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TIEU CHUAN VIET NAM TCVN 5042-1994

Soat x%t lan 1
|  NUGC GIAI KHAT
YEU CAU VE SINH - PHUONG PHAP THU

-

Beverages ‘
Hygiene requiréements and methods for examination

Tiéu chudn nay qui dinh yéu cau vé sinh va phudng phap thd ddi vdi cac loai nudc giai khat cé dé con thap
(bia, nudc giai khat lén men, nuéc giai khat pha ché co rugu nhe ..) va nudc giai khat khdng cé con (cam,
, chanh, c6ca, nudc khoang ngot..).

1 Yéu cau vé sinh

1.1 Chi tiéu héa vé sinh

1.1.1. Khéng dudc st dung axit vo co (HCI,H2S04, HNO3..)dé pha ché nudc giai khat.
112 Ham lugng kim loai nang (mg/). theo qui dinh cla BS y té (QD 505, 4-1992).

113 Phdm mau, huong liu, chdt bao quan, chi dugc sU dung nhing loai theo danh muc qui dinh hién
hanh (QD 505/BYT).

Khéng duge pheép st dung nhing loai phy gia khéng ré ngudn géc, mat nhén, bao bi hong.

D6i vai cac phuy gia mdi, hda chat madi, nguyén {iéu mai, mudn sd dung dé pha ché, bao quan nudc giai khat,
phai xin phép Bo Y té.

114  Ch4t ngot tong hop (Saccarin, dulsin, cyclamat..): khéng dudc su dung dé pha ché nudc giai khat.
(Trudng hgp san pham danh riéng cho bénh nhan kiéng duong phai xin phép Bo y té va ghi rd tén duong +
muc dich st dung trén nhan).

1.2  Chi tiéu vi sinh vat

121 D8i véi nudc gidi khat khdng cén, theo qui dinh trong bang
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SIS Moo U hoay < - .- Bangt
MUc
Tén chi tiéu R e v
e ) Khéng déng chai Déng chai
e e . i H e , Ly
1. Téng s8 vi khudn hiéu khi, s§ khudn lac/mi, .
khéng 16n hon 510 | 102
2. E. Coli, con/l, khéng 16n hon 3 Khéng duge cé
3. Cl. Perfringens Khéng duge cé Khéng ducc cé
4. Vi khuan gdy nhay, (Leuconostoc) - Khéng dudc c6
, 5. Ndm Men-mé&c, s6 khém ndm/ml,
| khéng 16n hon 103 Khong duoc cé
' 6. St aureus Khéng dugc c6 17 Khéng duac cé
i i
PR Toles
122 DGi véi bia va cac loai nudc giai khat co do cbn _thép theo qui dinh trong bang 2.

Bang 2

Tén chi tiéu

Mlc

1. Téng s6 vi khudn hiéu khi, s& khudn lac/mi,
khdng 16n hon o h

2. E Coli
3. Cl. Perfringens
4. Vi sinh vat gay duc (quan sat bang mét)

5.Ndm men - mdc, s6 khom nam/mi,
khoéng 16n hon

6. St. aureus/vi khudn gay bénh dudng ruét

Khéng dong chai

Déng chai (hc‘)p)

103

Khoéng dugce ¢é

Khdng dugdc co

102

Khdng dugc co

10°

‘Khéng dudc cé’

Khdng dugc cé
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2  Phuong phap thi e
21 Ldy mau
Theo TCVN 5519 - 1991 (ST SEV 5808 - 86). vl LT

2.2 Xac dinh axit vd vo trong nuéc giai khat

Cyrcy i o0

Nguyén téc cua phuong phap:

Cac nudc giai khat nhan tao pha ché ti nudc dudng vdi axit hdu co (axit xitric, axit tactric hodc axit lactic)
véi d6 chua toan phan tinh ra axit xitric khoang 1g/1000ml, cé pH trén 2. Néu cho thém axit v6 co nhu axit
clohydric, axit nitric, axit Sunphuric 1a nhing loai axit manh, pH sé gidm. C6 thé xac dinh bang pH - mét
hoac b&ng chi thi mau,

221 Dung cy, vat ligu, thudc thil
- pH - mét, 0,1 pH

- Cao lanh sach: rifa cao lanh véi nudc cat dun sbi. Kiém tra nudc ria cho dén trung tinh bang gidy chi thi
mau van nang.

- Dung dich axit xitric C, 1%
Axit xitric khan g
Nudc cat via du 1000m|

- Dung dich tim Metyl 0,1% trong nudc c4t.

222  Tién hanh thd

Sau khi thdy xac dinh dd chua toan phan cua nudc giai khat, tinh va diéu chinh sao cho dé chua (tinh theo

axit xitric) b&ng 0.1%. (N&u nudc giai khat c6 mau, khil bang cach tac 50ml nudc giai khat véi 1 - 2g cao
lanh va lgc, dich loc khdng mau).

- Cho vao 8ng nghiém: , ang 1 éng 2
“Dich loc nude giai khat : 20ml 0
bung diclh axit xitric 0,1% | .0 | ) 7,v20ml
Dung d,i'ch_’_tl"m. metyl 0,1% - 45 giot ‘ 45 giot

Dung dich mAu can thu (6ng 1) khéng dugc co mau xanh luc hon dng dich axit xitric 0.1% (8ng 2).

- C4 thé xac dinh pH ctia dich mau va dung dich d6i ching bang pH-mét (Néu can thiét, xac dinh dinh tinh
cac ion CI', NO3’, S047).



TCVN.5042-1994

23  Xac dinh ham luong kim loai nang

Theo qui dinh hién hanh,

2.4 Xac dinh phim mau

Theo TCVN 5517-1991.
@ OGUTE PRt o

2.5  Xac dinh chit ngot tdng. hop (Saearin, dulcin, cyclamat)
251  Phuong phap héa hoc
2511 Nguyén {ég clia phuong phap

Dua vao cac phan Ung héa hoc dac trung cua sacarin vdi sét Il clorua, clia cyclamat véi Barisunfat trong
méi trudng axit, cla dulcin vdi axit nitric diac dé phat hién ra sy co6 mét clia chung trong nu0c giai khat
khéng cé con. '

2512  Xac dinh dinh tinh sacarin
A. Dung cy va thuéc thi:

- Phéu chiét, dung tich 250ml

- Ong dong, dung tich 50ml, 25ml

- B4t sU chiu nhiét

- Bép cach thay

- Ete etylic TK

- Natri hydroxit TK

- Sat It clorua, dung dich 2% ‘ . v

- Axit sunfuric,dung dich 10% | - | i , - . | C S - '
- Axit clohydric TK,

B. Tién hanh thu:

Cho 50ml mau thd vao phéu chiét dung tich 250mi, sau dé cho thém 5mi axit clohydric dac, 50ml ete
etylic dé tién hanh chiét sacarin. Phan ete etylic dugc gid lai trong phéu chiét, ria 2 1an, mdi lan bang 50ml
nudc cdt. Chuyén phan ete sau khi da rla sach sang bat sU khd sach va lam bay hoi trén bép cach thay
dén gan can va dé ra ngoai tiép tuc lam bay hoi ty nhién cho dén khé, Thém vao can thy duge 1-2 vsen natri
hydroxyt, vai giot nudc va dem dun trén bép dién 3 nhlet dd 200-220°C, sau dé dem lam ngudi, hda tan
bang 10ml nudc cat rdi thém vao dé 15ml axit sunfurlc dung dlch 10%, 3-5 giot sét Il clorua dung dich 2%
néu cé mau tim sim ching td trong miu ¢4 sacarin,

2513  Xac dinh dinh tinh cyclamat

‘A.Dung cy va thuéc thi:
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- C8c ¢6 md, dung dich 250ml

- Ong dong. dung tich 100m!|

- Bari clorua TK

- Axit clohydric TK T
- Natri-nitrit TK.

B. Tién hanh thu

Cho 100ml m&u thi vao céc dot dung tich 250mi, thém vao d6 2g bari clorua, 1ml axit clohydric dac, lac
déu, dé yén 5 phut rdi loc sang cBc¢ khac. Them 0.2g natri - nitrit vao dung dich loc trén, néu xuat hién két
tua trdng cla bari sunfat chilng td miu cé cyclamat.

2514  Xach dinh dinh tinh dulcin
A. Dung cy va thudc thu
5— T sdy digu chinh dugc nhiét do 10°C+5°C
- Phéu chiét, dung tich 250m| |
- Bat st chiu nhnet
- Ong dong, dung tich 100mi, 50ml
- Axit nitric TK

B. Ti€n hanh thd

Cho 100ml mau thd (kiém hoa bang dung dich NaOH dung dich 10% néu can) vao phéu chiét dung tich
250ml, tidn hanh chiét 3 1an mbi 1an 50ml ete etylic. GOp cac phan ete chiét vao mét bat sU sau dé chia
lam hai bat dé bay hoi ¢ nhiét do phong rdi sy khd can trong ti sdy 6 nh|et do 110°C Lay can ra dé ngudi
sau dé 1am dm can bang vai giot axit nitric, thém vao dé 1 giot nudc cit, néu xuat hién két tia mau da cam
hodc mau do gach chung to trong mau co dulcin.

&.5‘.’2? Phuang phap sac ky ban mong
2521 Liy mau
Theo qui dinh chung déi v&i nudc giai khat.
2522 Noi dung clia phuong phap

Chiét tach cac chdt ngot téng hop trong céc loai nudc giai khat bling etylaxetat. C8 dac dung dich chiét
rdi chdm dung dich nay trén ban sic ky I6p mong. Cac vét cham sé dugc nhin thidy hoac dusi anh dén
ngoai cé budc séng 254nm hodc bang cac chat hién mau.

2523  Thiét bi, dung cy, thudc thu
Céac loal dung cy thiét bi dung trong phong thi nghlem va héa chit phai la cac Ioal héa chat TKPT,

- Dung cuy !I’él ban mong

- Dén il ngoai c6 budc séng ngin (254nm);
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- T4m kinh dé trang Idp mong ¢o kich tr;u()c 20 x 20cm. hoc diing ban méng trang sén;
- Bép cach thuy; | |
- Phéu chiét, dung tich 125mi;
- Ong nghiém khéc vach, dung tich 10mi;
- Binh ciu day bang.dung tich 250ml hodc binh tam giac. dung tich 250ml;
- Binh dinh muc, dung tich 10mi, 50mi, 100ml;
- &ng dong, du_r)g‘tl'_cr;\ 50mi, 100ml;
- G8c thuy tinh, dung:tich 100ml;,
- Micropipet c6 vach chia t6i 1l hoac ong mao quan;
- Dung cu sdy khd ban mong (may sdy toc cam tay).
) Axit sunfuric, dung dich (11); - A ,
- Natri hydroxit, dung dich 50%; ‘- _ . v 6¥%
- Ete dau hoa c6 diém i 40 - 70°C; | - "
- Etyi axetat TK;
- H5n hop amoniac - nuéc cat - etanola theo ty 1& thé tich (5:5:10);
- Hé dung méi trién khai:
n. butanol - etanola -.amoniac - nudc theo ty 18 thé tich (40:4:1.9);
- Thuoc thu hnen mau:

{1+ Brom dung dich 5% (pha trong CCi, theo thé tich)
(2)+ Fluorescem dung dICh 025 % (pha trong hdn hOp dqmethylfocmamn etanola (1)
(3)+N-1- Naphthyl ethylendiamin, 2HC}, dung dich 2% {pha trong etanola)

- H&n hop chét chudn: 5mg Ca cyclamat, 10mg Na sacarin, 4mg dulcin trong10ml etanola (1 : 1). Cu 5/4Iﬁ
dung dich nay cd 25uxg cyclamat, 5ug saccarin va g dulcin.

- Sillicagel H. (Merck) hoac Adsorbosilt

- Chudn bi ban mong: Trén déu 30g sillicagel H. vdi 75 - 80ml nuéc hoac 35g adsorbosil 1 vai 50ml nudc.

Rai h6n hgp trén 18n § tdm kinh véi kich thudc 20 x 20cm, ¢6 dd day lép mang 0.25mm. Lam khé cac tam

nay trén 1 g|0 d nhiét dé phong Khong tam khé trong tu say Khéng béo quan trong bmh hat am. Su dung
" ban moéng nay sau 36 gld tU khi chuan bi. .

2524 Tién hanh thy
A. Chudn bi mau va chiét tach chit ngot téng hop

Loai cacbon dioxit (CO3) trong nudc- giai khat bing cach db di d6 lai va lic hoac dun nhe trén bép cach
thiy. Sau d6 18y 50ml m&u cho vao phéu chiét dung tich 125ml. thém can than 10ml dung dich axit sunfuric
(1:1). D& ngudi chiét hai 1an, mdi lan 50mi ete dau hoa, bo I3p ete dau hoda. Phan nudc dude chuyén sang 1
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phdu chiét thi hal, thém 5mi dung dich natri hydroxit 50%, dé ngudi, chiét hai lan, mdi 1an 50 mi etyl
axetat. Loc phan chiét etyl axetat qua Idp béng da dugc ria bing etyl axetat sang mét cé¢ ¢é mé. Lam
bay hoi trén bép cach thuy dén con 5 - 10ml va chuyén sang 6ng nghiém c6 khic vach. Lam bay hoi
tip tyc trén bép cach thuy. Sau d6 hoa tan can thu dugc béng 2,5 ml hdn hgp amoniac - Nudc -
etanola (5 : 5 : 10). Day kin dng nghiém, dung dich nay dung dé chdm ban maong sac ky.

B. Tién hanh chidm va chay séc ky

Ban mong sau khi da dugc chuin bi theo muc (2.5.2.3) trudc khi chdm sic ky phai cao sach 10p sillicagen ¢
canh day va hai canh bén cia ban sic ky véi chidu réng 5mm. Ding but chi nhon va thudc ké danh diu
vach xudt phat cach mép dudi cia ban mong 1a 2,5 cm.'Ding micropipet chdm 3 diém dung dich miu thu
va dung dich chét chudn. Cac diém cach mép clia ban's&c ki ¥a cach nhau 2,5 cm. Duong kinh méi vét
chdm khong dudc qua 0.5 cm nén mdi fan chi chdm khoang i, 1am khd b&ng may sdy toc roi lai cham tiép
cho dén khi hét lugng du’ng dich can phai chdm,

Cham cac vét thd ty nhu sau:

5ul dung dich chiét cia méu thu
5ul dung dich chat chuin

5u1 dung dich chiét clia mau thd di dugc pha loang gdp déi bang hén hop dung dich (hén hop
amoniac - nudc - etanola theo phan 2.5.2.5)

Chim xong dé ban mong khé trong khong khi rdi cho chay sic ky.

Chudn bi binh séc ky:

Dung m6t t0 gidy loc da dugc tam ust béng hon hop dung mél trién khar (2.56.2.3), phu xung guanh

thanh binh phia trong. Sau dé d6 dung méi trién khai vao binh’ v6i do cao 1 cm, day ndp kin binh va dé

yén 30 phit-dé co dugc trang thai bao hda dung méi trong binh. Dat ban mdéng da chdm mau vao binh va

day ndp lai. Khi lugng nudc dung méi dat dé cao 10 cm (khoang 1 gid), nhic ban mang ra, danh diu mic
’dung m&i va lam khd ban mong trong ti hit dén khi khdng nhin thdy vach (khoang 10 pht).

C. Quan s4t ban sic ky

Quan sét ban sdc ky dudi anh dén t ngoai cé budc séng 254nm va khoanh ving vét saccarin phat huynh
quang 4 Rf = 0,5. Sau d6 dat ban sdc ky trong ta hit phun thudc thi hién mau (1) va (2) nhe nhang cho dén
khi xugt hign vét méu hbng ctia cyclamat 6 Rf = 0,3 - 0.4. Phun thudc thd hién mau (3) 1&8n ban mong cho
t8i khi nén chuyén t mau héng sang vang nhat va xuat hién vét dulcin 0 Rf = 0,7. V&t dulcin ¢6 thé cé mau
héng néu h_pap xanh tuy thudc vao diéu kién phun thudc thl hién mau yé dd dam dac clha chat ngot nhan
tao.

2.6  Xéc dmh céac chv tiéu vi sinh vt
261 Chuin bi miu dé kiém nghlém theo TCVN 4887 89 (ST SEV 3044 - 81) 45 va 6.4.

26.2 Pha loing méu kiém nghigm theo TCVN 4881 - 89 (ISO 6887 - 83).



TCVN 5042-1994

263 Xac dinh téng 6 vi khuan hiéu khi theo chr%;»sﬁl}“- %0."

264 Phat hlen vi khuan gay nhay theo TC.VN 5523 1991 (ST SEV 5806 86)
265. Xac dinh t8ng s8 ndm men - méc theo TGVN 5166 - 90.

26.6 Pnhat hién tryc khudn E.Coli

2661 Nguyén tac: nudi cdy mau thd trong mot Ioai méi trudng canh thang chen loc, 6 nhiét do (44+1)°C
trong 24 - 48 gio. Ria cdy 1én bé mat moi truong thach chon loc néu thdy cac mau.cdy duong tinh (duc,
sinh hdi, chuyén mau mai trudng). Nhan dinh sy ¢6 mat cua E.Coli trong miu thu qua cac dac diém hinh
thai va dac tinh sinh hda (lén men lactoza, sinh hoi, nghiém phap' IMVIC},

26.6.2 Thiét bi dung cu

Cac loai thdng dung ctia phong thd nghiém vi sinh vat, dam bao diéu kién vé trung. . i f
2663 Mo trudng dinh dudng va thudc thu (xem phuy lyc).

2.6.6.4 . Trinh ty tién hanh

a) Dung 8ng hit v6 khuan, cdy song hanh vao hai 6ng nghiém co chla mét tro'hg- cac méi frubng canh
thang chon lgc. (phy luc: (5) (6)) mdi 6ng tml mau. thi.

Nudi cac éng da cdy o nhiét do (44 + 1)°C (tu &m hay bé didu nhiét) trong thai gian 24-48 gid.

b) Doc két qua so bd. Néu thdy cac mau cdy am tinh (trong, khdng sinh hoi, khéng chuyén mau moi
truong) thi tiép tuc nudi trong ti &m (hay bé diéu nhtet) (44 = 1°C trong 24 gio nla.

c) Néu cac mau cdy 6 trén cho phan (ng duong tinh-(duc. sinh hoi, chuyén mau méi trudng..) thi tién
hanh ria cdy 1én b& mat méi trudng Endo {phu luc, (9), nuoi dia thach da cdy mau trong ti dm ¢ 37°C
trong 18-24 gio. ‘ : C o iS

d) Trén bé mat thach Endo, néu xudt hién cac khudn lac dién-hinh (mau do hoac hong thu0ng !hUOng co
anh kim) tiép tuc tién hanh nhu sau: ’

~ Nhuém Gram va soi tiéu ban dé quan sét hinh thai 1¢ bao vi khudn.. . .

+ Nghiém phap (IMVIC): Chon khéng it hOn ba khuan Iac dlen hmh (hoéc nghr ngd). cay chuyen b&ng que
cdy. déng thai, sang cac mdi trudng: nudc pepton (phu luc 7) de kuem tra tinh sinh indol. (), méi truong
canh thang (8) dé thd phan tng MR va VP, moi tru0ng thach éng nghleng ‘Simmon (10} dé kiém tra kha
nang déng hoa Xitrat (C). Cac mau cay trén duoc nudi & nhiét dé 37°C.

e) Sau 24 gio. tién hanh thu tinh sinh indol bang cach nhd vao éng nudc pepton da.cady mau khoang
0.2 - 0,3 ml thudc thi KOVACS (1). Phan dng la duong tinh n€u xuét hién trén mat méi trudng mot 13p
mau do; 4m tinh néu chi c6 mau vang nhat hay mau nau nhat.

~ Cac mdi trudng nudi cdy va thudc thd mang s8 thd ty theo phy luc 8 phan cudi tibu chudn.

10N



- Sau 48 gio, thil-phan dng MR va VP bang cach: t 8ng canh thang da.nudi cay (d, 8). Ly ra 0,7 ml dich
cdy cho vao phlé’n thiy tinh (su) 16m (hoac éng nghiém nhd), thém 0,iml dung dich a - naphtol 5% (trong
con), 0,tml ‘diing ‘dich KOH '40%, vai tinh thé Creatm (nBu co). D8.yén trong 2-gid, phan Ung VP la duong
tinh néu xuét hién mau héng.

- Ph#n dich ¢y con lai trong ong nghiém dem thd phan Ung MR; thém 5 giot dung dich dé metyt, néu moi
trudng chuyén sang mau dé 1a phan ung (MR) duong tinh.

- Sal 24-72 gio, quan sat vét cdy trén &ng thach nghiéng Simmon: néu khéng thay vi khuan moc, khong
lam chuyén mau mdi truong thi phan dng la am tinh (C). (Phan uUng fa duong tinh khi mdi trudng bi chuyén
t mau fyc nhat sang xanh lam).

2665 Nhan dinh va bao cao két qua

Miu thi dugc coi 1a c¢é E.Coli néu phat hién tryc khuan ngén Gram ém khong sinh bao td, 1én men lactoza,
smh hai, va cho phan Ung IMVIC loai (++--) hoac (- +--) -

.2.6‘6.6 Dinh lugng E.Coli: st dung phuong phap mang loc (TCVN 2680 - 78, phén 6.2).

26.7 Xéc cfmh truc khuan Cl Perfrungens (co thé tién hanh theo TCVN 4991 - 89), neu du dleu kién thiét bi
va moi truong, hoa chat)
2.6.7.1 Nguyén tac

Nudi cdy 10mi mau thd hay dich pha lodng mau thi trong 6ng mai trdong thach chon loc (nudi cay sau), xu
ly nhiét d& 6 80°C trong 10 phut sau khi cdy mau, lam lanh ngay va dua vao nudi trong tu dm 6 37°C trong
24 - 72 gio.

Nhan dinh sy cé mat cua ClPerfringens qua dac diém hinh thai va ‘tfnh sinh hoa.
26.7.2 Thiét bi, dung cu
Céc‘loai théng dung ddi vai phong thu 'nghiér'h yi"sinh vat,
b2.6.7.3 - Méi trudng dinh dudng va thudce thd (phy luc).
2674 Cach tié'n hanh

Dung dng hut vd khuan, hut 10 ml d!Ch mau thu hoac dich pha loang, cay vao 2 ong mai truong Wilson-Blair
(1) hoac SPS. (Sunhte polymxnn -sufadiazine) (12) (da dudc dun tan chay va dé nguoi dén 45 - 50°C), lac
tron 6ng dé trén déu miu trong méi truong. Dat ong da cdy méu vao bé diéu nhiét hoéc dun cach thay d.
80°C trong thoi gian 10 phat, lay ra lam lanh ngay dudi voi nudc chay, hodc trong tu lanh, khi thach déng.

dua 6ng-m§uvvao nuéivlrong‘tu dm 38 37°C trong 24 - 72 h.

Sau 24 glo doc ket qua so bo.

Cl. Perfrmgens tao nén cac khuan.lac tron, mau den, cé duong kinh khoang imm trd 1én (sau 24 gio). dé lau
cac khudn lac sé 16h hon (dudng kinh 4 - 6mm), co thé xuat hién cac vét nit hay bot khi trong cét thach do
hién tugng sinh hai.

(N8u trong moi trudng xuat hién nhiéu khuan lac tap hodc nghi ngg, tién hanh thuan khiét gidng.va kiém
tra tidu ban qua kinh hién vi, dong thdi tién hanh cac phép thd vé tinh di dong, kha nang khu nitrat.. (tham’
khdao TCVN 4991 - 89).
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26.75 Nhan dinh va bao cao két qua

Danh gia sy c6 mat cua ClPerfringens qua viéc phat hlen Cac khuan lac dién hinh trong méi trudng thach
chon loc khi nubi cdy mau thil trong cac digu kién xac dinh & trén,

Nha bao (bao t) ClPerfringens bén d nhiét:dé80°C trong 10 phut -khi: phat trién trong méi truang cé sulfit
6 kha n&ng sinh H,S lam khuén lac c6 mau den. . ‘

ClPerfringens la vi khudn dang thing (que) Gram duong cé hinh thanh bao ti, khéng di. ddng, va mot vai
ching cé kha nang khu nitrat. :

C6 thé tinh s@ Iuong ClPerfringens cho tml san pham bang cach: 14y trung binh céng clia 2 s8 dém dugc 6
2 6ng thach c8y miu, chia cho 10 (néu cdy 10ml mau nguyén chat), hoac tmh qu1 d01 néu cay 10ml tu cac
dich pha loang thap phan clia mau thu.

2.6.8 Phat hién tu ‘cau khuén St.aureus

26.81 Nguyén tic S . /

Nubi cdy mau thi trong madi truong long tang sinh chon |oc sau do ria cay trén bé mat moi tru0ng thach
chon loc trong dia Petri. Nubi m&u cdy 6 37°C trong 24 - 48 gid nhén dinh sy c6 mat clia Staureus theo
cac dac diém nudi cdy, hinh thai va dic tinh sinh-hoa.

26.82 Thiét bi vé dung cy nudi céy

DT e

Céc loai théng dung cua phbng thu ngmgm vi smh dam bao dleu kién vo trung
26.83 Mai trudng dinh dudng va thudc thu (phy luc).

26.84 Cach ti€n hanh

Dung éng hit vé khudn, hat 1ml dich mau thu, cay vao 2 6ng mdi trudng canh thang tang sinh chon loc (13
ho&c 14) 1&c nhe dé trén mAu vao mdi trudng. Nudi mau cdy trong td &m 8 37°C frong 24 gid.

TU cac 8ng da cdy o trén, cdy chuyén béing cach ria cdy lén bé mat mdi trudny thach dia (15 a, b) (da duock
dé td trudc va lam khd mat thach) sao cho nhan dugc cac khuan lac riéng ré.

Nudi cac dia thach nay 6 ti &m 37°C trong 24 - 48 gio. Trén moi truong thach Mannit - mudi, Staureus hinh
thanh cac khudn lac tron, 18i, béng, dudng kmh 1 1 - 3mm. Khudn lac v& méi truong xung quanh ching co6
mau vang sang hodc hoi sAm (sau 24 h). Sau 48 gio, duong kinh khudn lac t&ng l&n, mau khuan lac va mdi
truong xung quanh tré nén vang sidm hon

Dé khdng dinh, chon vai khudn lac dic trung tién hanh lém tiéu ban, nhuém Gram va soi kinh hién vi, néu
phat hién hinh thai t& bao vi khuan dién hinh hodc nghi ngd, cdy chuyén vao 6ng mai trudng canh thang
dextroza (16), nudi 6 37°C trong 24 gid dé thu phan Ung coagulaza. Sau 24 gio Idy 0,imi dich cdy trén
chuyén vao mdt 8ng nghiém nho, cé sin 0,3 - 0,5ml huyét tuong thd (») ldc tron hén dich, dat vao tu dm o

37°C, cung vdi 1 8ng nghiém déi ching c6 chlda 0,mi canh thang vo khuan (16) voi cung lugng 0,3 - 0,5ml
huyét tuong.

=) C6 thé ding’ huyBt tudng thé (c6 dic) cua cac héing héa chdt sinh hoc, pha ché dé su dung theo ding chi dén cia nha san xuft.
Hode. ding huydt tudng tach tU mau thd, pha loding 6 tin bing nudc mudi sinh Iy (85%) v tring. Kidm tra chat ludng huy8t tuong (xem &6
ty déng?) trudc khi thd phan Ung Coafulaza. '
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TGV 5042-1994

Doc két qua sau 2.4 va 6 gio. Néu phan ung am tinh, gid cac éng nghiém trén 0 nhiét dé phong trong 24
gi® rdi danh-gia két qua.

Staureus cho phan Ung Coagulaza duong tinh (huyét tuong trong 8ng nghiém thu déng lai).
26.85 Nhan dinh va bao cao két qua

MAu thi dugc coi la co Staureus khi nuéi cdy trong cac diéu kién xac dinh trén, phat hign cac khuén lac
dac trUng tidu ban cho thdy vi khudn dang céu, Gram duong, s&p xEép hinh chum nho thanh dam hoac
tung cap. lén men dudng manitol lam chuyén mau mdi trudng chapman U do sang ‘vang. Phan ung
coagulaza duong tinh.

2.6.9 Xac dinh vi triing gay bénh duong ruét theo TCVN 5518-1991 (ST SEV 6078-87).

-4
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TCVN 5042-1994°
P'hu luc
Mbi trudng dinh dudng va thuc thi

xac dinh cac chi tiéu vi sinh vat +

* Pt hién vi khudn E.Coli

1) Thudc thil indol (Kovacs)

p-dimetylaminobenzaldehyt - ’ - 50¢g ' Ly
Con Amylic (Ahoéc isoamylic) - 75049
axit clohidric (HCl) 420 118 dén 119 g/ml 250 ml

Gid dung dich trong lo kin, sdm mau, t8t nhit ¢ khoang 4°C. Thudc thy phai cd mau vang nhat hay nau
nhat,

2) Dung dich do Metyl
Do metyl ) ‘ 00tg

Hoa tan trong 30m! c6n 90°, b6 sung nude cat dén 50mil.
3) Dung dich « - naphtot trong con, 5%
4) Dung dich kali hydroxit 40%

§) Mdi truong canh thang EC (méi trudng chon loc)

Tryptose (hoac moét loai casein hydrolysate) 20g
Lactoza 5g

Musi mat N°3 (oxoid. difcov.v..) 159

Kali hydrophotphat (K,HPO,) 4,0g
Kali dihydrophotphat (KH,PO,) 15¢g
Natri clorua (NaCl) 509
Nudc cat 1000,0m!

Hoa tan cac thanh phan, dun dén séi, nu can, digu chinh pH sao cho cudi cung la 6,8 + 01 Phan phéi méi
trudng vao ng nghiém 18 x 180mm co éng Durham. Thanh trung bang ndi hap (autoclave) 8 nhiét dé 121°C
trong 15 phut.
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* TCVN 5042-1904

6) Mdi trudng canh thang lacto - axit aboric

TR

Pepton 20g
Lactoza 59
Kali hydrophotphat (K,;HPO,) 12,29
Kali. dihydrophotphat (KH,POy,) L 419
Axit boric 3.25g
Nudc cat , 1000m|
Natri clorua (NaCl)- 509

Hoa tan cac thanh phan, néu cén thiét dun sdi dé hda tan hoan toan. Phan phéi vao cac éng nghiém co
6ng Durham. Thanh tring & nhiét do 121°C trong 15_phiit.

h

7) Nudc Pepton (trypton)

Pepton (hay trypton) . g
" 'Natri Clorua (NaCl) ‘ 59
Nudc cat 1000 m!

Hoa tan cac thanh phan, phan phéi vao cac 6ng nghiléfh',{théh‘h tmngd e trong 5 phht.

8) Mbi trudng canh thang dé thd phan (ng Metyl dé (MR.) va Voges-Proskauer (VP) (Mai trudng Clark-lubs)

Pepton ' 5¢
Glucoza 59

2 Kali hydrophotphat (K,HPO,) ' 5g
Nudc cat : 1000 mi

Dun nhe, khudy cho tan hét cic thanh phin, diéu chinh sao cho pH cudi cung 1a 61 + 0,1 Thanh tring méi
trudng 4 nhiét do 121°C trong 15 phit. '

9) Méi trdong Endo

Pept-o‘n 7 10g

Lactoza 10g

Kali hydrophotphat (K,HPO,) 354

Natri sulphit 25¢g

Thach bét (aga) . 12 - 15 g (thy loai chét lugng)
Nudc cat _ 1000 ml-
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TCVN 5042-1594

Dun dén séi, khudy dé hoa tan cac thanh phan. Thém vao moi trudng 4mi dung dich 10% fuchsin base
trong con etylic 96° pH cudi cung cua méi trydng 1a.7,5. Thanh tring & 12°C trong 15 phut.

10) Mdi trusng simmon (xitrat) o
Amoni dihydrophotphat (NH4H,PO,) : g
Magie sunphat (MgSQ,) | ‘ 02g
Kali hydrophotphat (K,HPO,) . 10g
Natri xitrat ) 20g
Natri clorua (NéCl)v - 50¢g
Thach (agari bot o 2-15¢
Nudc cat ‘ fOOO ml
Bromothymol xanh 008 g

Hoa tan cac mudi vao nudc, thém thach, dun séi cho tan hoan toan, pH cudi cung clia méi trudng 1a 6,8. Loc
cho trong. néu cén. Phan phdi vao cac 8ng nghiém. Thanh trung & 121°C trong 15 phit. LAy ra, dé hoi ngubi,
d&t nghiéng éng. :

* M&I trudng phaét hién vi khudn CI. Perfringens

1) M6i truong Uynxon - Ble (Wilson Blair, cai tién)

Cao thit 50 g

Pepton | 10,0 g

Natri Clorua (NaGCl) 504 . , ‘
Glyucoza ‘ , 200 ¢

Nudc cat , ; 1ooo,o.m|, _

Thach (Aga) (bot) - 15,0 g (thy loal)

(Cé thé dung 1000 ml nudc thit co.ban thay cho thit cao va nudc cét).

Dun s6i va dé hoa tan hoan toan thanh phan. Phan phéi vao 6ng nghiém 20 x 220 mm, méi éng 20 ml moi
truong.

Thanh trung ¢ 121°C trong 15 phut.
Trudc khi su dyung, dem dun tan chay.
Thém vao méi 6ng (béng thao tac vé trung) 2,0 mi dung dich Na,S0;4 20%.

Va5 giot dung dich phén sit améni 5% (NH,Fe(S0,),12H,0).



12) M6i truong S.P.S (Sulphite-polymyxin-Sulphadiazine) (theo Angoletti)

Pepton (tJ casein)
Cac men

Xitrat s&t ()

Natri sulphite
Polymyxin B Sulphate
Sulphadiazin Natri
Thach bét (agé-ag_a)
Nudc cat

h - pH cubi cungiclia mdi trudng la'70 =0

509

004g

05g

05¢g
0,01
012
14,0

1000,0ml

TCVN 5042-1994-

(Truéng hop c6 sdn méi trudng khé clia cac hang hoa chét, co thé dung thay thé, theo chi ddn cia nha san

Xudt).

Cac thanh phan trén dun tdi sbi, khudy ‘cho tan-hét. Phan phdi vao 8ng nghiém va thanh trung nhu méi

truong (1).

¥ MOi truong phat hién vi khuén tu cau vang (Staureus) ..

13) Méi trudng canh thang mudi man (tang sinh éhon loc)
Cao thit
Pepton
Natri Clorua (NaCl)

2

Nudc cat

5049
100g
75049

1000,0 mi

(Cé thé thay cao thit va nudc cat bang 1000 ml nudc thit cd ban).

Chinh pH bing 7.4.

Dun néng dé hda tan ddu cac thanh phin. Phan phéi vao cac ng nghiém 18 x 180 mm. Thanh triing & 121°C

trong 15 pht.

14) MGi trudng canh thang Mannit - mudi (tang sinh chon loc).

Pepton panoreatic
Cao men

Mannitol

1709
304g

10049
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Natri Clorua (NaCl) L7504
Do phenol S 0025g

Hoa tan tdi s6i cho tan hét cac thanh phan, chith pH sao cho cudi cung pH = 7.4 + 0.1 Phan phéi vao cac
&ng nghiém 18 x 180 mm. Thanh trung ¢ 121°C trong 12 phit.

15) MGi truong thach Mannit-mudi (Chapman, cai tién)

a) Canh thang mudi man (13) ) 1000 ml
Mannitol | _ 16,0 g
Do phenol ' : : 0,02.5 g
Thach bét (agar) ; 150 g (tiy I(;ié_i) '

Pun s6i ky cho tan hét thach, phan phdi vao cac binh cé dung tich thich hop. Thanh trung ¢ 121°C trong 124
phut. ‘ S
b) Canh thang (14) , 1000 ml

. Thach (agar-agar) bot = . _ . - 15,0 g (tuy loai) - - - -

Phan ph8i va thanh tring nhu trén.

16) MbI truong canh thang dextroza (glué‘dz‘é): R

Cao thit 30g

Pepton | - 100g-

Natri Ciorua 50 g |

Dextroza (Glucoza) . 504 ' o o €
Nudc cét - 10006 mi - |

(C4 thé dung 1000 ml nudc thit co ban thay ché cao thit va nudc c4t).

Dun néng dé hoa tan hét cac thanh phan, chinh cho pH cudi cung la 7,4. Phan phdi vao cac éng
nghiém 18 x 180 mm. Thanh trung 4 121°C trong 12 phit.
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