddng

9.2.6.1 Yéu ciu chung

P2 phat hién ndm serovar Saimonella & cap trong Bang 4, cin dén céc khéng huyét thanh-O va
khang huyét thanh-H sau day:

0:4, 0:5, 0:6 (0:61 hodc 0:6,7 hodc 0:6,14,24), O:7. O:8, 0:9 va 0:46,
H:i, H:2, H:G ho#c H:g (don gid), H:m, H:q, H:s, Hit, Hr, H:5, Hizeo va Hix .

pé x4c dinh cac iyp huyét thanh cila cac ching Salmonella theo thir tw néu trong Bang 4, thire hién
quy trinh quy dinh trong 9.2.6.2 @én 9.2.6.5 (xem so d9 tai Phy lyc D).

D& biét thém thong tin vé& cac phép thl tuln ty cic khang nguyén khac nhau, xem Phy luc B.
9.2.6.2 Néu O:4 drong tinh

Ngung két véi O:5. Két qua ¢6 thé [ dwong tinh hay &m tinh déi v&i Salmoneifa Typhimurium, vin cén
¢6 thang tin co thé lién quan dén cac myc dich dich t&,

Ngung két voi cac khang huyét thanh H:i va H:2 (cé thé can déo pha).
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Céc serovar la ching Typhimurium néu cé hai phdn (ng nay la duong tinh.

Ngung két vai O:12 13 khdng cin thiét dé chirng t6 ching phan 1ap Salmonella Typhimurium, vi O:4
duong tinh chirng té ¢ mit O:12. Twong tw, viéc phat hién khang nguyén H:1 khdng ¢6 khad ning
phan biét va khong cn phai kidm tra b sung.

9.2.6.3 Néu 0:9 dwong tinh

Ngung két v6i khang huyét thanh H:G (hdn hop) hodc véi khang huyét thanh H:g (khang thé don gid).
Néu phan tng nay dwong tinh, tién hanh ngueng két tiép v&i khang huyét thanh Him.

Néu két qua duong tinh, ngung két véi cac khang huyét thanh H:g va H:s dé kiém chirng am.

Néu nhirng phan tng nay &m tinh, ngung két tidp véi 0:46 va néu mubn, ngung két tiép voi 0:12. Néu
0:46 &m tinh (va O:12 dwong tinh), thi serovar clia chiing Ia Enteritidis.

CHU THICH: Ngoai cic yéu 18 H:g.m, mdt 86 ching Salmonelta Enteritidis ¢4 thé cho phén (ng duang tinh v&i khing huyét
thanh H:p hodc H:f hosc H:t. Tuy nhién, c&c chiing ndy la rét hiém. Trir cAc ching d3c biét co thé c6 khang nguyén H:1,7 nhu
4 pha thir hai.

9.2.6.4 Néu O:7 dwong tinh

Ngung két vai khang nguyén H:r, H:2 va H:5 (c6 thé cin ddo pha).

Néu H:r va H:2 dwong tinh, serovar clia chiing la: Virchow.

Néu H:r va H:5 dwong tinh, serovar clia chiing la: Infantis.

Viéc phét hién khang nguyén H:1 khéng c6 kha ning phén biét va khdng cin phai kiém tra bd sung.
9.2.6.5 Néu 0:8 dwong tinh

Ngung két véi cac khang nguyén H:zqio va Hix.

Néu ¢ hai d&u dwang tinh, ngwng két tiép voi cac khang huyét thanh O:6, hodc 0:6,7 hodc 0:6,14,24,

Néu 0:6, hodc 0:6,7 hodc O:6,14,24 dwong tinh thi c&c serovar clia chiing la:Hadar.

Mot sé mé khang huyét thanh O:6,7 khéng phan (rng v&i chiing O:6,8. Khi mua khang huyét thanh nay,
c&n chéc chén ring ¢ phan Umg véi chling 0:6,8 (hdi cac nha san xuét).
CHU THICH: Dang bién thd khudn lac c6 thé x3y ra voi cac bidu hign clia khang nguyan 0:6, bdi mot sé serovar nham huyét

thanh C; (T4i lidu tham khdo [11]). Vi Iy do 86, khdng phai lic nao ciing co thd nhan biét dugc, vi dy Salmonelia Hadar va
Salmonella Istanbul nhur cac serovar rd rang.
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8.2.7 Vidy vé ddo pha sir dyng phwong phip Sven Gard

Vi dy ndy md ta viéc ddo pha diing cho viéc x4c dinh typ huyét thanh Salmonelffa Typhimurium. Nhin
chung, phwong phép nay ciing ap dung dwgc cho cac serovar Saimonella khéc.

Khi O:4 va H:i dwong tinh, ¢dn H:2 am tinh, thi chuan bj mét dfa thach di chuyén (xem A.3 hoic F.1),
voi khang-H:i (v! dy: h8n hgp huyét thanh d3o pha cé ch&ra H:i). Chim. ching vi khuln vao gitra dia
thach. U dia tir 34 °C dén 38 °C (6.1) qua dém (khong 18 h).

Sau khi 9, fam lai viéc ngung két chiing véi khdng nguyén H:2.
Néu H:2 lai &m tinh, ngung két tiép véi H:i.
Néu H:i am tinh ho3ic c6 phan (rng yéu, thi chiing nay khéng phéi la Salmonella Typhimurium.

Néu H:i cho phan ¢ng duwong tinh (manh), thi |3p lai viéc dao pha. Chuln bj lai dfa thach véi khang-H:i
va Iy vi khudn tir diém xa nh&t moc lan trén dia thach, ddo pha thir nhit @& cdy vao dia th hai. Lap lai
quy trinh d3o pha nhu trén.

CHU THICH 1: D&i khi cin b sung khang huyét thanh H:i vaa thach (cia dia ddo pha I3p lai) d& thu dugc phén dng tot hon.

CHU THICH 2: Cling ¢6 thé cb céc bién thé mot pha clia Safmenella Typhimurium, vi du do thiéu hodic khdng thé hién pha H
thr hai 1,4,[5]12:i:-. Trong khi xéc dinh typ huyét thanh bién thé nay, co thé phai I¥p lai mét 1An hojic nhidu 14n viéc ddo pha &
logi trir sy ¢6 mét cla pha thir hal. Ngoal ra, ¢b thé si dung phwong phép phan t& @& khing dinh ¢6 phii bién thé cla
Salmonella Typhimurium hay khéng.

10 Kiém soat chit lwong

'Huyét thanh dwoc st dung @& ngung két phdi trong (trir cac khang huyét thanh duoc siv dung dé thir
nghiém latex). Ludn ludn phéi kiém tra huyét thanh trwée khi st dung. Treeng hop bj duc, thiee hién
theo hwéng din clia nha sdn xuét.

Cac quy trinh kidm soét chét lugng clia quy trinh x4c dinh typ huyét thanh nhw sau:

~ M&i tuan 1am vidc chon hai chiing (ho3c sé lreong ching chiém khodng 2 % khéi lvgng chiing phéan
lap dwrgc). Mi chiing dugc cly hai 1An. Cac ching cdy chuyén dugc xr Iy nhir 14 hai chlng méi phan
lap @& xac dinh typ huyét thanh. Sau khi hoan thanh céng viéc, cac két qua clia hai chling va céc ching
cay chuyén duroc so sanh v& sty khac bigt. Néu c6 bét ky mot sy khéc biét ndo, thi s& duwoc nghién ctu tiép.

.~ Phong thir nghiém luwu gilr ddy a chling gbc cac serovar Sa/monella d4c hiéu (vi dy: tr bd swu tap
chiing ¢4y ho3c tir c4c nghién clru so sénh lién phang). Chiing lwu géc nay, dinh ky (vi dy: hang tun)
chon mét hodc hai serovar clia 10 serovar thudmg g&p nhét trong phdng thlr nghiém dé kiém tra quy
trinh xac dinh 1yp huyét thanh. Céc serovar dwoc st dung dé thuc hién viéc kiém sodt chat lvgng cé
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thé thay ddi hang tudn d8 dam bao riing trong mdt khodng thdi gian cac khang huyét thanh khac nhau
adu 4a dugc kiém tra,

- Phai kidm tra kha nding xac dinh typ huyét thanh gilra cac phong thi nghiém khéc nhau, D& thyc
hién, nén thwéng xuyén tham gia vao cac nghién clru so sanh lién phéng, khi c6 thé.
11 Bao cao két qua

Bdi véi cac chiing phan lap thudc S. enterica subsp. enterica, thi bao cao tén (G4y 4U) va khi co thé/knhi
cAn kém theo cdng thirc khdng nguyén. Dbi véi céc lodi (phan loai) khéac, thi béo cdo cdng thirc khang

nguyén tim thdy duoc.
Céc ky hiéu cua cac cong thirc khang nguyén la nhuw sau:

Khang nguyén-O (c4ch nhau bing déu phdy), khdng nguyén-Vi (néu c6): cac khang nguyén-H cia pha
@Au tién (cach nhau biing d4u phdy): cac khang nguyén-H cla pha thr hai (néu cé; cach bang déu
phdy); khang nguyén-H ctia pha thi» ba (ndu cb).

Vi dy, theo hé théng White-Kauffmann-Le-Minor (Tai {iéu tham khao [9]), ¢dng thirc khang nguyén ddy
Al chia Saimonella Typhimurium la: 1,4,(5),12:1:1,2.

Vi cac khang nguyén-O 0:1,4,(5],12; trong d6 yéu té O duoc gach duéi dwge xac dinh bing thé thye
khudn bién trang va chi xudt hién néu ching ¢y dwoc dung gidi bing thire khuén thé bién trang twong
(eng Va trong dAu ngodc vudng chi ra réng cé thé ¢6 hodic khdng c¢6 mat yéu té lién quan dén thyc
khuan thé bién trang (Tai lidu tham khdo [9)) ; véi cac khang nguyén-H, H:i dbi v&i pha thir nhét va
H:1,2 adi voi pha thir hai.

Dé bdo cdo chinh thire, ¢dng thirc khang nguyén clia chling phan Iap, tét nhat 12 khéng cé ngoic
vudng hodc khdng ¢ gach dwéi. Bo cdo cbng thire khang nguyén da dwgce xac dinh, vi dy 4,12::1,2,

Déi voi cac phan loai khac clia S. enterica, lodi ¢é serovar phit hop dwgc thé hién bing ky hiéu sau
day (Tai lidu tham khao [9)):

11 @6i vé&i serovar S. enterica subsp. salamae;

llla @6i v&i serovar S. entenica subsp. arizonas;
lib ddi v&i serovar S. enterica subsp. dianzonae;
IV dbi vé&ri serovar S. enterica subsp. houtenae;

VI dbi vé&i serovar S. enterica subsp. indica.
Vi dy vé bao cdo két qua clia cAc lodi khéc véi S. enterica subsp. enterica la S. Il 30:zyg:€,0,X, 215,
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Phu lyc A

(Tham khao)

Thanh phan va chuin bj méi triréng nudi ciy va thude thi

A.1 Yéu ciu chung

Trong Phuy lyc nay dua ra céc méi trurdmg nudi cly lién quan dén céc phép thir sinh héa (xem Phy luc
C). Thanh phan cla cac méi trwdng nudi cdy néu trong phy lyc ndy dwgc Iy lam vi du. Mai tnrdng
nudi cdy ¢o cac tén goi trong tur co thd duwee néu trong tai lidu hodic dwgc ban sdn vdi cac thanh phén
hoi khac nhau. Do a6, didu quan trong adi véi mai phép thl¥ sinh héa cin kiém tra céc phéan Ung cla
mdi trrdng nudi cdy véi cac chiing kiém chirng dwrong tinh va am tinh dién hinh,

DIEU QUAN TRONG - Néu mébi trurng nudi ciy hodc thudc thir dwgce chuin bj tir méi trwirng
nudi ciy hoan chinh khd hoéc thube thir hoic méi trerng nudi cdy da chudn bj sin dwoce st
dyng, thi thyrc hign theo hwedng din clia nha sidn xuit vé chuén bj, didu kign bio quan, han sir
dung va cach st dung.

Théi han s dyng clia c&¢ moi truerng nudi cdy néu trong phy lyc nay d3 duwoc thé hign trong mét sé tai
liéu nghién clru. Nguwéi st dung cin kiém tra xéc nhan didu nay trong cac didu kién bao quan cla minh
[xem TCVN 8128 (ISO 11133)].

A.2 Thach dinh dwéng

A.2.4 Thanh phén

Chét chiét tir thit 309
Pepton® 509

Natri clorua (NaCl){tuy chon) 5049

Thach tlr 9 g dén 18 g°
Nwde 1000 ml

® Vidy: thiy phan casein bing enzym

® Tuy thugc vao strc dong cda thach.
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A.2.2 Chuén bj

Dun néng d& hda tan cac thanh phin trong nudec.

Chinh pH d sau khi khir triing pH tong img 14 7,0 £ 0,2 & 25 °C, néu cAn.
Chuyén mdi treérng nudi cAy vao binh (6.6) cb dung tich thich hgp.

Khr tring trong ndi hap ap Iye (6.2) & 121 °C trong 15 min.

Chuyén khodng 20 mi méi tredng a4 tan chay vao cic dia Petri vo triing voi dudng kinh 80 mm (6.7).
Dé& cho ddng dic.

Bao qun c4c dia 02 rét (hwéng Ién trén), tranh hat &m va dé & noi téi & 5 °C (6.3) dén 2 thang.

Néu cin, Iam khé céc dia truéc khi st dyng.

A.3 Moi trwong thach - Sven Gard (vi dy)
A.3.1 Vidy 1 (Tai li$u tham khao [16])
St dung thach dinh dwang véi ndng o thach céi bién

Cén xéac dinh ndng dd thach clia thach dinh dwdng ding cho ddo pha H trong dia Petri. N&ng do nay
¢ thé thay @di tir 0,5 % dén 1 % phén khéi lvgng, tly thube vao mé thach dugc sir dung. MGi trudng
thach yéu chu phai 80 mém cho Salmonella di chuyén d& dang trén khdp mdi trrémg sau khi G qua
@ém tir 34 °C dén 38 °C (6.1). C4c thir nghiém so bd, khdng bd sung khéng huyét thanh, do 66 can str
dyng méi trwémg thach dinh dwdng (pH 7.4) duge chudn bj cho myc dich d6 hodc thach dinh dudng
cua phang thir nghiém thang thwéng, dwere 1am ban d3c bdng cach b sung canh thang véi ty I¢ thich
hep dé qua dém. Thé tich cAn cho mdt dfa Petri 10 cm la 30 ml.

Viéc di chuyén trén b& mat thach s& dé& hon néu bd sung natri desoxycholate (0,3 g/l) vao méi trwdng
(natri desoxycholate kich thich sy di chuyén), xem A.3.2.

Ad2 Vidy2

A.3.21 Thanh phan

Chét chiét tir thit 50¢
Chét chiét nim men 1.0g
Canh thang dau twrong trypto-casein 30,0g
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Glucose 1,09

Natri desoxycholat 0,35¢

Thach tr 5 g dén 9 g*
Nuge 1 000 ml

® Tuy thugc vao strc déng clia thach. Co thé cin cai thign d& xac dinh néng 46 clia thach a8i véi mal trrmg cAn thidt cho sy
di chuyén i wru clta Sakmonedia.

A.3.2.2 Chuan bj

Hoa tan céc thanh phan trong nirére bing cach dun néng, néu cén,

Chinh pH dé sau khi khi? triing pH tuong ¢ng 1a 7.6 £ 0,2 & 25 °C, néu cén.
Chuyén méi treéng nudi cdy vao binh (6.6) co dung tich thich hop.

Khe triing frong ndi h&p ap e (6.2) duwge duy fri & 110 °C trong 20 min.

Lam ngudi thach @én khodng tir 47 °C dén 50 °C (6.8), hodc bdo quan trong chai day kin & § °C (6.3)
@én 2 thang.

Ngay trwéc khi sip dung:

- bd sung mét giot khang huyét thanh ¢6 lidn quan (SG1 dén SG6) vao méi tredng tan chdy va trdn
day;

— 16t khoang 10 ml vao cac dia Petri dwdng kinh 55 mm (6.7) hodc rét khoang 20 mi vao cac dia Petri
dudng kinh 80 mm.

A.4 Canh thang malonat

A.41 Thanh phdn (Tai liéu tham khao [14])

Amoni sulfat 209
Dikali phosphat 06g
Monokali phosphat 049
Natri clorua 2049
Natri malonat 3049

23



TCVN 10780-3:2016

Bromothymol xanh 0,025g
Nwéc 1000 ml
A.4.2 Chuén bj

Héa tan cac thanh phén trong nwée béng cach dun néng, néu can.
Chinh pH @8 sau khi khir triing pH twong (ng 14 6,7 £ 0,2 & 25 °C, néu cAn.

Chuy&n mai trréng nudi cdy véi céc lweng 5 ml vao cac 8ng cho phép c6 0 oxy dé xdy ra phan wng
malonat. Vi dy, st dung cac éng kich thudc xAp xi 22 mm x 220 mm.

Khir triing trong ndi hép 4p Iwe (6.2) dwoc duy tri & 121 °C trong 15 min.

Bado quan & noi tdi & 5 °C (6.3) dén 2 thang.

A5 Canh thang Dulcitol (Tai liéu tham khao [2])
A.5.1 Mai trwérng hoan chinh

A.51.1 Thanh phan

Chét chiét tir thit 309
Pepton® 10,0g
Natri clorua 56g
Chét chi thj Andrade (A.5.2) 10ml
Dung dich Dulcitol (A.5.3) 50 ml
Nuéc 1000 ml

* Vi dy: phan gidi casein bing enzym.

A.5.1.2 Chuédn bj

Hba tan cac thanh ph_én trong nwéc.

Chinh pH @& sau khi khir tring pH 14 7,0 £ 0,2 & 25 °C, néu cAn,

Chuyén méi tredng nudi cly v6i cac legng 5 mi vao céc éng ¢é dung tich danh nghta 15 mll.

Khr triing trong ndi hép ap lyc (6.2) duwee duy trl & 121 °C trong 15 min.
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Bao quan & noi thi & 5 °C (6.3) dén 2 thang.
A.5.2 Chit chi thj Andrade

A.5.2.1 Thanh phin (sau Andrade-Penny nam 1895; trich dAn trong Tai liéu tham khdo [7])

Fuchsin axit 0,59
Natri hydroxit (1,0 molA): 05g
Nudc 100 ml

A.5.2.2 Chuin bj

Héa tan fuchsin trong nwéc, thém natri hydroxit. Néu sau vai gi¢ ma fuchsin khéng méat mau thi thém
1 mil hodc 2 mi natri hydroxit. Thudc thir nay c¢6 han sir dyng dai va cn chudin bj mot lwgng dd 1én aé

diing trong nhiéu nam:.
A.6.3 Dung djch Dulcitol
A.5.3.1 Thanh phdn
Dulcitol 109
Nuée 100 ml
A.5.3.2 Chuin bj
~Hoa tan dulcitol ﬁong nuwéc,
Tiét tring béng cach lgc qua mang loc c& 18 0,22 pm.

Bao quan & 5 °C (6.3) dén 2 thang.

A.6 Dung dich ONPG (0,013 3 mol/l) (Tai liéu tham khao [2])
A.6.1 Mdi trl.rb';g hoan chinh

A6.1.1 Thanh phin

o-Nitrophenyl-D-;aaIactoside (ONPG) 0,08g
Dung dich mononatri phosphat (NaH,PO. H,0; A6.2)  5ml

Nwéc 15 ml
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A.6.1.2 Chuén bj

Hoa tan ONPG treng nuwée & khoang 37 °C. Thém dung dich' NaH,PQ, 1,0 molfl (A.6.2.1). Dung dich
phéi khéng mau. Bao quén dung dich & 5 °C (6.3).

Trwére khi st dung, lam 4m mot lwgng thich hop (80 cho sé lweng phép thlr) dung dich ONPG dén
khodng 37 °C.

A.6.2 Dung djch mononatri phosphat (1,0 molil)

A.6.2.1 Thanh phin

NaH,PO,.HO 6.9 g
Dung dich NaOH, 300 g/l 3 ml
Nurdre 45 ml

A.6.2.2 Chuén bj

Hoa tan NaH,PO,.H,Q trong nwéc. Thém dung dich NaOH 300 gt va chinh pH dén 7,0 £ 0,2 (& 25 °C).
Thém nuée dén 50 mi va bao quan dung dich & 5 °C (6.3) dén 2 thang.

A.7 Canh thang p-tartrat (axit tartrat hiru co)

A.7.1 Thanh phin

Pepton® 10,0g
Kali natri {+) tartrat 10,0g
Dung dich broemothymel xanh, 10 g/l 24ml
Nuédrc 1000 ml

® Vi dy: phan gidi casein béing enzym.

A.7.2 Chuén bl

Hda tan cac thanh phan trong nwéc bing céch dun néng, néu cin.

Chinh pH @& sau khi khe tring pH twong (g 14 7,4 £ 0,2 & 25 °C, néu cin.

Chuyén méi tredng nudi cly véi cac Iigng 5 mi vao céc éng cé dung tich danh dinh 15 mil.
Khir triing trong ndi hép ap Iyc (6.2) duge duy tri & 115 °C trong 10 min.
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Bao quan & noi t_éi & 5 °C (6.3) 3&n 2 thang.

A.8 Dung djch chi axetat

A.8.1 Thanh phin

Chl axetat khoang 50 g
Nwéc 10 ml

A.8.2 Chuin bj

Cho nwéc vao chai c6 ndp vin thich hep. Bd sung di lwong chi axetat d& tao dung dich bao hoa
(nghia la cé théy chi axetat khéng tan rd trén @y chai).

Bao quan & nhiét @ phdng dén 6 thang.

A.9 Canh tharig tim-ndo (BHI)

A.8.1 Thanh phin

Bét néo 1259
Bot tim bo 509
Pepton proteose 10,0g
Glucose 2049
Natni clurua 50g
Dinatri phosphat 25¢qg
Nuée 1000 ml

A.9.2 Chuin bi

Hoa tan cac thér;ah phdn trong nuéc bing cach dun néng, néu cin.

Chinh pH dé sau khi khir triing pH twong (ng 14 7.4 £ 0,2 & 25 °C, néu can.

Chuy&n méi trvding nudi cdy v6i cac lvong 5 ml vao cic éng c6 dung tlich danh nghia 15 ml.

Khir triing trong ndi hip ap It (6.2) dwoc duy trl & 121 °C trong 15 min.
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B3o quan noi ti & 5 °C (6.3) dén 2 thang.
A.10 Dung djch nwéc mubi formal (1 % phdn thé tich)

A.10.4 Thanh phén
Dung dich formaldehyd, 370 g/l 40,0 ml
Dung djch natri clurua 170 g/l 200 ml

Nuée Lén dén 4 000 ml

A.10.2 Chuin bi

Cho dung dich formaldehyd vao dung dich natri clurua. Thém nuéc dén tdng thé tich 4 1.
A.11 Ong Craigie

A.11.1 Thanh phin

Canh thang dinh dudng® 25049
Thach 2,75g
Nuée 1 000 ml

? Déi véi cac thanh phin, xem A.2 (khdng cb thach).

A.11.2 Chudn bj

Hda tan céc thanh phin trong nuwrére blng céch dun nong.

Chinh pH @& sau khi khr triing pH twong (g 13 7,2 £ 0,2 & 25 °C, néu can.

Chuyén mdi tredrng nudi cly véi cac lwong 5 ml vao cac éng hodic chai miéng rdng c6 nép vin ¢ dung
tich danh nghia khodng 15 mi va chira céc éng Craigie (c4c éng hep ngdn, m& & ca hai G4u). Ong
Craigie cin cao hon bé mat thach.

Khtr triing trong ndi hap 4p lyc (6.2) dwgc duy trl & 115 °C trong 10 min.

Bdo quan & nhiét a3 phdng dén 2 thang.

A.12 Gelatin dinh dwdng
A.121 Thanh phan
Chét chiét tir thit 309
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Pepton? 5049
Gelatin 120,0g
Nuwéc 1 000 mi

* VI dy: phan giai casein béng enzym.

A.12.2 Chudn bj

Hda tan cac thanh phin trong nwdc blng cach dun ndng.

Chinh pH @& sau !;hl khir tring pH twong (ng 126,8 £ 0,2 & 25 °C, néu cin.

Chuyén m6i nudi eéy trwding vé&i cac legng 5 mi vao cac éng ¢b dung tich danh nghia 15 ml.
Kh triing trong nﬁi hap 4p lye (6.2) duoe duy tri & 121 °C trong 15 min.

Bé mbi tredng ngudi theo vj tri thing dirng va bdo quan & 5 °C (6.3) dén 2 thang.
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Phu lyc B
(Tham khao)

Vi dy v8 céc quy trinh xic djnh typ huyét thanh
cUia chiing phan lap Salmonella chwa biét

Trong Hinh B.1 chi ra cac budc cn thye hién trudc khi xéc dinh typ huyét thanh céc ching phén lap
Salmonelta. Dua ra cac @& xuit vé cach xi Iy v&i cac chiing ti ngung két (chiing thé), xem 9.2.3.

Céc vi dy v& quy trinh ¢é thé dugc sir dung 88 xac dinh typ huyét thanh chiing phén lap Saimonslia
chwa biét dwoc tém tét trong Bang B.1 va Hinh B.2. Trong Bang B.2 dua ra thong tin v& thanh phin
clia céc khang huyét thanh da gia (cd thé khac nhau giCra cic nha cung ¢ép). Hinh B.2 va Bang B.2 thu

dugc tlr Tai liéu tham khao [6).

[ KhuZn lac nghi Ta 1a Salmoneila__|*

wimng)

Chung céy trén mdi trwrdng thach
khdng chon loc (vi dy: thach dinh
d

L4

Khang dinh sinh hoa

J

L 4
Phan ng @ién hinh dbi v&i phan n I;h‘
Salmonefia spp. (xem Bang2) [ onng

¥
Phan trng didn hinh 84i véi phan nhd
Saimoneila spp. (xem Bang 2)

[ " =+

Tinh sach ching cy

3

[ knong |—»{ chingclythudn? |

L

lNgung ket v&i Nacl tr 0,85 % dén 3,5 %I

4
Khéng

A
Phan (ng am tinh (chling tron nhan) |

(chiing rap)

Phan (rng drrong tinh: ty ngurng két

B.2b

1
Ngung két vi khang huyét thanh da
gia, xem Bang B.1 va Hinh B.2a va

Hinh B.1 — Céc bwéc cn thyre hign tredc khi xac dinh typ huyét thanh Salmonelfa spp.
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Bang B.1.— Quy trinh xéc dinh typ huyét thanh ching phén lap Sa/monelia chwa biét
bgng cach ngwng két v&i cac khang huyét thanh OMA va OMB da gl&

Budc 1 . ) 11 OMA 1.2 OMB
Phan tich khang i‘;y‘;‘l"gﬁ b aakh:?ag Néu duong tinh: buéc 2.1.1 Néu duong tinh: bude 2.2.1
nguyén-O Néu am Hinh: sang budc 1.2 Néu 4m tinh:xem chu thich a
211 4,5 hodicnhém B
Néu dugng tinh: bwdc 3.1.1
Néu am tinh: bwdc 2.1.2
212  O9hokcnhém D 2'2; i :"6*7*3 "‘_"i‘ ':L‘f: ‘33 1
o i;m}a?:;nr?uﬁg thanh | Néuduong b N &m tinn: buie 222
Phan tich khang ﬁ&'zﬁﬁ 9 dl‘;ng e Néo bt bube 21,3 coe . O82223RogOni
ngphanlap |21.3  ©:3,10,15 hoc nhém E .
nguyén-O abi vé&i nhém huyét ) Néu duong tinh: bude 32,2
thanh® Néu duong tinh: buée 3.1.3 Néu am tinh: budc 2.2.3
Néu &m tinh: bude 2.1.4 b 23 011
214 0:21hoZcnhémL
Néu am tinh: bwéc 2.1.5
2.1.5 _ 0:1.2 hofic nhém A
3.1.1 Chung phan Iap nhém B:
05, 0:27 3.2.1 Chung phan 14p nhom C
St dung céc khang | 3.1.2 Ching phan lap nhém D: 0.7 d6i voi nhoém C,
Bu'fﬁrc 3 huy}ft th:ig? dom gia 0:46 abi v&i nhom D, 0:8, 0:6,, 0:20 di v&i nhom Cayf
D om0 dge| 027 a6iv6inhom D 0:14, 0:24, 0:25 dbi v6i nhom H
higu 3.1.3 Ching phan lap nhom E: 3,2.2 Ching phan Igp nhém G
0:10, 0:15, 0:34 dbi v&i nhém E; 0:22,0:23
0O:19 86i vé&ri nhém Ey
Sir dyng céc kitang H da gia (pha 1 va pha 2)
huyét thanh da gia H da gi4 (pha 2)
H:1(1,2) - (H:2, H:5, H:6, H:7)*
H:a, H:b, H:c, H:d,
Buée 4 H:E->(H:h, Hin, H:x, H:zys)?
i H:G(g.m) = (H:f, H:g, H:m; H:p, H:q H:s, H:t, H:u]’
P':fg?,:,':: ff,i%"g Si¥ dung céc khéng 9.m) = { gH:i 5 PUHEREE S
- | huyét thanh don gia LK
H:L-»(H:v, Hw, Hil,zy3, H:l,20) ©
Hy, H:z,
H:Zi~> (H:z23,H:224, H:235)°
H:Zg H:zio, Hi20, Hizgs v.v...

nghiém chudn,

" Trong treong hop phén mg &m tinh vé&i cd hai khdng huyét thanh da gi& thl ther phan I3p tiép v&i khéng huyét thanh da giq
hodc nhom khéng huyét thanh djic higu cho phép nhin bist 16n dén nhom O:67 hodc girl chiing phan Ip dén phéng thi

P Néu trong Buréc 1 khang huyét thanh @a gis clia khang thé khac vél OMA va OMB dugc sir dung thi khang huyét thanh
hhém diic higu trong bude 2 phai dugc sira fal twong (ng.

[ Co thé bd qua viéc sl dyng khang huyét thanh da gia khang H va chon khang huyét thanh don gia twong (mg véi béng
chirng phan Iap serovar clia nhdm huyét thanh dugc wérc tinh.

! Khang huyét thanh trong ngodic don cin thidt 34 nhan biét cac khang nguyén ctia phirc hop khing nguyén H tweng tng.
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Bl ER
oma [ 19 | '
1,10,15 n
[ 15 |
ey
B

OMC —» 16 —» 17 —>» 18 —> 28 —» 30 —» 35 —>» 38
OMD —» 39 —» 40 —>» 41 — 42 —> 43 —» 44 —>» 45
OME —» 47 —» 48 —» 50 —» 51 —» 52 —» 53 — 61
OMF —» 54 —» 55 —» 56 —> 57 —» 58 —» 59
OMG — 60 —» 62 — §3 —> 65 —> 66 —> 67

* Cé thd s dung huyét thanh 0:1,2 @2 kidm tra sy c6 mjit cia
khéng nguyén O:1

a) Cic khang nguyén than — Céc phép thir tudn tw cé thé tién hanh v&l cac khang huyét thanh
don gia va da gia a8 phat hlén khing nguyén Salmonella than (Tai li¢u tham khao [6]) [Bwoc
tiép theo trong day hang ngang duge thiee hién khi cac thiv nghiém tredrc d6 cho thiy ¢6 phan
ing dwong tinh (vi dy: néu 0:4,5 12 dwong tinh, thi tip theo kidm tra ddi véi O:5, v.v...). Thanh
phdn cla cac khang huyét thanh da gia dwoc sir dung trong so dd dwoc dwa ra trong Bang
B.2]
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HMC

2312413 I

b) Khang nguyén 1dng — Céc phép thir tuidn i c6 thé tién hanh véi cac khang huyét thanh don
gia va da gia dé; phét hign cac khang nguyén Salmonella I16ng (Tai li¢u tham khao [6]) [Budc tiép
theo trong dwéng ngang dwgc thyc hign khi cac thiv nghlém treéc d6 cho thay ¢é phan (rng
dwong tinh. Thénh phin ctia cac khang nguyén da gia dwec sie dung trong so 8 nay dwec néu
trong Bang B.Z.j

Hinh B.2 - Phat hién khing nguyén

Bang B.2 — Thanh phén cira cac khing huyét thanh da gia lién quan dén Hinh B.2 (Tai liéu tham

khao [6])
Yéu td Khéng huyét thanh da gla Khing nguyén twong (ng
OMA 1,212+4512+9,12+946+ 3,10+ 3,15+ 13,19+ 21
° OMB 6.7 +68+ 11+ 1322+ 13,23 +6,14,24 + 8,20
H1 12+1,5+186+17 +2;
HE htenx+enzg
HG fg+gp+gms+gm+mt
H HMA +th+crd+it g+ 2z
HMB eh+enx+enzs+G
HMC k+y+L+zy+r
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Phulyc C
{Tham khao)

Phép thir sinh hoa

C.1 Phién biét cac phén loai Salmonella

C.11 Yéu céu chung

Dé phan biét cac phan loai Saimonelia, ¢An thye hién mot s& phép thir sinh héa (xem bang 2). Mot sb
vi du vé& céc phép thir dwgc dua ra trong C.1.2 @én C.1.5.

C.1.2 Phép thir malonat

Céy vao canh thang malonat (xem A.4) dich cdy thu dwgc tir thach nghiéng ho3c tir canh thang méi
cy (tbt nhét 1a cAy mét véng cdy 3 mm day canh khudn).

U &m canh thang @3 cay trong khodng tir 34 °C dén 38 °C (6.1) va quan sat phan ng sau24 h+3 h
visaud8h+ 3 h,

Trong treéng hop ¢ phan (rng duwong tinh, mau sic clia méi trudng thay ddi tir mau xanh |4 ciy sang
méu xanh cham (Prussian blue).

C.1.3 Phép thr dulcitol
*Céy vao canh thang dulcitol (xem A.5) v&i 1 ml canh khu&n hodc t&r méi trrérng thach nghiéng méi.

U canh thang da céy trong khoang tir 34 °C dén 38 °C (6.1) va quan sat cac phdn ingsau24h+ 3 h
vasaud48h+3h.

Trong tredng hep cb phan (rng dwong tinh (axit héa), thi méi tredng sé chuyén sang mau hdng.
C.1.4 Phép thir ONPG

Nudi cdy chiing phén 14p can thir nghiém trén thach dinh dw&ng nghiéng (hodc méi tredng khac) (xem
A.2) ¢b chira 1,0 % khdi legng lactose. Nhii hda mot veng cdy ¢y sinh khéi vi khudn vao 0,25 ml dung
dich nudc mudi sinh Iy 88 thu duwge huyén phi “déc”. Thém 1 giot toluen vao mai éng va Ic déu dé
gidi phong enzym.

B8 cac éng & nhiét 43 trong khodng tir 34 °C dén 38 °C (6.1) trong 5 min.
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Thém 0,25 mol dung dich ONPG 0,013 3 mol/t (A.6) vao mdi éng dung dich huyén phii cin thr nghiém.
U céc éng trong khodng tir 34 °C dé&n 38 °C (6.1) va kidm tra cac éng & cac khodng thdi gian dén 24 h,
Mau véng chirng té két qua dwong tinh.

C.1.5 Phép thir gelatinase

Céy dam sau chét cly thu dwee tir chiing cdy thudn dwec G “qua dém" vao madi trwdng gelatin dinh
dudng (xem A.12).

U cdc éng trong khodng tir 34 °C dén 38 °C (6.1) trong 24 h £ 3 h.

Pit dng trong nwdrc d4 hodic a8 trong td lanh khoang 30 min. Néu gelatin bj phan gidi, thi méi trwdmng
trong éng déng ddc sau khi lam lanh, didu nay cho thay sy cé mat clia gelatinase.

Ngoai ra, 6ng cé thé dugc U & 25 °C dén 1 tuln, kiém tra hang ngay v& sy hoéa Idng clia gelatin. Vi
gelatin ¢6 thé héa 16ng & nhit dg 28 °C, nén cin 1am mét cac éng a4 U a8 adm bao réng vigc héa Idng
14 do gelatinase va khdng phai do nhiét d6 0. Bidu nay ¢ thé hivu ich cho viéc stv dyng mét dng khdng
nudi cay 1am kidm chirng.

C.2 Phén biét gilra Salmonella Paratyphi B va Salmonefla Paratyphi B typ sinh hoc Java

pé Iphén_ biét gitra Salmonella Paratyphi B va Salmonella Paratyphi B biovar Java, can thyc hién phép
thir phdn (rng trén D-tartrat. Ngoai ra, cé thé thic hién phép thir PCR, nhw trong Tai liéu tham khao
[15]

Dbi v&i phédn rng D-tartrat, cé thé thire hién quy trinh sau day (Tai liéu tham khdo [1]).
— Nudi cdy ching cin thi» nghiém trén méi tredng thach khéng chon loc.
- Héa khuén lac trong dung dich nwéc muéi 8,5 g/l dén mat 46 khodng 10° cfu/ml.

- Cay c4c phan 50 pl cha tirng ching vao hai éng chira canh thang O-tartrat (xem A.6). Cling ciy hai
ching kidm chiing vao hai éng canh thang D-tartrat. Phép kiém chirng: duwong tinh 1a Saimonslia
Paratyphi B typ sinh hoc Java, &m tinh A Salmonella Paratyphi B.

— U cac &ng hiéu khi (khdng I&c) trong khodng tir 34 °C dén 38 °C (6.1) trong 18 h £ 2 h.

- Sau khi 0, kidm tra céc dng v& sy d6i mau. Néu méi trwéng chuyén tir mau xanh sang mau vang thi
chirng t6 phan irmg dwong tinh.

— Thém vao mét day cac éng deng canh thang mdi 6ng 0,5 mi dung dich chi axetat bdo hoa (xem A.8)
va dé yén cac éng tdi thidu 30 min dé cho két tda lang xubng.
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~ Sau @6, kiém tra céc éng v& két tda (thwomg sau 1 h dén 2 h). Treéng hop phan (ng dwong tinh thi
¢ két tlia Idng & day éng va trrdng hop phén (rng am tinh thi két tia vin cdn lo Iirng trong méi tredng
canh thang. Cac éng nghiém ndy dugce so sénh véi cac éng kiém chirng dieong tinh va &m tinh. Néu
phép thir dwong tinh thi chiing dwoc coi 1 Salmonelia Paratyphi B typ sinh hoc Java va éng D-tartrat
thi hai dugc loai bo.

- Néu phép thir m tinh thi dng thir hai va c4c éng kiém chirng dugc G thém 6 ngay (téng thdi gian U
la 7 ngay).

- Sau khi & xong, b8 sung chi axetat vao céc éng nhu trén.

~ Céc ching dwong tinh sau 7 ngay duwgc coi la Salmonella Paratyphi B typ sinh hoc Java va chling
am tinh dwge coi la Salmonella Paratyphi B.
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Phuluc D
(tham khao)

So dd tdng thé vé xic dinh typ huyét thanh ciia
nam.serovar Salmonella ¢6 dnh hwéng 16m dén src khde céng ddng
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Phyluc E
(Tham khao)

Phwrong phép dia chuan dé vi giéng 8 xac dinh typ huyét thanh Salmonella spp.

E.1 Yéu céu chung
Quy trinh néu trong phy Iyc nay dugc dya trén Tai ligu tham khdo [21].

Trong cac phang thi nghiém viéc xac dinh typ huyét thanh véi sé lwgng 16n cac ching Salmonella, st
dung ky thuat dia chudn ¢ vi giéng két hop v&i he théng phan phdi khang huyét thanh ban ty ddng
vao cac dia ¢6 thd cé nhidu wu diém.

Téng quan vé cac phuong phép:

— Cac huyén ph vi khudn dugc chudin b @& phat hién céc khang nguyén O (huyén phi-Q) va cac
khang nguyén-H (huyén phi H). Huydn phd vi khudin dwgc chudn bi béng cach nudi ciy tirng ching
can thr nghiém trong hai canh thang ndo-tim (xem A.9): mét trong chai ddi v&i huyén pht O va mét
trong éng nghidm abi véi huyén phit H. C4 hai canh thang dwgc G & nhigt dd trong khodng tir 34 °C
dén 38 °C (6.1)trong 4 h dén 5 h.

~ Sau khi 0, cac huydn phit O dugc hlp bang hoi nwéc trong 30 min va sau dd pha loing v&i mot
luwgng twong dwong dung dich nwéc mudi 8,5 gfl.

— Sau khi 4, cac huyén phi H bj diét béng cach thém mét lwgng twong dwong dung dich nwédc mudi
formal 1 % (xem A.10) va dé yén & nhiét dd phong qua dém trwéc khi thl nghiém.

- Khang huyét thanh dwgc phan phdi vao dia 96 giéng day trén, st dyng pipet da kénh hodic hé théng
phan phdi t déng. Cac dia d4 chudn bj c6 thé dwgc gén kin va bao quan & 5 °C (6.3) téi da 2 tuan.

— Céac huydn pht O va H @3 chuln bj dugc phan phéi thil cdng vao cac dfa vi giéng da duge chudn bj,
sir dyng pipet bing chét déo ding mdt 14n ho3c pipet c6 dAu tip diing mét 1an.

~ Céc dfa ngung két O duge gén kin va 0 & 50 °C (6.9) trong 18 h £ 3 h.

- Céc dia ngung két H dugce G trong 2 h trong ndi céch thuy & 50 °C (6.9). Tét nhét 12 str dyng néi
cach thily ¢6 gi4 8 khdng co 15 ndm ngang béing mirc nudre.

— Sau khi 0, kiém tra ngung két. Quan sat sw ngung két [dng duwéi day giéng va tat nhét 14 quan sét ti
phia dwéi dia, sl dung gwong.
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Trwéc khi.str dyng. xac dinh 44 chuén clia cac khang huyét thanh can thir nghiém trong cac dia vi
giéng.

Cac khang huyét thanh dy dinh s dyng trong phwrong phap dfa vi giéng la 23 khang huyét thanh-O
duoc sip xép trong hai dia vi giéng ¢6 kiém soat dung dich mudi trong dia th( hai. BTa dau tién chira
khang huyét thanh-O da gia (PSO), bay khéng huyét thanh déi v&i cac nhom 4,5,12; 6,7; 6,8, 9,12;
3,10; 13,22; 6,14,24 va bbn khang huyét thanh hip thy 1, 20, 27 va 46. Cac dfa thtr hai chira cac
khang huyét thanh hip thy 4, 5, 7, 8,9,10,14,15,19, 22 va 23.

E.2 Biavi giéng 1 dbi véi cac khang nguyén O

Cot cua dia 1 2 3145 6 7 8 9 (1011112

Huyét thanh trong ting
PSO (4,512(67]68(9,12]13,10|13,22 | 6,14,24 [ 1 | 20|27 |46

giéng clia cot

E.3 Diavi gié'hg 2 di v&i cac khang nguyén O

Cotcla dia 112 | 3|4 |56 17893110 MN 12

Kiém

Huyét thanh trong tingl 4 | 5 | 7 | 8. | 9 |10 |14 15| 19 |22 |23
chirng

giéng clia cét

M&i chiing duere thiy nghiém dabi véi tat ca céc huyét thanh trong dfa vi gidng. Tam ching cb thé dugc
thr nghiém trong mai bd hai dia vi giéng.

- P& xac dinh khang nguyén-H, mdi chling duwge thir nghiém v&i mét bd gdm 11 khang huyét thanh va
nwére mudi kiém chirng. Cac khang huyét thanh dugc goi ¥ 14 Salmonefla H da gia (PSH 1+2) ¢6 chira
khang thé H = a cho dén H = 2,3 d& bao trum pha 1 va khang thé déi véi pha 2 phirc H = 1,2,5,6,7
(PSH 2). Bén khang huyét thanh d8i véi cac phirc H = E;G;L:1,2,5,6,7 va sau khang huyét thanh hip
thy @éi véi K = b,d,ir,z,z+

E.4 Dia vi giéng déi véi cac khang nguyén-H

Cot cla dia 1 2 3|45 |67 8 |9|10]11] 12
Huyét thanh tro_'hg . Kidm
g giéng i o3t PSH1#2| E | G [L [PSH2[ b | d | & | r |z} 2Zo|gpen
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Viéc nhén biét pha 1 14 hoan-chinh @i véi cac chiing ngung két véi PSH 1+2 v mét trong sau khang
huyét thanh hip thy va khong cén tiép tuc thir dbi v&i pha 1. D4i véi cac ching ngung két voi PSH va
mét trong bén phire, thi cin thir nghigm tiép dé nhan biét c4c khang nguyén don gid. Céac ching chi
ngung két voi PSH dwoc thir nghiém v&i céc khang huyét thanh H = a,c.k,y.242s va Zz.

Sau khi d3o pha, can 13p lai quy trinh th& khang nguyén-H dé xéc dinh cac khang nguyén clua pha
khac.
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Phu luc F
(Tham khao)

Vi duvé céc quy trinh ddo pha

F.1 Phwong phap Sven Gard rit gon
Phuwong phap ndy dugec trich dan tlr Tai liéu tham khdo [8], {13].

Chudn bj dia Petri dwdng kinh 55 mm (6.7) v&i 10 ml thach di 46ng bd m3t @& dong dic (A.3). Thém
0,1 ml khang Salmonelia H tirng gigt mét va dan d&u trén bd mat, s&r dung mét thia vo tring (thdy tinh).
Céy chling tai mot diém duy nhét & gitra dTa.

U dia da cdy & 34 °C d@én 38 °C (6.1) tir 18 h @&n 21 h. Ching di ddng trén b& mat khdng bi i ché pha
H st dung a8 xac dinh I3n the hai.

Phwong phép rdt gon ndy thuong cho phép nhén biét pha thi hai & 14n thir diu tién. Phwong phap
ndy ¢6 wu thé 14" cac dTa thach dugc chudn bj trwde va dugc bdo quan dé st dyng khi cAn nhim cai
thién sir bidu hién clia khang nguyén-H hosc d& xac dinh pha.

F.2 Phwong phap ong Craigie
F.2.1 Yéu ciuchung

-Ong Craigie dwgc st dung dé bidu 19 kha ning di déng. Phueng phéap nay gdm ¢6 mét éng hodc o
réng miéng, ¢6 ndp véin, ¢é chira thach ban &ic (thach tir 0,2 % dén 0,4 % phin khéi lugng) & gitra ¢6
dng hep, ngdn m& & hai d3u, sao cho nd nhé ra trén mét thach (xem Hinh F.1). C4n than ciy dam sau
chiing c&n thi» nghiém vac trong tirng éng. Sau khi G, 4y ching cly trén bd mat thach di dong bén
ngoai éng trung tam tao ra mot quén thé t& bao di dang (Tai liéu tham khdo [5)).

F.2.2 Chuén bf éng Craigie cho dio pha

- D3t dng mdi tredrng Craigie (xem A.11) vao trong ndi hdp (hodc céac thiét bj thich hep khéc) trong
30 min @& lam tan chay thach.

- Dit dng Craigie véi thach da tan chdy vao trong ndi cach thiy & 47 °C dén 50 °C (6.8) d& cho can
bang nhiét. '

- Thém 200 ul khang huyét thanh cén thiét vao ng Craigie.
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— Trdn déu béng cach I&c nhe.

- Pt éng Craigie &5 °C (6.3) d& cho diic fai.
F.2.3 Quy trinh 830 pha st dung éng Craigie

- Cay Salmonella vao éng Craigie bing que cdy nhya ding mét 1an hodic que cdy thdng (chiing cAy
dugc cay vao trong éng bén trong).

- U éng Craigie & nhiét 09 trong khodng tir 34 °C dén 38 °C (6.1).
- Kiém tra sy phat trién vi khudn trong éng Craigie sau 24 h, 48 hva 72 h,

- Khi xuat hién vi khudn trén bd mét thach (bé&n ngoai éng trung tam), gat phan vi khudn phét trién vao
canh thang ndo-tim (xem A.9).

~ Sau d6 canh khudn dwge dém thir vé khang nguyén-H cia né.

7
CHU DAN
1 ndp §  duwdng di clia Saimonelia sau ddo pha
2 migng éng 6  bé m3t duoc cdy truyén
3 gidm cdy 7  éng Craigie

4 mdi trerdrng ban d3c

Hinh F.1 - Phwong phap 6:_19 Craigie

42



TCVN 10780-3:2016
F.3 Phwong phap cau-gidy

Quy trinh néu trong didu nay duoc 14y tir Tai liéu tham khao' [4), 1a quy trinh dwoc sira déi tir quy trinh
ban dau néu trong Tai liéu tham khdo [23].

Xem Hinh F.2. Léy maot dai thach trypton dau twong (rong 1 cm) dé tao thanh ranh di qua tam cua dia.
Cac dai gidy loc (3 mm x 3 cm) duoc bb tri trén ranh ndy. Khang huyét thanh dwa theo pha nhan biét
dwoc chdm vao gitra clu-gidy (dvoc nhan biét bing cac vong trén mau trdng). Céac ching vi khuan
duwoc cay vao phan cudi bén trai clia cac dai (duoc nhan biét bing cac vong tron mau tring). Sau khi
0, cac pha bién thé, thé hién mét khdng nguyén I6ng khac, di chuyén vé& phia cudi bén phai cua dai.
Sau khi ¢ 16 h, ¢ thé nhin thdy sy phat trién vi khudn xung quanh vién gidy loc (thé hién bang cac
diém tam giac mau trdng). Cac chling duwgc cdy trong dia & Hinh F.2 14 (A) S. Choleraesuis var.
Kunzendorf (6,7:c :-); (B) S. Typhimurium (1,4,5,12:i:1,2); va (C) S. Stanley (4,5,12:d:1;2)

1em
C3em

N A
Rl O

Py dmm

Hinh F.2 - Phwong phéap ciu-gidy déi véi dao pha Salmonella
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