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L&i néi dau

TCVN 11039-5:2015 duge xay dyng trén co s& tham khao JECFA 2006, Combined compendium of
food additive specifications, Volume 4: Analytical methods, test procedures and laboratory solutions
used by and referenced in the food additive specifications;

TCVN 11039-5:2015 do Ban k§ thuat tiéu chudn TCVN/TC/F4 Gia vi va phy gia thyc phdm bién soan,
Téng cyc Tiéu chudn Do lweng Chét lweng thdm dinh, Bé Khoa hoc va Cong nghé cong bé;

B6 tiéu chudn TCVN 11038 Phy gia thyrc phdm - Phurong phép phén tich vi sinh vét gdm céc phin sau;

TCVN 11039-1:2015, Phén 1. Xéc dinh téng s6 vi sinh vat hiéu khi bang ky thuét dém dia;

TCVN 11039-2:2015, Phén 2: Xéc dinh téng s vi sinh vét hiéu khi bng ky thuét dém dia xodn;

TCVN 11039-3:2015, Phén 3: Phét hign va dinh luong coliform va E. coli bdng ki thuat dém sé c6
xéc suét Ion nhét (Phuong phép chudn);

TCVN 11039-4:2015, Phan 4: Phét hién vé dinh lwgng coliform va E. coli bing ky thuét 3ém sb c6
x4c sudt Ion nhét (Phuong phép théng dung);

TCVN 11039-5:2015, Phén 5: Phét hién Salmonella;

TCVN 11039-6:2015, Phan 6: Phét hién va dinh lugong Staphylococcus aureus bdng ky thudt dém
khuén fac;

TCVN 11039-7:2015, Phén 7: Phét hién va dinh luong Staphylococcus aureus bdng ky thuét dém
s6 ¢6 xac sudt I6n nhét (MPN);

TCVN 11039-8:2015, Phén 8: Bjnh luwong ndm men va nam méc.



TIEU CHUAN QuéOC GIA TCVN 11039-5:2015

Phu gia thwec pham - Phwong phap phan tich vi sinh vat -
Phan 5: Phat hién Salmonella

Food additives - Microbiological analyses -

Part 5: Detection of Salmonella

1 Pham vi ap dung

Tiéu chudn nay quy dinh phwong phap phat hién Salmonella trong phu gia thye pham.
2 Tailiéu vién dan

Céc tai liéu vién dan sau 13 rAt cAn thiét cho viéc ap dung tiéu chudn. Déi véi cac tai liéu vién dan ghi
nam céng bb thi 4p dung phién ban dugc néu. Déi véi cac tai liéu vién dan khong ghi ndm céng bé thi

4p dung phién ban méi nhét, bao gdm ca céc sira ddi.
AOAC 967.28 Salmonelia in foods. Serological tests (Salmonella trong thyuc phdm. Phép thir huyét thanh)

AOAC 978.24 Salmonella spp. in foods. Biochemical identification kit method (Salmonella spp. trong
thuc phdm. Phuong phép nhén dién béng kit sinh héa)

AOAC 989.12 Salmonella spp., Escherichia coli, and other Enterobacteriaceae in foods. Biochemical
identification kit method (Salmonella spp., Escherichia coli va cac vi khudn Enterobacteriaceae khéac

trong thye phdm. Phuong phap nhén dién bang kit sinh hoa)

AOAC 991.13 Salmonella, Escherichia coli, and other Enterobacteriaceae in foods. Biochemical system
identification (Vitek GNI+) screening method [Salmonella, Escherichia coli va céc vi khuén
Enterobacteriaceae khéc trong thyrc phédm. Phuwong phép sang loc nhéan dién bédng hé sinh héa (Vitek
GNI+)]

AOAC 994.04 Salmonella in dry foods. Refrigerated pre-enrichment and selective enrichment broth
culture methods (Salmonella trong thuc phdm dang khé. Phuong phap st dung tién tang sinh lanh
dbng va canh thang tdng sinh chon loc)
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3 Thudt ngir va dinh nghia
Trong tiéu chudn nay st dung thuét ngi¥ va dinh nghia sau day:

31

Salmonella (Salmonella)
Céc vi sinh vat hinh thanh khuin lac dién hinh ho#c khuén lac khdng dién hinh trén méi tredng dic
chon loc va ¢6 nhirng dic diém vé sinh hod va huyét thanh nhw durgc mé ta khi tién hanh thir nghiém

theo tiéu chuén nay.
3 Nguyén tic
Quy trinh phat hién Sa/monella cAn qua bén giai doan ké tiép nhau:

a) Tang sinh so bd trong méi trudrng 18ng khdng chon lgc (canh thang lactose hodc méi trierdng thich
hgp khac), 624 h+ 2 h & 35 °C.

b) Tang sinh trong méi trvdng 16ng chon loc (méi trwdng Tetrathionat, mdi trwdng Rappaport-
Vassiliadis hodc mdi triedng thich hop khac), véi nhiét 8§ va théi gian thich hgp.

¢) D& dia va nhan dang: cay dich tang sinh thu duerc 18n cac mdi trwémg déc chon lgc (thach BS, thach
XLD va thach HE) v&i nhiét a6 va thoi gian thich hep.

d) Khing dinh Salmonelia bing cac phép thir sinh hoa va huyét thanh thich hep (xem 8.5).

4 Méi treng cdy, dich pha lodng va thude thi
4.1 Canh thang lactose (xem A.1).

4,2 Canh thang selenit cystin (SC) (xem A.2).

4.3 Canh thang tetrathionat (TT) (xem A.3).

44 M6i trrorng Rappaport-Vassiliadis (RV) (xem A.4).
4.5 Thach xylose lysin desoxycholat (XLD) (xem A.5).
46 Thach Hektoen enteric (HE) (xem A.6).

4.7 Thach bismuth sulfit (BS) (xem A.7).

4.8 Thach sit ba dwong (TSI) (xem A.8).

4.9 Thach lysin sit (LIA) (Edwards va Fife) (xem A 9).
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Canh thang trypton (tryptophan) (xem A.10).

Canh thang trypticase dau twong-tryptose (xem A.11).
Canh thang MR-VP (xem A.12).

Thach xitrat Simmons (xem A.13).

Canh thang ure (xem A.14).

Canh thang ure (chudn bj nhanh) (xem A.15).

Canh thang malonat (xem A.16).

Canh thang lysin decarboxylase (xem A.17).

Méi triedng thir nghigm tinh di ddng (ban didc) (xem A.18).
Canh thang kali xyanua {(KCN) (xem A 19).

Canh thang cachohydrat phenol do (xem A.20).

Canh thang cacbohydrat dé tia (xem A.21).

Thach MacConkey (xem A.22).

Canh thang dijch tim ndo (BHI) {(xem A.23).

Thach méau tryptose co ban (xem A.24).

Dung djch papain, 5 % (khéi lwong) (xem A.25).

Thuédc thir Kovacs (xem A.26).

Cac thudc thir Voges-Proskauer (VP) (xem A.27).
Creatin phosphat tinh thé

Dung djch kali hydroxit, 40 % (khéi lrgng) (xem A.28).
Dung djch thudc nhudm bromcresol dé tia, 0,2 %
Chi thj metyl d6 (xem A.31).

Dung dich natri clorua (NaCl), 5 % (khéi lugng/thé tich).

Nwéc mudi sinh 1y, 0,85 % (khéi lgngithé tich) (vé triing) (xem A.29).
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4,34 Nwéc mudi sinh ly formalin (xem A.30).

4.35 Dung dich mannan endo-1,4- betamannosidase (EC 3.2.178), 1,0 % (kh&i lwong/thé tich)
Thém 1. g mannosidase vao 99 ml nuéc cét vé tring.

4,36 Khang huyét thanh Salmonelia da gia (O)

4.37 Khang huyét thanh Salmonelia da gia (H)

4.38 Cac khang huyét thanh Salmonelia don gia nhém (O): A, B, Cy, C;, C3, Dy, Dy, E, E3, E3, Eg,
F, G, H, |, Vi, va cac nhém thich h¢p khac

4.39 Cac khang huyét thanh Salmonelia Spicer-Edwards (H)

4.40 Nwoc cit v trung

5 Thiét bj va dyng cu thuy tinh

Cé thé diing dung cu thuy tinh st» dung mét 1an thay thé cho cac dung cy thuy tinh st dyng nhiéu 1an
néu chling c¢é céc d4c tinh thich hgp.

Str dung cac thiét bj clia phong thir nghiém vi sinh va cu thé 1a:
51 May dbng héa.

5.2 Binh trgn vé trung.

5.3 Binh nén nip xody, miéng rong, dung tich 500 ml.

5.4 Binh nén, dung tich 500 ml, vé tring.

5.5 Céc ¢cé md, dung tich 250 ml, vé tring.

5.6 Phéu gidy ho3c phéu thiy tinh v tring, cé c& phu hep.
5.7 B dan miu, bing chit déo hodc thiy tinh dwoc udn mot ddu, vé tring.
5.8 Canva qua cén, ¢é thé can dén 2000 g, c6 46 nhay 0,1 g.
5.9 Can va qua can, cé thé can dén 120 g, c6 dd nhay 5 mg.
5.10 Tu 4m, c6 thé duy tri nhiét 5 35 °C + 2 °C.

5.11 Tu 4m, c6 ché dd lam lanh hoc ti lanh phéng thir nghiém, c6 thé duy tri nhiét d 4 °C + 2 °C.
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5.12 N&i cach thay, kiém soat dirgc nhiét d6 §49°C + 1°C.
5.13 Néi cach thiy, tudn Hoén, kiém soat dwgc nhiét 36 & 43 °C £ 0,2 °C.
5.14 Nbi cach thiy, tuln hoan, kiém soat duwec nhiét dd & 42 °C + 0,2 °C.
5.15 Thia hodc dyng cu thich hop khac dé chuyén ¢ac miu phy gia thye phdm, vo tring.
5.16 Dia cdy, v triing, bing thily tinh ho3ic chét déo, kich thwdc 15 mm x 100 mm,

5.17 Pipet vd triing, co thé phan phdi 1 ml, chia vach dén 0,01 ml; c6 thé phan phéi 5 ml va 10 mil,
chia vach 3,1 ml.

5.18 Kim cdy va vong cdy (duing kinh trong khoang 3 mm), nicrom, platin-iridi, d&y cromel hodic chét
déo vd triing.

5.19 Ong nghiém hodc éng cdy vé tring, kich thwdc 16 mm x 150 mm va 20 mm x 150 mm; éng
huyét thanh, kich thuwéc 10 mm x 75 mm hodc 13 mm x 100 mm.

5.20 May tron Vortex.
§.21 Kéo, dao, kep, v trung.

5.22 Pan (3 quan sat phan rng huyét thanh hoc).

5.23 Dén Fisher hodc Bunsen (dén c6 dhu dét sl dung ga) hoic dén cbn.

5.24 Gidy thir pH, co dai pH tlr 6 dén 8, chia vach 0,4 don vi pH trén m&i ddi mau.

§.25 May do pH.

6 Lay miu

MZu glvi dén phong thtr nghiém phai 13 m3u dai dién. M3u khéng bi hu hdng hodic bién ddi trong subt
qua trinh van chuyén hoac bdo quan.

Viéc &y mau khéng quy dinh trong tiéu chudn nay. Xem tiéu chudn cy thé c6 lién quan dén san phim.
Néu chura c6 tiéu chudn cy thd lién quan dén san pham thi cac bén co lién quan nén thoa thuan voi
nhau vé vin dé nay.

7 Chuin bj miu thir

Mau duoc trdn déu dé thu dwgc cac phin mau thir ddng nhét.
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8 Cach tién hanh

8.1 Ting sinhsobd

Can vé tring 25 g miu, cho vao binh ndp vin miéng réng vé tring dung tich 500 ml (5.3} hoac vat
chira thich hop khac. Thém 225 ml canh thang lactose v8 tring (4.1) va trén déu, chuédn bj vé co ban
theo ti 1é m3u : canh thang = 1 : 9 (thé tich). Vin chit nit binh va d& yén 60 min £ 5 min & nhiét 46
phéng. Tron ki bing cach xoay va xac dinh pH bang gidy thlr (5.24). Chinh pH néu cn, 8én 6,8 £ 0,2.
N@&i 16ng nép binh khodng 1/4 vong va (24 h £ 2 h & 35 °C trong ti 4m (5.10).

Trong mét sé trwang hop dic biét, viéc phan tich méu cé thé bj can trd bdi dd nhét clia cac chét lam
day. Cé thé bd sung cac bude x( ly nhu sau:

~  Dbi voi gum ghatti, bd sung natri clorua 5 % (4.32) (ndng dd cudi cung 1a 0,1 %) vao mdi trwéng
tang sinh so b canh thang lactose, chinh pH dén 6,5.

- Péivei phan tich gelatin, thém 5 ml dung dich 5 % papain (4.25) (ndng d6 cudi cung 12 0,1 %) vao
mdi trwéng tang sinh so bd canh thang lactose, tron ky. VEn chit nat binh va 0 & 35 °C trong td &m
(5.10) trong 60 min + 5 min. Tron bing cach xoay va chinh pH dén 6,8, néu cin. N&i 16ng binh khoang
1/4 vong va G 24 h £ 2 h & 35 °C trong ti 4m (5.10).

- Déi voi carob bean gum va guar gum, can vé tring 25 g mau cho vao cbc ¢ mé vé triing dung tich
250 mi (5.5) ho&c vat chira thich hop khac. Chudn bi dung dich mannan endo-1,4-betamannosidase
1,0 % (4.35). Phan phéi vao cac chai 150 ml. Dung dich co thé bdo quin duoc & 2 °C dén 5 °C trong
2 tudn. Thém 225 m! canh thang lactose v& trung va 2,25 ml dung dich mannosidase 1 % v6 tring vao
binh ndp xody miéng réng 500 ml (5.3) hodc vat chira thich hgp. Khudy manh canh thang
mannosidaseflactose bang que khudy tir, Gdng théi d& nhanh 25 g mau thir qua phéu thily tinh v& tring
(5.6) vao canh thang mannosidaseflactose. Van chat ndt binh va a8 yén 60 min + 5 min & nhiét 45 phong.
N&i 1dng binh va G 24 h £ 2 h & 35 °C trong ti 4m (5.10) ma khdng diéu chinh pH.

8.2 Tang sinh chon lgc
8.2.1 Pdi v&i gum carob bean va gum guar

Chuyén 1 ml dich cdy da tang sinh so bd (xem 8.1) vao 10 mi canh thang SC (4.2) va 1 ml dich cdy
da tang sinh so bd khac vao 10 ml canh thang TT (4.3). Tron bang may Vortex {5.20). U canh thang
SC va canh thang TT trong 24 h + 2 h & 35 °C trong t0 4m (5.10). Tién hanh thec 8.2.2 b.

8.2.2 D&i véi cac miu khac

Chuyén 0,1 ml dich cdy da ting sinh so bd (xem 8.1) vao 10 ml méi treéng RV (4.4) va 1 ml dich cly
d3 tang sinh so bd khac vao 10 ml canh thang TT (4.3). Tron bang may Vortex (5.20).

10
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b) U cac mdi trwang tang sinh chon Ige nhu sau:

- M3t @6 vi sinh vat cao: U mi treong RV trong 24 h + 2 h & 42 °C + 0,2 °C trong ndi céch thuy tuan
hoan ¢co kiém soat nhiét (5.14); ( canh thang TT frong 24 h+ 2 h & 43 °C + 0,2 °C trong ndi cach thiy
tudin hoan cb kiém soat nhiét (5.13).

- Mat dd vi sinh vét thip (ngoai trir gum carob bean va gum guar): U mdi truéng RV trong 24 h+ 2 h
& 42 °C 20,2 °C (ndi cach thly tudn hoan ¢6 kiém soéat nhiét) (5.14); ( canh thang TT trong24 h+ 2 h
& 35 °C + 2,0 °C trong ti 4m (5.10).

c) Trdn (vortex, néu la éng) va céy ria vong cly 3 mm (5.18) 10 pl canh thang TT d3 G Ién thach BS
(4.7) (chudn bj cac dfia BS mdt ngay trwdc khi cy ria va bdo quan noi tdi & nhiét dd phong), thach XLD
(4.5) va thach HE (4.6).

d) Céy I3p lai v&i vdng cly 3 mm (10 i) canh thang SC (d8i véi guar gum) hodc mai trwong RV (dbi
véi cac nén mau khag).

e) B6i véi cac tly chon vé ting sinh so b miu g3 0 dwgc [am lanh va téng sinh chon loc mau d4 U
(riéng &6i véi cac canh thang SC va TT) clia thirc phdm ¢6 d6 4m thap, xem AOAC 994.04.

f) Ucécdiatrong 24 h 2 h & 35 °C trong th 4m (5.10).

g) Kidm tra c4c dia v& sir 6 mét clia céc khudn lac ¢6 thé 1d Salmonella.
8.3 Sang loc khuan lac
Kiém tra cac dia (xem 8.2) nhu sau:

a) Hinh thai khuén lac Salmonella dién hinh

—  Thach HE: khuln lac c6 mau xanh (t& luc lam dén lam), c6 ho#c khdng c6 tam den. Nhiéu ching
chy Salmonelia c6 thé cho khuén lac cé tam 1ém, mau den béng hodc c6 thé xuét hién dwdi dang khuin
lac den g&n nhw hoan toan. S4é it loai Salmonelia sinh khudn lac mau vang, ¢ hosc khéng c6 tdm mau
den, nhwng khéng ddc trung.

- Thach BS: khuén lac Salmonelfa dién hinh cé thé c6 mau ndu, xdm hodc den, ddi khi cé anh kim
loai. Xung quanh méi trrdmg thwérng ban dAu ¢6 mau nau, sau mdt thdi gian G chuyén mau den, tao
thanh quing. Mot sé ching c6 thé cho cac khudn lac mau xanh 14, méi trudng xung quanh hoi sdm
mau hodc khdng.

~  Thach XLD: cac khuén lac mau hdng ¢ hodc khong cb tam mau den. Nhidu ching cay Salmonelia
cho cac khuln lac c6 tam I&n mau den, béng ho3c co thé cho khudn lac g&n nhu den hoan toan. Sé it
loai Salmonelia khéng dién hinh sinh khun lac mau vang, c6 ho#c khdng cé tam mau den.

11
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b) Hinh thai khudn lac Salmonelia khong dién hinh

Khi khéng thay cé khudn lac dién hinh hodc nghi nge 1a Salmonelia, tim cac khudn lac Salmonella khdng

dién hinh nhw sau:

— Thach HE va thach XLD: Sé it chung cdy Salmonelia khong dién hinh sinh khuén lac mau vang, cé
hodc khéng cé tdm mau den trén thach HE va thach XLD. Khi khdng c6 khudn lac Salmonella dién hinh
trén thach HE va thach XLD sau khi ¢ 24 h + 2 h thi chon hai ho3c nhiéu khuln lac Salmonelia khdng
dién hinh.

— Thach BS: M6t vai chiing khéng di&n hinh sinh cac khudn lac mau xanh 14, mai treérng xung quanh
sdm mau hodc khdng. Néu khdng xuét hién cac khudn lac dién hinh hosc nghi ngé trén thach BS sau
24 h + 2 h thi khéng chon khun lac ma G 1ai thém 24 h £ 2 h. Néu khdng xuét hién cac khuln lac dién
hinh hoac nghi nge sau khi G 48 h + 2 h thi chon hai hodc nhidu khudn lac khéng dién hinh.

¢) Chiing cay kiém chirng duwrgc khuyén céo sir dung

Cung véi cac ching cly kiém chirng dwong tinh (Salmonella dién hinh), ba ching cdy Salmonelia
duoc khuyén cao str dung khi Iwa chon hinh hinh thai khuén lac Salmonelia khdng dién hinh trén cac
méi trwdng thach chon Ipe. Cac chiing chy ndy 13 S. diarizonae (ATCC 12325) dwong tinh véi lactose,
duong tinh v&i hydro sulfua (H;S) va S. abortus equi (ATCC 9842) &m tinh v¢i lactose, am tinh voi
hydro sulfua; hodc S. dianizonae (ATCC 29834) dwong tinh véi lactose, am tinh v&i hydre sulfua.

CHU THICH:. Cac ching cly nay co thé 1Ay tir Bao tang gibng chudn Hoa Ki, 10801 University Boulevard, Manassas, VA
20110-2200.

8.4 Cdy chuyén sang thach nghiéng

a) Chon hai hodc nhiéu hon cdc khuan lac dién hinh hodc nghi ngd 1a Salmoneila tir m&i loai thach
chon loc (xem 8.3). Cdy vao thach TSI (4.8) va thach LIA (4.9). Néu cac dfa thach BS khong ¢ khudn
tac Salmonella dién hinh ho3c nghi ngé hodc khang thdy c6 khudn lac moc thi G thém 24 h. Dung que
cAy vé tring cham nhe vao chinh gitra khudn lac dugc chon va ria cly Ién mat nghiéng thach TSI, sau
d6 dam sau xubng day. Khéng can khir trung que cly, cly lubn vao thach LIA bang cach dam sau
xubng day thach hai 1An va sau 46 ria lén mét nghiéng. Do phdn (rng decarboxyl héa lysin & yém khi
bét budc nén thach nghiéng LIA phai ¢é phan chan cao 4 cm. Bao quén cac dia thach chon loc 34 chon
& nhiét @4 tir 5 °C dén 8 °C.

b) U thach nghiéng TSI va LIA & 35 °C trong 24 h + 2 h. N&i iéng nép bng a& duy tri didu kién hidu khi
trong khi (5, nhdm ngan ngira sinh qua nhiéu hydro sulfua. Saimoneffa dién hinh sinh kiém (mau @d) trén
bé mat nghiéng va sinh axit (mau vang) khi chy dam sau, ¢b hoic khdng sinh hydro sulfua (lam den
thach) trén thach TSI. Trén LIA, Salmonella dién hinh sinh phan (ng kiém (mau 46 tia) & day éng. Chi
duy nhét ng cé mau vang dic treng & ddy mai dugre coi la phan (g axit (3m tinh). Vi vay, khéng loai
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bo céc dng cdy chi dya trén cor s& thy nhat mau. Hau hét cac chiing Salmonella sinh hydro sulfua trén
LIA. Mt s chiing khéng phai Salmonella sinh phan tmg mau dd gach trén mat nghiéng thach LIA.

¢) Néu cé mat cac khuan lac didn hinh trén thach BS sau khi i 24 h £ 2 h thi chon hai hoac nhiéu
hon cac khudn lac. TAt ca cac dia thach BS da chon sau 24 h + 2 h déu dwoc U laithém 24 h £ 2 h,
Sau khi G 48 h £ 2 h, chon hai ho&c nhiéu khudn lac dién hinh, néu cé, tir cac dia thach BS. Chi khi cac
khudn lac @3 chon tir cac dia thach BS sau khi 124 h £ 2 h cho céc phan (rng khéng dién hinh trong
thach TSI va LIA thi mé&i loai bd vi dé khéng phai la Salmonéiia.

d) Tt ca ching chy cho phan (rng kidm & chan thach LIA, chura ké dén phan (rng & TSI, d8u co kha
nang 1a Salmonella, cAn th(r tiép cac phdn (rng sinh héa va huyét thanh. Céc ching cdy cho phan (rng
axit & chan thach LIA, cho phan &ng kiém trén mat nghiéng va phan (ng axit & chan thach TSI ciing
cAn dugc xem xét kha nang 1a Salmonella va nén thir tiép cac phan (ng sinh héa va huyét thanh. Cac
chiing cdy cho phan (ng axit & chan thach LIA, cho phan (rng axit trén ca mt nghiéng va chan thach
TSI khéng dwoc coi 18 Salmonelfa. Cac ching gid dinh dwong tinh & TSI da gil¥ lai dwec thir nghiém
nhw hwéng din dwéi ddy dé khing dinh 1a Saimonella, bao gdm ca S. arizonae. Néu trén thach TSI
khdng thdy phan (rng dic treng cla Salmonella (phan (rng kiém trén mat nghiéng va phan (rng axit &
chan thach) thi chon thém cac khuln lac nghi nge tir dfa méi tredng chon Ioc cdy vao thach nghiéng
TSI va LIA nhw mo ta & trén.

e) Ap dung céc phép thir sinh héa dbi voi:

~ Ba chling gia dinh trén thach TSI chuyén tir diy dia ria cAy méi trudng RV, néu cé, va ba ching gia
dinh trén thach TSI chuyén tir day dia ria cay mdi trwdng tetrathionat, néu cé.

- Néu tir mdt day cac dfa thach khdng phan Iap dugc ba chiing gia dinh dwong tinh trén TSI thi phan
lap ba chiing gia dinh dwong tinh trén TSI tir dy cac dia thach khac, néu duwgc, dé thir cac phan tng
sinh hoa va huyét thanh. Kiém tra téi thidu sau chling cdy TSI ttr mdi 25 g phAn mau thr.

8.5 Thir nghiém sinh héa va huyét thanh
8.5.1 Thir nghiém v&i chiing chwa cdy thudn

Céy ria 1én thach TSI (xem 8.4) cac khudn lac chua thudn chiing chon trén thach MacConkey (4.22),
thach HE (4.6) hodic thach XLD (4.5). U cac dTa 24 h £ 2 h & 35 °C trong t0 &m (5.10). Chon céc¢ khuén
lac nghi ngd 1a Salmonella trén cac loai thach dia chon loc nhu sau:

a) Thach MacConkey: Khudn lac dién hinh trong suét va khdng mau, ddi khi c6 tam mau sdm. Céc
khudn lac Salmonella s& lam trong cac ving két tia mat d6i khi xuét hién do sy cé mdt cac vi sinh
vat khac.

b) Thach HE: Xem quy trinh néu trong diém a ctia 8.3.
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¢) Thach XLD: Xem quy trinh néu trong diém a clia 8.3,

Chuyén it nhat hai khuAn lac nghi ngdr 1a Salmonella vao ma} nghiéng thach TSt va LIA nhu mé ta &
trén va tiép tuc nhu trong 8.4.

8.5.2 Thir nghiém v&i chiing cdy thuln
a) Phép thir urease (phép thir théng thudng)

Dung que cly vo trung, ly vi khuén trén mét nghiéng cla thach TSI dwong tinh gid dinh (xem 8.4) chy
v&o cac éng canh thang ure (4.14). Hiém khi cAc éng canh thang ure chua cdy c6 mau @6 tia bén (nhw
két qua duwong tinh), do d6 cac éng chura cly canh thang ndy dugc dung lam kidm chirng. U24 h£2 h
& 35 °C trong tG &m (5.10).

b} Phép thir urease tly chon (phép thir nhanh)

Chuyén hai vong cdy 3 mm tir méi chiing cdy trén mit nghiéng thach TSI duwong tinh gia dinh (xem
8.4) vao cac éng canh thang ure thir nhanh (4.15). U 2 h & 37 °C £ 0,5 °C trong ndi c4ch thiy. Loai bé
tt ca chiing cly cho phan (rng dwong tinh. Gi lai dé xem xét thém t&t ca ching ciy cho phan (rng am
tinh (khéng ddi mau mai tnrng).

8.5.3 Phép thir ngwng két khang huyét thanh 16ng (H) da gia

a) Thuc hién phép thir ngung két khdng huyét thanh da gia tai Gidm nay hodc muén hon nhw mé 13
duwéi day. Céy vi sinh vat phat tri&n tlr mat nghiéng thach TSI Am tinh urease (xem 8.5.2) vao mét trong

hai méi trurdng saur.

— Canh thang dich tim nao (4.23) va ( tir 4 h @én 6 h & 35 °C trong t &m (5.10) cho @én khi nhin bing
mat thwivng thay vi sinh vat phat trién(a& thr nghiém trong cung ngay); hodic

- Canh thang trypticase d4u twong-tryptose (4.11) va 124 h+ 2 h ¢ 35 °C trong tG 4m (5.10) (dé ther
nghiém trong ngay hém sauy).

Thém 2,5 ml nwéc mubi sinh Iy formalin (4.34) vao 5 ml ciia méi dich céy.

b) Tl canh thang formalin, chon hai ching céy va thir v&i khang huyét thanh ngung két da gia
Salmonella (H) {4.37). Cho 0,5 ml khang huyét thanh ngung két da gid Saimonella da pha lodng thich
hop vao céc 6ng huyét thanh 10 mm x 75 mm hodc 13 mm x 100 mm (5.19). Thém 0,5 ml khang
nguyén cin thir. Chudn bj nwéc mudi kiém chirng bang cach trén 0,5 mi nwéc mudi sinh Iy formatin
(4.34) v6i 0,5 mi khang nguyén formalin. U cac hén hep & nhiét @9 tir 48 °C dén 50 °C trong ndi cach
thy (5.12). Quan sat sau tirng khoang 15 min va doc két qua cudi cling trong 1 h.
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Dwong tinh: ngung két trong éng khang huyét thanh thir nghiém nhung khdng ngung két trong dng
kiém chirng.

Am tinh: khong ngung két ca trong éng khang huyét thanh thir nghiém va éng kiém chirng.

Khong d3c hiéu: nguwng két c trong éng khang huyét thanh thtr nghiém va éng kiém chirng. Tiép tuc
thtr nghiém c4c chiing cly cho cac két qua néu trén véi khang huyét thanh Spicer-Edwards theo 8.5 4.

8.5.4 Phép thir huyét thanh Spicer-Edwards

Str dung phép thir nay thay thé cho phép thir ngung két (H) da gia (8.5.3). Phép thir ndy cling dwoc st
dung cho cac ching cdy nguwng két khéng d3c hiéu trong phép thir nguwng két khang huyét thanh (H) da
gia. Thye hién phép tht khang huyét thanh ngung két Spicer-Edwards (H) (4.39) nhv md ta & trén.
Thyc hién cc phép thir sinh héa bd sung (8.5.6.2) voi cac chiing cly cho két qua thir ngung két (H)
dwong tinh nhue mé ta & duwdi. Néu ¢ hal dich ciy d3 formalin héa d&u am tinh thi thire hién phép thie
huyét thanh v&i bén ching bd sung céy trong canh thang (nhw trén). Néu c6 thé, thu ldy hai chiing céy
dwong tinh d& thir nghiém sinh héa. Néu cdc ching céy trén TS| am tinh urease ma cho két qua am
tinh trong phép th(r nguwng két huyét thanh (H) thi ciing cin thirc hién cac phép thir sinh héa bd sung.

8.5.5 Thirnghigm chit cdy 4m tinh urease
a) Canh thang lysin decarboxylase
Néu phép thir LIA dap (rng thi khéng can 13p lai phép the nay.

St dyng canh thang lysin decarboxylase (4.17) trong phép x4c dinh cudi ciing cla lysin decarboxylase
néu ching cy cho phan (ng con nghi ngd trén LIA. CAy vao canh thang mét lgng nhé vi sinh vat
phét trién trén mat nghiéng ctia thach TSI nghi ng& 1& Salmonelia (xem 8.5.2). Van chat nép va 4 48 h
+ 2 h & 35 °C trong ti 4m (5.10), kiém tra sau mdi 24 h. C4c loai Salmonella gdy phan (rng kiém lam
cho méi trvérng chuyén mau @ tia (phan ¢ng duong tinh). Néu phép thlr am tinh, mdi tredng chuyén
mau vang. Néu mdi tredng bj mat mau (khdng vang ciing khdng do tia) thi thém vai giot thuéc nhudm
bromcresol dé tia 0,2 % (4.30) va doc lai phan (rng trong éng.

b) Canh thang phenol dé dulcitol ho#c canh thang dé tia co' ban cé 0,5 % dulcitol

U canh thang phenol d6 dulcitol (4.20) ho3c canh thang @0 tia (4.21) mét iwgng nhd vi sinh véat phat
trién trén thach TSI (xem 8.4). N&i 1ng ndp va 148 h+ 2 h & 35 °C trong ti 4m (5.10), c6 kidm tra sau
24 h. HAu hét cac loai Salmonelia cho phdn (ng durong tinh, dwge chi thi bdi viéc sinh khi trong éng
Durham va pH axit (mdi trwéng chuyén mau vang). Phép thir am tinh dwgc chi thj bdi viéc khéng sinh
khi trong éng Durham va mau dd (v&i chét chi thi phenol dd) hodc d6 tia (vé&i chét chi thj bromcresol dé
tia) trén toan by mdi trudng.
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¢) Canh thang trypton (hoac tryptophan)

Céy vac canh thang trypton (hodc tryptophan) (4.10) mét lwgng nhd vi sinh vat phat trién trén thach TSI
(xem 8.4). U 24 h 2 2 h & 35 °C trong t0i &m (5.10) va tién hanh céc thlr nghiém sau:

1)

2)

3)

4)

5)

B.5.6

Kha nang phat trién trong canh thang kali xyanua (4.19): Chuyén mét véng cdy 3 mm (5.18)
canh thang tryptophan @a cdy vi khudn sau 24 h vao canh thang KCN. Ho néng miéng éng sac
cho éng duoc bit kin khi @8y bing nit bin phii sap. U 48 h £ 2 h & 35 °C trong ti 4m (5.10)
kidm tra sau mé&i 24 h. Vi sinh vat phat trién (lam duc méi trrdrng) dwgre coi ta drong tinh. Hau
hét cac loai Salmonefia khdng sinh trwdng trong moi tredng nay, biéu hién qua viéc khdng lam
duc mbi tridng.

St dyng canh thang malonat (4.16); Chuy&n mét véng cdy 3 mm (5.18) canh thang tryptophan 43
céy vi khudn sau 24 h vao canh thang malonat. Hiém khi ¢ac éng canh thang malonat chuwa cy
cho mau xanh lam bé&n (nhwr phép thir dwong tinh), do 86 cac éng canh thang chua cdy nay duoc
dung tam kiém chirng. U 48 h + 2 h & 35 °C trong ti 4m (5.10), kiém tra sau 24 h. Hau hét cac
loai Salmonefia cho phén teng &m tinh trén canh thang ndy (mau xanh la hodic khéng dbi mau).

Phép thir indol: Chuyén 5 mi canh thang tryptophan da cdy vi khudn 24 h vao éng nghiém.
Thém tir 0,2 mi dén 0,3 mi thudc thir Kovacs (4.26). HAu hét cac chiing cdy Salmonella cho
phdn (rng &m tinh (khéng cé mau 6 dam trén bd& mat canh thang). Mau sic trung gian, sy
chuyén mau da cam va hdng khong én dinh duoc bao céo két qua Ia .

Cac phép thir nguwng két huyét thanh (H) déi véi Salmonella: Néu & trén chuwa thyc hién ca
phép thir ngung két (H) da gia (8.5.3) va phép thir ngwng két (H) Spicer-Edwards (8.5.4) thi
thue hién phép thlr & giai doan nay.

Loai bé tAt ca cac ching cdy khéng phai Salmonella vira dwong tinh v&i phép thi indol vira 4m

tinh v&i phép th(r ngung két khang huyét thanh (H), hodc vira dwong tinh véi phép thlr KCN
vira &m tinh véi phép th lysin decarboxylase.

Phép thir ngwng két huyét thanh than (O) ddi véi Saimonelia

Chu y: Kiém tra treére tt cd khang huyét thanh Salmonefia véi cac chiing cly da biét.

8.5.6.1 Phép thir khang huyét thanh thin (O) da gia

Ding chi s&p d& danh d4u hai phan khoang 1 cm x 2 ¢cm & hai phia dfa Petri (15 mm x 100 mm) béng
thiy tinh hodic chét déo (5.16). C6 thé sir dung céc lam kinh ban sdn. Nhii héa mdt véng cdy 3 mm vi
khudn cdy trén mat nghiéng thach TSI da O tlr 24 h dén 48 h hodc tét nhét 14 cdy trén thach mau
tryptose co ban (chira bd sung mau) (4.24) voi 2 ml nwée mudi 0,85 % (4.33). Nhd mét giot huyén phi
vi khun 1&n phan trén cla mdi 6 hinh chir nhat 43 danh d4u bing chi sap. Nhd tiép mét giot nwéc
mubi vao phia dwdi clia mdt & va mot giot khang huyét thanh than (O) Salmonelia da gié (4.36) vao
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phAn ¢an lai. Dung que cdy vé tring a8 trdn huyén phii vi khudn véi nwéc mudi & & th nhét va 13p lai
vOi 6 nhé khang huyét thanh. Chao nghiéng hdn dich trong 1 min va quan s&t trén nén téi dugc chiéu
sang tét. Phan loai két qua thir nguwng két khang huyét thanh than (O) da gia nhw sau:

Duong tinh: ngung két trong cac hdn dich thir nghiém va khéng ngung két trong nuée mubi kiém chirng.
Am tinh: khéng ngwng két ca trong cac hdn dich thir nghiém va nuwdc mudi kiém ching.

Khéng dic hidu: ngung két ca trong hdn dich thir nghiém va mau kiém chirng, cin thyc hién céc phép
thir huyét thanh va sinh héa tiép theo.

8.5.6.2 Thir nghiém khang huyét thanh don gia nhém (O)

Thie hign theo 8.5.6.1, c6 thd sir dung cac khang huyét thanh don gia nhém (O), ké ca Vi (4.38) thay
cho khang huyét thanh (O) da gia. i v&i viéc x Iy cu thé cac chiing cdy cho phan (g ngung két Vi
duong tinh, xem AOAC 967.28B. Céac chiing cdy ngung két dwong tinh véi cac khang huyét thanh
than (O) don gia cling durgc bao cdo 1a dwong tinh véi nhém (O). Céc chling ciy khéng ngung két véi
khang huyét thanh don gid dugc bao céo 1a am tinh véi nhém (O).

Xac dinh cac ching cAy 12 Salmonelia véi cac phan (ng Salmonella dién hinh tir phép thir s6 1 dén 11,
trong Bang 2. Néu mét ching cdy trén TSI tir 25 g mAu thir durge xac dinh |a Salmonelia thi khdng can
thir cac ching cdy trén TSI khéc tir cing mdt mau thir. Néu chiing cly dugc chirng minh 14 mang
khang nguyén Saimonelia qua phép th* ngung két (H) Saimonella duong tinh nhung khdng c6 céc 6éc
tinh sinh hda cla Sa/monella thi cin dugc thudn nhat va thir nghiém lai.

Bang 2 - Téng hop céc phan png sinh héa va huyét thanh cua Salmonella

Phép thir hodic co chit Dwong tinh Am tinh Cac phan (ng®

1. Glucose (TS1) Chan thach mau vang Chan thach mau dd +
2, Lysin decarboxylase (LIA) Chan thach mau do tia Chan thach mau vang +
3. Hydro sulfua (TSI va LIA) Cb6 mau den Khdng cé mau den +
4. Urease Mau dé tia Khéng i mau -
| 5. Canh thang lysin Mau dé tia Mau vang +
decarboxylase

6. Canh thang phenol dé Mau vang va/hodc Khéng sinh khi; +°
dulcitol sinh khi khéng ddi mau

7. Canh thang KCN Vi sinh vat phat trién | Vi sinh vat khdng phét trién -
| 8. Canh thang malonat Mau xanh lam trén bé méat Khéng 8 mau =
| . Phep th indol Mau b am trén bé mat | M1ou vang trén bo mat =
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Béng 2 (két thac)

Phép thir hojc co chét Dwong tinh Am tinh Céac phan (rng?
10. Phép thir ngung két da Nguwng két Khéng ngwng két +
gia
11. Phép thir té bao da gia Ngung két Khéng nguwng két +
12. Canh thang phenol dd Mau vang va‘hoéc Khéng sinh khi; -°
lactose sinh khi khéng dbi mau
13. Canh thang phenol do Mau vang va/hodc Khéng sinh khi; -
sacarose sinh khi khéng dbi mau
14. Phép thr Voges- Mau héng dén dd khéng ddi mau -
Proskauer
15. Phép thir mety! dd Mau dé phai Mau vang phai +
16. Thach xitrat Simmons Vi sinh vat phét trién; Vi sinh vat khong phét v

mau xanh lam trién; khéng dbi mau

® Phin lon ching céy S. anizonae &4m tinh.

“ Phén Ién ching cdy S. arizonae duwong tinh.

® (+) 1 2 90 % duong tinh trong 1 ngay hodc 2 ngay; (-) 13 2 90 % &m tinh trong 1 ngdy hodic 2 ngay; (v) 4 thay @i.

8.6 Thir nghiém khuin lac Sa/monelia khéng dién hinh

Thwc hién cac phép thi sinh hoa bd sung sau day trén cac ching cdy khéng cho cac phan
rng Salmonella dién hinh @b véi phép thir sb 1 dén 11 trong Bang 2, va cling khdng dwec phén loai

I& Salmonella (xem Bang 3).

a) Canh thang phenol 45 lactose hodc canh thang dd tia lactose

1) Céy vao canh thang phenol db lactose (4.20) hoéc canh thang dé tia lactose (4.21) mét iwong
nhé vi khuln phat trién trén mat nghiéng cia thach TSI tir 14 h dén48h. U48hx2h & 35°C
trong ti Am (5.10), kiém tra sau m&i 24 h. Dwrong tinh: sinh axit (mau vang) va sinh khi trong éng
Durham. Néu chi sinh axit cling dwoc coi la phan (ng dwong tinh. Hau hét cac ching céy
Salmonelfa cho k&t qua am tinh, dwoc chi thj bdi viéc khdng sinh khi trong éng Durham va ddi mau
mai trwdng thanh mau dd (chét chi thi phenol d8) hodic mau d3 tia (chét chi thj bromcresol 4 tia).

2) Loai bd cac ching cdy khong phéi Saimonelia (dwong tinh v&ri cac phép thir lactose), ngoai trir

céac ching cdy sinh axit trén mat nghiéng ctia TSI va c¢d phdn &ng dwong tinh trong LIA hoéc

céc ching cdy cho céc phan (rng duong tinh véi canh thang malonat. Thire hién cac phép thd
tiép theo trén cac chiing cy dé xac dinh cb phdi 1a S. arizonae.
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b) Canh thang phenol d6 sacarose (4.20) ho&c canh thang d6 tia sacarose (4.21)

Thue hién quy trinh nhw md ta & trén. Loai bé cac ching cdy khong phai Safmonella (duong tinh voi
sacarose), trlir cac chling sinh axit trén bé mit nghiéng clia TSI va cho phan irng dwong tinh trén LIA.

¢} Canh thang MR-VP

Céy vao méi treérng MR-VP (4.12) mét lwgng nhd vi sinh vat phat triéh' ‘ll:én mét nghiéng cla TSI chwa
duece xéc dinh, nghi ngd cd Salmonelia. U 48 h £ 2 h & 35 °C trong td 4m (5.10).

1} Thwe hién phép thir Voges-Proskauer (VP) & nhiét d& phdng nhuif"séu: Chuyén 1 ml ching cly
48 h vao éng nghiém va ( phan con lai ciia canh thang MR-VP thém 48 h & 35 °C. Thém 0,6 ml
naphthol (4.27) v& lic déu. Tiép tuc thém 0,2 mi dung dich kali hydroxit 40 % (4.29) va I&c déu.
D& tang ndng dd va ting téc 4 phan (ng, thém vai tinh thé creatin (4.28). Doc két qua sau 4 h;
Néu méi trwémg chuyén mau @6 hdng ruby 1a phan (ng dwong tinh. Hiu hét ching cly
Salmonella am tinh VP (méi truedng khdng chuyén mau).

2) Thye hién phép thir metyl 86 nhuw sau: cho 5 ml canh thang 96 h MR-VP, thém 5 dén 6 giot chat
chi thj metyl 46 (4.31). Boc két qua ngay. Hau hét chiing cdy Salmonella cho két qua duong
tinh, cho thay bdi mau d6 phai trong méi treding. Phan (rng am tinh ¢6 mau vang dic trwng.
Loai bd cac ching ciy khong phai Saimonella (c6 cac phdn (ng KCN va VP dwong tinh va
phan rng metyl 46 am tinh).

Bang 3 - Cac tiéu chi aé loai bd cac ching cdy khéng phai Saimonelia

Phép thir hodc co chit Két qua
' 1 Urease du*crng‘ﬂnh (mau da tia)
2. Phép thir indol va phép ther ngwng két (H) da gia dwong tinh'(mau tim trén bé mat)
hodc phép thlr nguwng két Spicer-Edwards am tinh-(khdng ngung két)
3, Canh thang lysin decarboxylase KCN am tinh {mau vang)
duong-tinh (vi sinh vat phat trién)
4. Canh thang phenol 46 lactose dweong tinh (rhéu vang va/hodc sinh khi) °
&. Canh thang phenol dé sacarose dwong tinh (mau vang va/hoac sinh khi) °
6. Canh thang KCN, phép thir Voges-Proskauer, dwong tinh (Vi sinh vat phat trién)
phép thdr metyl 46 duong tinh (mau héng dén 43)

am tinh (méau vang phai)

® Thr tiép cac ching cdy dwong tinh véi canh thang malonat dé xac dinh ¢ phai la Safmonella anzonae.

® Khéng bé cdc ching cdy canh thang duong tinh néu céc ching cdy LIA twong (ng cho céc phan ung Salmonelia didn
hinh; thir tiép a8 xac dinh cé phai [a cac loai Saimonelia
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d) Thach xitrat Simmons

Ria cly trén mat nghiéng va cdy d4m sau vao thach xitrat Simmons (4.13) vi khudn phat trién trén mat
nghiéng clta thach TSI chwa xac dinh. U 96 h £ 2 h & 35 °C trong ti 4m (5.10). Doc két qua nhu sau:

Duong tinh: ¢6 vi sinh vat phét trién, thudng kém theo sy thay ddi tir mau xanh ta sang mau xanh lam.
Hau hét chiing cdy Salmonella dwong tinh xitrat.

Am tinh: khéng ¢6 vi sinh vat phat trién hoaic cé rat it vi sinh vat phét trién nhung khéng d8i mau.

8.7 Phwong phap thay thé xac djnh Salmonella

Phwong phap thay thé cho cach thiy cac phén (rng sinh hda thong thuwdmng, ding mét trong nam kit sinh
héa throng mai (API 20E, Enterotube |l, Enterobacteriaceae Il, MICRO-ID hoéc Vitek GNI) dé& nhan dién
Saimonella gid dinh. Lywa chon kit thwong mai phu hgp véi cac tinh chét sinh héa trong phan nhan dién.

Céc kit sinh héa thuong mai khéng duwec str dung dé thay thé cac phép thir huyét thanh.

Lép rap cac by phan cuia thiét bj va chuln bj thubc thir cAn cho bd kit. CAy tirng don vi theo AOAC
978.24 (APl 20E, Enterotube Il, Enterobacteriaceae Il), AOAC 989.12 (MICRO-ID), AOAC 991.13
(Vitek GNI), (i trong th&i gian va nhiét 83 quy dinh. B8 sung thudc thir, quan sat va ghi két qua. Béi véi
viéc nhan dién vi sinh vat gid dinh, phan loai ching cdy, thirc hién theo AOAC 1a Saimonella hodc

khéng phai Salmonefia.

Déi véi viéc khang dinh cac ching cdy gid dinh dwoc nhan dién 1a Salmonelia, thie hién phép thiy
ngwng két khang huyét thanh than (O) Salimonelia (8.5.6) va phép thir nglrng két khang huyét thanh
ldng (H) Salmonelia (8.5.3) hodc phép thir ngung két (M) Spicer-Edwards (8.5.4) dé phan loai chiing
cdy theo hudng din sau:

a) Bao cao cac ching cdy 1a Salmoneifa duoc khang dinh tir Salmonefla gid dinh bing céc kit sinh hoa
throng mai néu ching cly dwong tinh véi phép thir ngung két khang huyét thanh (O) Salmonella va
phép thir (H} Salmonelia.

b) Loai b6 cac ching cly gid dinh khdng phai td Salmonella bang céc kit sinh héa throng mai néu
chiing cdy phu hep vé&i cac tiéu chi AOAC vé chiing ciy khéng phai Sa/monelia.

¢) Bai véi chiing cAy khéng phu hgp véi a hodc b, phan loai theo cac phép thir bd sung (8.6) hoac
guri dén phong thir nghiém dé xac dinh typ huyét thanh va nhéan dién.

8.8 Xir ly cac ching cdy &m tinh véi phép thir ngwng két khang huyét thanh léng (H)

Néu ching cdy c6 cac tinh chat sinh héa phi hgp véi Salmonella nhung cho két quad ngung két véi
khang huyét thanh (H) 4m tinh (xem 8.5.3) c6 thé 4 do céc chiing nay khédng di d4dng hodc c4c khang
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nguyén 1dng phat trién khéng tron ven. Tién hanh kiém tra nhw sau: B4 méi trwdng thiy tinh di dong
(4.18) vao dia Petri (5.16). Dung que cy by mét lwgng nhé vi khudn phat tridn trén mat nghiéng thach
TSI cay dam sau lén dia méi trwérng, cach canh dia khodng 10 mm, séu tir 2 mm dén 3 mm. Khéng ciy
cham dén day dia ho3c & vi tri khac. U 24 h & 35 °C trong 1t 4m (5.10).

Néu thdy vi khudn di chuyén 40 mm hodc on hon thi thir nghiém lai nhu sau: Chuyén mét vong cdy vi
khuén 63 di chuyén xa nhét vao canh thang trypticase dau tuong-tryptose (4.11). Lap lai phép the
ngung két (H) da gia hodc phép thir huyét thanh Spicer-Edwards. Néu cac chiing cdy khéng di ddng sau
24 h dau thi ( thém 24 h & 35 °C trong ti 4m (5.10); Néu vAn khéng di 8dng thi 4 tiép 5 ngay & 25 °C.
Két luan chlng cdy khang di dong néu cac phép thi? trén vn cho két qua am tinh.

9 Biéu thj két qua

Theo cac két qua dién gidi (xem 8.6, 8.7 hodc 8.8), chi rd sy cé mat hay khéng ¢6 méat cia Sal/monelia
trong 25 g phan mau thir.

10 Bao cao thir nghiém

Béo cao thd nghiém phai chi rd:

a) moi thdng tin cAn thiét d& nhan biét dly da vé miu thir;

b) phuwong phap Iy méu da s dung, néu biét;

¢} phuong phap thr nghiém da dung, vién dan tiéu chudn nay;

d) moi chi tiét thao tac khéng dwee quy dinh trong tiéu chudn nay hodc nhitng didu dwgc coi 1a tuy
chon cling nhw cac sir cb bét ky cé thé anh hudng dén két qua;

e) két qua thlr nghiém thu dwoc.
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Phuy lyc A
(Quy dinh)

Thanh phin va chuin bj méi treérng céy va thudc thir

A1 Canh thang lactose

A.1.1 Thanh phéin

Chét chiét thit bo 3¢9
Pepton 59
Lactose 59
Nuwéc cit 1 lit
A.1.2 Chuln bj

Phan phdi cac phdn 225 mi vao céc binh ndén 500 ml. Sau khi hip 4p lyc & 121 °C trong 15 min va
ngay trieére khi st dung, chinh vé tring dén thé tich 225 ml. pH cudi cing dat 6,9+ 0,2.

A.2 Canh thang selenit cystin
A.2.1 Méitrweérng 1

A.2.1.1 Thanh phin

Tryptone hodc polypepton 5¢g
Lactose - 49
Natri hydro selenit (NaHSeO,) 449
Natri hydro phosphat (Na;HPQ,) 1049
L-Cystin 0,019
Nwée cét 1 lit

A.2.1.2 Chudn bj

Bun dén sbi d& hoa tan. Phan phéi cac phdn 10 ml vao cac dng nghiém 16 mm x 150 mm vé tring.
Bun 10 min trong hoi nudc (lowing steam). Khéng hap ap lye. pH cudi cling dat 7,0 1 0,2. Khdng khiy
trung méi tredng ndy. St dung trong ngay chuén bi.
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A.2.2 Mbitredng 2 (North-Bartram didu chinh)

A.2.21 Thanh phin

Polypepton 5g
Lactose 49
Natri hydro selenit (NaHSeO,) 49
“Natri hydro phosphat (Na;HPO,) 556g
Kali dihydro phosphat (KH,PO,) 45¢g
L-Cystin 001g
Nwérc cht 1 lit

A.2.2.2 Chudn bj

Gia nhiét cé khudy @& hoa tan. Phan phéi cac phan 10 ml vao cic éng nghiém 16 mm x 150 mm vé
triing. Gia nhiét 10 min trong hoi nwéc. Khong khir tring méi tneéng ndy. St dung trong ngay chun bi.

A.3 Canh thang tetrathionat

A.3.1 Thanh phdn

Polypepton 5g
Céac mubi méat 19
Canxi cacbonat 10g
Natri thiosulfat ngam n3m phan t nwéc 30g
Nwoc cét 1 lit
A.3.2 Chuln bj

Tao huy&n phi c4c thanh phin trong 1 lit nwéc cét, trdn va dun sdi (phdn két tia sé khdng tan hoan
toan). Khang hap ap lwc. D& ngudi dén dwdi 45 °C. Bdo quan & nhiét dd tlr 5 °C @én 8 °C. pH cudi
cung dat8,4+ 0,2,

A.4 Mai treong Rappaport-Vassiliadis
A.4.1 Thanh phén

a) Canh thang co ban

Tryptone 5g
Natri clorua (NacCl) 8g
Kali dihydro phosphat {(KH,PQO,) 169
Nuéc cat 1 it
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b) Dung dich magie clorua:

Magie clorua ngam sau phéan t& nwédc (MgCly-6H;0) 400¢
Nwoe cht 1 lit

¢) Dung djch malachite green oxalat:

Malachite green oxalat 044
Nwéc cét 100 mi

A.4.2 Chuén bj

Dé chuén bi mdi treong hoan chinh, gép 1000 ml canh thang, 100 ml Dung dich magie clorua va 10 ml
Dung dich malachite green oxalat (tng thé tich méi trxéng hoan chinh 12 1110 mi). Canh thang co ban
phai duworc chudn bj cling ngay vé&i cac thanh phén chu tao nén mdi treérng hoan chinh. Dung dich magie
clorua c6 thé bdo quan trong t&i & nhiét 4 phéng dwec 1 nam. D& chudn bi dung dich nay, hoa tan
hoan toan leong MgCl,.6H,0 tir vat chira méi mé nép dya theo céng thirc, bdi vi loai muéi nay rat hit
4m. Dung dich malachite green oxalat ¢é th& bdo quan trong chai téi mau & nhigt 46 phdng dén 6 thang.
Phan phéi cac thé tich 10 mi méi trrémg hoan chinh vao cac éng nghiém 16 mm x 150 mm. Hép ap luc
15 min & 115 °C. pH cubi cing dat 5,5 £ 0,2. Bdo quan trong ti lanh va dung trong 1 thang.

Méi treéing nay phai chudn bi té cac thanh phan riéng I, Khong nén str dung méi trrérng khd ban sdn.
Ngudi stv dyung méi tredng ndy cin nhan thirc ré cdng thire va nhigt 6 0 mdi trrdng nay khac voi
hwéng din cua tiéu chudn nay.

A.8 Thach xylose lysin desoxycholat (XLD)

A5.1 Thanh phin

Cht chiét ndm men 39
Sét (111) amoni xitrat 08¢
L-lysin 5g
Natri thiosulfat 68¢g
Xylose 375g
Natri clorua (NaCl) 5g
Lactose 759
Thach 15¢g
Sacarose 759
Phenol d& 0,08¢
Natri desoxycholat 25g
Nwée cht 1lit
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A.5.2 Chudnbj

Gia nhiét ¢6 khudy ngay dén khi séi & mde dd trung binh. Khong dé qua nhiét. R6t vao cac dia khi mai
truéng ngudi dén 50 °C. D& khd trong khoang 2 h, m& hé nép. Sau @6 day ndp. pH cudi cing 7,4 + 0,2.
Khéng bédo quén qua 1 ngay.

A.6 Thach Hektoen Enteric (HE)

A.6.1 Thanh phin

Pepton 1249
Natri thiosulfat 5¢g
Chét chiét ndm men 3g
St (I} amoni xitrat 159
Mubdi mét 8g
Bromthymol xanh 0,064 g
Lactose 129
Fuchsin axit 01g
Sacarose 12g
Thach 135g
Salicin 29
Nuéc cét 1 lit
Natri clorua (NaCl) 5g

A.6.2 Chudn bj

Dun dén séi, khudy lién tuc d& hoa tan. D& sbi khéng qué 1 min. Khéng dé qué nhiét. D& ngudi trong
ndi cach thiy. R6t cac phan 20 ml vao céac dia Petri 15 mm x 100 mm vd tring. D& khé trong khodng
2 h, m& hé nép. pH cubi cung 7,6 & 0,2. Khéng bao quan qué 1 ngdy.

A.7 Thach bismuth sulfit (Wilson and Blair)

A.7.1 Thanh phin

Polypepton (hodc pepton) 10g
Chét chiét thit bd 5g
Dextrose 5g
Natri hydro phosphat (Na;HPO,) (dang khan) 4 g
FeSQ04 (dang khan) 039
Bismuth sulfit (chét chi thi) 8g
Brilliant green 0,025 g
Thach 20g
Nwére cét 1 lit
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A.7.2 Chuln bj

Tron ky va dun c6 khudy. D& sdi khoang 1 min dén khi thu dwoc huyén phl ddng nhét (néu két lang sé
kndng hoa tan). D& ngudi dén nhiét dd tir 45 °C dén 50 °C. Tao huyén phl phdn két lang biing cach khudy
nhe va rét cac phin 20 ml vdo cac dia Petri 15 mm x 100 mm vd trung. B4 cac dia kho trong khodng 2 min,
o6 mé hé nép, sau 46 day céc dia. pH cubi cling dat 7,7 £ 0,2. Khang hép 4p liyc. Chudn bi cac dia mot
ngay tredc khi cAy ria va bdo quan trong t6i. D9 chon loc gidm trong 48 h. Bdo quan céc dfa noi téi.

A.8 Thach sit ba dwong (TSI)

A.8.1 Méitreong

Mbi trieorng 1

Polypepton 20g
Natri clorua (NaCl) 5¢g
Lactose 10g
Sacarose 109
Glucose 19
Fe(NH,):(S0,)-6H,0 02g
Na,$,0, 029
Phenol 49 0,025¢g
Thach 13g
Nudc cét 11it
Moi treong 2

Chét chiét thit bo 3g
Chét chiét ndm men 3g
Pepton 15¢
Proteose pepton 5¢
Glucose 19
Lactose 104
Sacarose 10g
Sét (1) sulfat (FeSO,) 02g
Natri clorua (NaCl) 59
Na,S.0, 03g
Phenol 46 0,024g
Thach i2g
Nuére cét 1 lit

Hai méi tredng ndy néi chung c6 thé thay thé nhau.
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A.8.2 Chuin bj

Tao huyén phu céc thanh phan clia Méi trudng 1 trong nuwdc cét, trén k va gia nhiét, thinh thodng c6
khudy. Dé sdi khodng 1 min cho hoa tan cac thanh phan. Cho vao 1/3 cac éng 16 mm x 150 mm va
day ndp hodc nlt lai @& duy tri cac didu kién hiéu khi. Hap &p lvc Mbi trwdng 1 trong 15 min & 118 °C.
Chuén bj Mai tredng 2 nhu dbi voi Mdi trrdng 1, nhung khdng hép 4p luc 15 min & 121 °C. Trwdc khi
méi trwdng déng dac, nghiéng cac éng A& c cac bé mit nghiéng tir 4 cm dén 5 cm va d6 sau tr 2 cm
dén 3 cm. pH cudi cung dat 7,3 + 0,2 aéi v&i Moi tredng 1 va 7,4 £ 0,2 dbi véri M6i tredmg 2.

A.9 Thach sét lysin (Edwards and Fife)

A.9.1 Thanh phén

Gelysate hoac pepton 5g
Chét chiét ndm men 3g
Dextrose 19
L-Lysin hydroclorua 10g
Sét (II1) amoni xitrat 05g
Natri thiosulfat (dang khan) 00449
Bromcresol tia 0,029
Thach 15¢g
Nuwée cét 11it
A.9.2 Chudn bj

Gia nhiét @& hoa tan cac thanh phan. Phan phéi cac phan 4 ml vao cac éng nép xody 13 mm x 100 mm.
HAp 4p e 12 min & 121 °C. D& cho ddng dic & vj tri nghiéng d& tao thanh cac day 4 cm va bd mat
nghiéng 2,5 cm. pH cubi cing dat 6,7 + 0,2.

A.10 Canh thang trypton (tryptophan), 1 %
A.10.1 Thanh phén

Tryptone ho#c trypticase 1049
Nwéc cht 1 lit

A.10.2 Chudn bj

Phan phéi cac phan 5 mi vao cac éng nghiém 16 mm x 125 mm hodc 16 mm x 150 mm. Hép ap lyc
15 min & 121 °C. pH cudi cling dat 6,9 + 0,2.
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A.11 Canh thang trypticase ddu twong-tryptose

A.11.1 Thanh phin

Canh thang trypticase dau twong (loai khd, ban san) 15¢
Canh thang tryptose (loai khd, ban san) 13,59
Chét chiét ndm men 39
Nuérc cét 1 lit

A.11.2 Chuln bj

Héa tan cac thanh phan trong 1 lit nwéc. Bun nhe @& hda tan. Phan phéi cac phin 5 ml vao cac éng
nghiém 16 mm x 150 mm. Hép 4p lyc 15 min & 121 °C. pH cubi cung dat 7,2 £ 0,2.

A.12 Canh thang MR-VP
A12.1 M8itreong 1

A.12.1.1 Thanh phin

Bot nwéc dém pepton 749
Glucose 549
Kali hydro phosphat (K;HPO,) 5g
Nuéc cit 1 lit

A12.1.2 Chuln bj

Hoa tan cac thanh phan trong 800 ml nwéc ¢é dun nhe. Loc va d& ngudi dén 20 °C va pha lodng dén
1 1it. Hap ap lyc tlr 12 min @én 15 min & 121 °C. pH cubi cing dat 6,9 + 0,2.

A12.2 Méitreong 2

A12.2.1 Thanh phin

Pepton casein 3549
Pepton thit 35g
Dextrase 5g
Kali phosphat 5g
Nuée cét 11t

A.12.2.2 Chudn bj

Hda tan cac thanh phan trong nwéc c6 dun nhe néu cin. Phan phdi 10 ml vao cac éng nghiém 16 mm
x 150 mm va h4p ap lwc 15 min & nhiét 6 tir 118 °C dén 121 °C. pH cudi cung dat 6,9 + 0,2.
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A.12.3 Moitrwdng 3

A.12.3.1 Thanh phén

Pepton 5g
Glucose 5g
Pém phosphat 5g
Nuéc cét 1 lit

A.12.3.2 Chudn bj

Hoa tan cac thanh phan trong nuwdc. Phan phéi 10 ml vao cac éng nghiém 16 mm x 150 mm va hép 4p
lwe 12 min dé&n 15 min & 121 °C. pH cubi cing dat 7,5 + 0,2.

A.13 Thach xitrat Simmons

A.43.1 Thanh phén

Natri xitrat nga8m hai phan tlr nuwéc 2g
Natri clorua (NaCl) 5¢g
Kali hydro phosphat (K:HPOy) 1g
Amoni dihydro phosphat (NH,H.PO,) 1g
Magie sulfat (MgSQO.) 02g
Bromthymol xanh 0,08g
Thach 159
Nuwére cat 1 lit

A.13.2 Chuln bj

Bun nhe, thinh thoang khudy. Bé& séi tir 1 min d&n 2 min dén khi thach hoa tan. Cho vao céc éng nép
x04ay 13 mm x 100 mm hodc 16 mmx 150 mm dén 1/3 éng. Hap ap lwc 15 min & 121 °C. Trwde khi mdi
triding déng dic, nghiéng cac éng d& cé cac bd mat nghiéng tlr 4 cm dén 5 cm va dd sAu tir 2 cm dén
3 cm. pH cudi cung dat 6,8 £ 0,2.

A.14 Canhthang ure

A.141 Thanh phén

Ure 20g
Chét chiét ndm men 019
Kali hydro phosphat (K;HPO,) 9149
Natri hydro phosphat (Na,HPQ,) 9549
Phenol @4 0,01g
Nwéc cit 1 lit
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A.14.2 Chudn bi

Hoa tan cac thanh phan trong nuwdc cit. Khdng gia nhiét. Khlr tring bang cach loc qua mang 0,45 um.
Phan phéi v6 triing c&c phan tir 1,5 ml dén 3,0 ml vao cac éng nghiém 13 mm x 100 mm vo trung. pH
cudi cing dat 6,8 + 0,2,

A.15 Canh thang ure (chuén bj nhanh)

A.15.1 Thanh phin

Ure 209
Chét chiét ndm men 01g
Kali dihydro phosphat (KH2PO.) 0,081g
Natri hydro phosphat (Na;HPO,) 0,085¢
Phenol do 0,01g
Nwéc cét 1 lit

A.15.2 Chudn bj
Chun bi nhu Canh thang ure {A.14).
A.16 Canh thang malonat

A.16.1 Thanh phan

Chét chiét ndm men 1g
Amoni sulfat [(NH,)2S04] 2g
Kali hydro phosphat (K;HPO,) 06g
Kali dihydro phosphat (KH,POy) 0449
Natri clorua (NaCl) 2g
Natri malonat 3g
Dextrose 0,25¢
Bromthymol xanh 0,025g
Nuwéc cht 1 1it

A.16.2 Chuén bj

Dun d& hoa tan, néu cAn. Phan phéi cac phan 3 ml vao cac éng nghiém 13 mm x 100 mm. Hép &p lyc
15 min & 121 °C. pH cubi cing dat 6,7 + 0,2.
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A.17 Canh thang lysin decarboxylase (Falkow)

A.17.1 Thanh phén

Gelysate hodc pepton 5g
Chét chiét ndm men 39
Glucose 19
L-Lysin 5g
Bromcresol tia’ 0,02g
Nwéc cét 1 lit

A.17.2 Chudn bj

Dun dén khi hda tan. Phan phdi cac phin 5 ml va cac éng ndp van 16 mm x 125 mm. Hép ap lyc cac
bng da vin Idng nép trong 15 min & 121 °C. Véan nép kin khi bdo quédn va sau mdi 1&n cdy. pH cubi
cung dat 68 0,2.

A.18 MGi trirrng thir nghiém tinh di d§ng (ban dic)

A.18.1 Thanh phéan

Chét chiét thit bo 3g
Pepton ho#c gelysate 10g
Natri clorua {NaCl) 5g
Thach 49
Nuére cht 1 lit

A.18.2 Chuén bj

Gia nhiét ddng thei khudy va dun s6i 1-2 min d& hoa tan thach. Phan phéi cac phan 20 ml vao cac éng
né&p xody 20 mm x 150 mm, thay bang nép 16ng. Hép 4p lyc 15 min & 121 °C. D& ngudi dén 45 °C sau
khi hdp ap lwc. Vin chat ndp va bdo quan lanh & nhiét 6 tir 5 °C @én 8 °C. D& si¥ dyng, lam tan chay
trong nwéc séi hodic dong hoi nwdre rdi dé ngudi dén 45 °C. Phan phéi vo tring cac phan 20 mi vao cac
&fa Petri 16 mm x 100 mm vo tring. D4y cac dTa va dé cho dong dac. Str dung trong ngay chuén bj. pH
cudi cing dat 7,4 £ 0,2,

A.19 Canh thang kali xyanua (KCN)

A.19.1 Thanh phdn

Kali xyanua 0,075g
Proteose pepton No. 3 hoac polypepton 3g
Natri clorua (NaCl) 59
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Kali dihydro phosphat (KH,PQO.) 0,225¢g
Natri hydro phosphat {Na,HPO.) 5644
Nudc cht 1 lit

A.19.2 Chuén bj

Héa tan cac thanh phén trén, ngoai trir kali xyanua va hip ap Iue 15 min & 121 °C. D& ngudi rdi lam
lanh dén nhiét d6 t& 5 °C dén 8 °C. pH cubi cling dat 7,6 + 0,2. Chun bi dung dich géc kali xyanua
bing céch hda tan 0,5 g kali xyanua trong 100 mi nudc ct vd tring a4 1dm lanh dén nhiét 4 tiv 5 °C
dén 8 °C. Dung pipet bAu, thém 15 ml dung dich gbc kali xyanua vao 1 lit base lanh v& trung. Khéng
hit pipet bang miéng. St dung gang tay.

Tron va phan phédi vé triing cac phan t& 1,0 mi dén 1,5 ml vao cac éng 13 mm x 100 mm vé tring.
Diing k§ thuat vé trung, nat cac éng bing nit ban No. 2 c6 tm parafin. Chudn bi nit ban bang cach
dun séi trong parafin khodng 5 min. NGt cac éng bang nut bAn sao cho parafin khdng chdy vao canh
thang ma tao thanh I&p xi gitka miéng éng va nut ban. Bao quén éng & nhiét d6 tir 5 °C @én 8 °C khéng
qua 2 tulin trede Khi st dung.

A.20 Canh thang cacbohydrat phenol 46

A.20.1 Thanh phén

Trypticase hodc proteose pepton No. 3 1049
Natri clorua (NaCl) 5g
Chét chiét thit bo (tay chon) 1g
Phenol d6 (7,2 ml dung dich phenol d6 0,25 %) 0,018g
Nwore cht 1 lit
Cacbohydrat, st dung mét trong ba loai dudng sau:
Dulgitol : 5g
Lactose 109
Sacarose 10g

A.20.2 Chuén bj

Hoa tan cacbohydrat vao canh thang co ban nay. Phan phdi cac phdn 2,5 ml vao cac éng nghiém
13 mm x 100 mm chira cac éng Durham. Hap 4p rc 10 min & 118 °C. pH cudi cung dat 7,4 £ 0,2.
Céch khac, héa tan cac thanh phan, ngoai trir cacbohydrat, trong 800 mil nwé&c cht ¢é dun va thinh
thoang khudy. Phan phéi cac phan 2,0 mi vao céc éng nghiém 13 mm x 100 mm chira céc éng 1én men
3 Up nguoc. Hap &p lyc 15 min & 118 °C va @& ngubi. Hoa tan cacbohydrat trong 200 ml nuwdc cét va
khir tring bng cach cho dung dich qua b loc vi khudn. Thém vé trung 0,5 ml dich loc vao méi éng
canh thang da khir trung sau khi }am ngudi dén 45 °C. Lic nhe @& tron. pH cudi cing dat 7,4 £ 0,2,
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A.21 Canh thang cacbohydrat do tia

A.21.1 Thanh phin

Proteose pepton No. 3 10¢g
Chét chiét thit bd (tuy chon) 1q
Natri clorua (NaCl) 5g
Bromcresol tia 002g
Nuée cht 1 lit

A.21.2 Chudn bj
Chuén bj nhu d6i v&i canh thang phenol a6 cacbohydrat (A.20). pH cudi cing dat 6,8 % 0,2.
A.22 Thach MacConkey

A.22.4 Thanh phin

Proteose pepton hodc polypepton 3g
Pepton hodc gelysate 17 g
Lactose 10g
Céc mubi mat No. 3 (hodc hdn hop cac mubi mat): 1,5 g
Natri clorua {(NaCl) 59
Bé trung tinh 003g
Tim tinh thé 0.001g
Thach 135¢g
Nuwéc cit 1 lit

A.22.2 Chudn bj

Tao huyén phu cac thanh phan va dun c6 khudy dé hoa tan. D& sdi trong tir 1 min &én 2 min. Hap ap
Iwe 15 min & 121 °C, d& ngudi aén nhiét o tir 45 °C dén 50 °C, va rét cac phan 20 ml vao cac dia Petri
15 mm x 100 mm vé trung. D& khd & nhiét dd phong, ¢6 day nép. Khdng ding cac dfa dm. pH cudi
cung dat7,1+£0.2.

A.23 Canh thang va thach dich tim nao (BHI)
A.23.1 MObi treong 1
A.23.1.1 Thanh phén

Dich ndo bé 200g
Dich tim bd 250g
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Proteose pepton hoac gelysate 10g
Natri clorua (NaCl} 59
Na,HPO,12 H,0 259
Dextrose 2g
Nudére cit 1 1it

A.23.1.2 Chulnbi

Hoa tan cac thanh phan trong nuée cét, cé dun nhe. Phan phdi canh thang véo cac chai hodc cac éng
nghiém d& bdo. Hap ap lwc 15 min & 121 °C. pH cudi cling dat 7,41 0,2.

A.23.2 M&itreong 2

A.23.21 Thanh phin

B&t tim ndo 6g
Pepton thijt 6g
Natri clerua (NaCl) 5¢
Dextrose 3g
Pepton gelatin 14,59
Natri hydro phasphat (Na;HPO,) 2549
Nuéc cét 1 lit

A.23.2.2 Chudn bj
Tao huydn phi cac thanh phn M8 trwdng 2 trong nuére cAt va dun trong 1 min @& hoa tan hoan toan.

Déi voi ca Moi trwong 1 va Mai truong 2, phan phéi canh thang vao ca chai va éng nghiém aé blo
quan. Hap ap lc 15 min & 121 °C. pH cudi cing dat 7,4 + 0,2. C6 thé dung BHI c6 ban san.

D& chudn bj thach tim néo, thém 15 g thach vao 1 lit canh thang BHI. Bun @& hda tan thach trwéc khi
phan phéi vao céc chai hodc céc binh non. Hép ap lyc 15 min & 121 °C.

A.24 Thach mau tryptose co ban

A.24.4 Thanh phin

Tryptose 10¢
Chét chiét thit bd 3g
Natri clorua (NaCl) 5¢g
Thach 169
Nuwéce cit 11t
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A.24.2 Chuln bj

Tao huyén phii cac thanh phan trong nwdc cat, trdn ki va gia nhigt, thinh thoang khudy. D& séi khoang
1 min. Cho vao cac dng 16 mm x 150 mm dén 1/3 éng va day ndp hodc van nit dé duy tri cac didu kién
hiéu khi. Hap ap lwc 15 min & 121 °C. Trudc khi méi trvong dong déc, nghiéng cac éng dé ¢o céac bé
mat nghiéng tir 4 cm dén 5 cm va d6 sau tlr 2 cm dén 3 cm.

A.26 Dung dich papain, 5 % (khéi luong/thé tich)

A.25.1 Thanh phin

Papain 50g
Nuwée cht 1 lit

A.25.2 Chuin bj

Thém papain vao nwéc ct vo tring va xoay binh dé& hoa tan hoan toan. Phan phéi cac phan 100 mi
vao Cac chai.

A.26 Thudc thir Kovacs

A.26.1 Thanh phan

p-Dimethylaminobenzaldehyde 59
2-Metylbutan-2-ol (amyl aicohol) 75 mi
Axit clohydric (HC!) déc 25 ml

A.26.2 Chuén bj

Hoa tan p-dimethylaminobenzaidehyde trong amyl alcohol. Thém tir tlr axit clohydric (HCI) d&c. Bdo
quan & 4 °C. D& thir indol, thém tir 0,2 ml dén 0,3 mi thudc thir d& chudn bj vao 5 mi ching cy vi
khuén trong canh thang trypton 24 h. Phan (ng duong tinh indol néu cé mau dé s&m trén I6p bé mt.

A.27 Céac thudc thir Voges-Proskauer (VP)

A.27.1 Thanh phén

Dung dich 1:
alpha-Naphthol 5g
Etanol (tuyét adi) 100 m|
Dung dich 2:
Kali hydroxit 40¢g
Nuwdc cht dén 100 ml

35



TCVN 11039-5:2015

A.27.2 Chuln bj

Phép thr Voges-Proskauer (VP). & nhiét 4o phéng, chuyén 1 mi chiing cdy 48 h vao éng nghiém va
thém 0,6 ml dung dich 1 va 0,2 m! dung dich 2. Lic sau khi thém m&i dung dich. D& tang curong d5 va
tbc @6 phan ng, thém vai tinh thé creatin vao hdn hep. Boc két qua 4 h sau khi thém cac thube thir.
Phan trng dwong tinh néu xuét hién mau hdng eosin.

A.28 Dung djch kali hydroxit, 40 % (khéi iegng/thé tich)

Kali hydroxit (KOH) 40g
Nurdre cht vira du 100 mi

A.29 Nwéc mudi vé trung, 0,85 %

A.29.1 Thanh phin

Natri clorua (NaCl) 85¢g
Nuée cht 1 lit

A.29.2 Chuén bj
Héa tan 8.5 g natri clorua trong nuéc. Hap ap luc 15 min & 121 °C. D& ngudi dén nhigt a5 phong.
A.30 Nwére mubdi formalin

A.30.1 Thanh phin

Dung dich formaldehyde (tir 36 % dén 38 %) 6 mi
Natri clorua (NaCl) 854g
Nuwéc cét 10t

A.30.2 Chuén bj

Hoa tan 8,5 g natri clorua trong 1 lit nwéc cit. Hap &p Iyc 15 min & 121 °C. D& ngudi dén nhiét 4%
phong. Thém 6 ml dung dich formaldehyde. Khéng hép ap lyc sau khi thém formaldehyde.

A.31 Chét chi thj metyl do

A.31.1 Thanh phan

Mety! d6 019
Etanol (95 %) 300 ml
Nuwdc cét ' 500 ml
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Thw muc tai liéu tham khao

TCVN 4829:2005 (ISO 6579:2002, Cor 1:2004) Vi sinh vét trong thyure phdm va thic an chan nudi —
Phuong phap phét hign Saimonelia trén dia thach

TCVN 6404:2008 (ISO 7218:2007) Vi sinh vét trong thuc phdm va thic an chdn nudi - Yéu cdu
chung vé hudng dan kiém tra vi sinh vét.

TCVN 8128-1:2008 (ISO/TS 11133-1:2009) Vi sinh vét trong thyre phdm va thde &n chdn nudi —
Hubng dén chudn bj va sdn xuét mbi trudng nudi cdy ~ Phén 1: Huéng dén chung vé dam béo
chét lugng dbi véi viée chuén bj méi tridng nubi cdy trong phong thiee nghiém.

FDA, Bacteriological Analytical Manual, Chapter 5, Salmonelia
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