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Xuat ban l1an 1

VI SINH VAT TRONG THUC PHAM VA THUC AN CHAN NUOI -
. PHUONG PHAP DINH LUGNG STAPHYLOCOCCI CO PHAN
(NG DUONG TiNH VOI COAGULASE (STAPHYLOCOCCUS
AUREUS VA CAC LOAI KHAC) TREN DIA THACH

PHAN 3: PHAT HIEN VA DUNG KY THUAT PEM SO
cO XAC SUAT LON NHAT (MPN) DE DEM SO LUGNG NHO

Microbiology of food and animal feeding stuffs — Horizontal method for the enumeration

of coagulase-positive staphylococci (Staphylococcus aureus and other species)

Part 3: Detection and MPN technique for low numbers
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La&i gidi thiéu

Do tinh da dang cia thuc pham va thitc &n chan nudi nén phuong phap nay cé thé khéng thich hdp dén
ttmg chi tiét cho timg san phdm cu thé. Trong trudng hgp nay, cb thé sir dung cac phuong phap khac
d@ac trung cho ting san phdm, néu hoan toan chi vi ly do k¥ thuat. Tuy nhién, can ¢ ging ap dung
phuang phap nay khi cé thé.

Khi tiéu chudn nay dudc soat xét tiép thi can phai tinh d&n moi théng tin lién quan dén pham vi ma
phuong phap dém dia nay phai tuan theo va cac nguyén nhan gay sai léch so vdi phuong phap trong
truéing hop cac san phdm cu thé.

Viéc hai hoa cac phuong phap thlr cé thé khéng thuc hién dudc ngay va ddi vai mot vai nhom san pham
co thé ton tai cac tiéu chudn qudc té€ va/hoic tiéu chudn quéc gia ma khéng phu hop vdi tiéu chudn
nay. Trong trudng hop c6 sén tiéu chudn qudc t& cho san phdm can thir nghiém thi phai tuan theo tidu
chudn d6. Hy vong rang khi cac tiéu chudn nhu thé dugc soat xét, thi chung phai dugc sifa ddi dé phu
hop vdi tiéu chudn nay, sao cho cudi cling chi con céc sai léch véi phuong phap dém dia nay la cac Iy
do ky thuat dugc thira nhan.
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Xuat ban 1an 1

Vi sinh vat trong thuc pham va thic &n chan nudi -
Phuong phéap dinh lugng staphylococci cé phan ting dudng tinh

véi coagulase (Staphylococcus aureus va cac loai khac) trén dia thach
Phan 3: Phat hién va dung ky thuat dém sé
c6 xac suat I6n nhat (MPN) dé dém s& lugng nhd

Microbiology of food and animal feeding stuffs — Honzontal method for the enumeration of

coagulase-positive staphylococci (Staphylococcus aureus and other species) -

Part 3: Detection and MPN technique for low numbers

1 Pham vi ap dung

Tiéu chudn nay qui dinh phuong phap phat hién va dinh lugng staphylococci cé phan (g dudng tinh
vdi coagulase trén dia thach bang ky thuat dém sd cb xac suét 16n nhat (MPN). Tiéu chudn nay co thé

ap dung cho:
"~ cac san pham dung cho con ngudi va thic an chan nudi, va
-~ cac mau méi trudng trong khu vuc san xudt va xtt ly thuc pham.

Tiéu chudn nay dugc khuyén cao &p dung cho cac san phdm khi udc tinh tinh staphylococci cé6 mat
trong san phdm vdi s& luong nhd, vi du nhu cac san phd&m khé. Staphylococci ¢é phan (ng dudng tinh
/01 coagulase ban dau la cac Stapylococcus aureus nhung Stapylococcus intermedius va mét s& ching

cua Stapylococcus hyicus cling sinh ra coagulase.



TCVN 4830-3 : 2005
2 Tailidu vién din

Cé4c tai lidu vién dan‘sau 14 rat can thiét cho viéc ap dung tiéu chudn. DSi vi cac tai liéu vién dan ghi
nam ban hanh thi ap dung phién ban dudc néu. B&i véi cac tai liéu vién dan khéng ghi ndm ban hanh

thi ap dung phién ban méi nhat, bao gém ca cac silra ddi.

TCVN 6507 (ISO 6887) (tat ca cac phan), Vi sinh vat trong thuc phdm va thic &n chan nudi - Chuén bi
mau thir, huyén pht ban dau va cac dung dich pha lodng thap phan dé kiém tra vi sinh vat.

TCVN 6263 (ISO 8261), Sira va cac san phdm sira. Chugn bi mau thir va cac dung dich pha loang dé

kiém tra vi sinh.

TCVN 4830-1 : 2005 {ISO 68881 : 1999, with amendment 1 : 2003), Vi sinh véat trong thuc pham va thifc an
chan nudi — Phuong phap dinh lugng staphylococci ¢ phén (g dudng tinh vai coagulase (Staphylococuss
aureus va loai khac) trén dfa thach. Phan 1: Ky thuat st dung mdi trudng thach Baird-Parker.

TCVN 4830-2 ; 2005 (ISO 6888-2 : 1999, with amendment 1 : 2003), Vi sinh vat trong thuc pham va thitc
an chan nudi - Phuong phap dinh Iugng staphylococci ¢6 phan (ng duong tinh vdi coagulase
(Staphylococuss aureus va loai khac) trén dia thach. Phan 2: Ky thuat st dung méi trudng thach fibrinogen
huyét tuong thd.

TCVN 6404 (1SO 7218), Vi sinh vat trong thuc phdm va trong thifc &n chan nudi — Nguyén tac chung dé

kiém tra vi sinh vat.

ISO/TS 11133-1, Microbiology of food and animal feeding stuffs - Guidelines on preparation and
production of culture media — Part 1: General guidelines on quality assurance for the preparation of
culture media in the laboratory (Vi sinh vat trong thuc pham va thic &n chan nuoi - Hudng dan chuan oi
va'tac mdi trudng cdy — Phan 1. Cac hudng dan chung vé dam bac chat lugng che viéc chudn bj ma

truong cay trong phong thit nghiém).

ISO/TS 11133-2 : 2003, Microbiology of food and animal feeding stuffs - Guidelines on preparation
and production of culture media — Fart 2: Practical guidelines on performance testing of culture med;a
(Vi sinh vat trong thuc phdm va thic an chan nudi - Hudng dan chudn bi va tao méi trudng cay -

Phan 2: Cac hudng dan thuc hanh vé kiém tra tinh nang cla méi truang cay).

3 Thuat ngr va dinh nghia

“ Trong tiéu chudn nay sir dung cac thuat ngit va dinh nghia sau day:

grapiviosoosi oo oRap o duong tnh vadi coagulass oo T T
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vi khuan hinh thanh cac khu&n lac dién hinh va/hodc khéng dién hinh trén bé mat mai trudng cay chon
" loc va cho cac phan (mg duong tinh véi coagulase hoac phan (ng huyét tuong thd dac trung trén thach‘
fibrinogen huyét tuong tho.
CHU THICH: Tiéu chudn nay khang dinh staphylococci c6 phan (mg duong tinh véi coagulase dugc dua trén
phan ng duong tinh v&i coagulase manh, nhung phai céng nhan rdng mét sé chling staphylococci ¢6 phan (mg
duong tinh véi coagulase nhung cho cac phan ing duong tinh véi coagulase yéu. Cac chiing nay c6é thé nham véi
cac vi khudn khac nhung ching cé thé dudc phan biét bang cac th( nghiém bd sung nhu vidc tao ra

thermonucleasa (vé chi tiét, xem |DF 83).

3.2

dinh lugng staphylococci cé phan img duong tinh véi coagulase (enumeration of coagulase-positive

staphylococci)

viéc xac dinh sé lugng staphylococci ¢ phan ing dudng tinh v&i coagulase tim thdy trong mét gam
hosc mat mililit mau khi ti€n hanh thir nghiém theo phuong phap qui dinh trong tiéu chuén nay.

4 Nguyén tic

4.1 Phuong phap phat hién

4.1.1 Cdy Ién mdi trudng chon loc mét lugng mau thif qui dinh, néu san phdm ban dau & dang 1&ng,
hoac mét luong huyén phu qui dinh ban ddu néu cac san phdm & dang khac .

4.1.2 U cac 3ng trong méi trudng ky khi & 37 °C tif 24 h dén 48 h. Su cé mat cla staphylococci gia
dinh cé phan (ng duong tinh vdi coagulase dugc chi thi bdi su khir kali telurit,

CHU THICH: Trong tiéu chudn nay, méi trusng ky khi thu dugc bang cach rét thach hoac paraffin day Ién phia

trén méi 6ng, nhung ciing c6 mdt cach khac la U cac 3ng nay trong binh hoac trong ti &m trong cac diéu kién ky khi.

4.1.3 Cd&y |en bé mat méi trudng Baird-Parker dac chon loc cac khudn lac 18y tif cac 6ng duong tinh

gia dinh (4.1.2) sau 24 h va tat ca cac dng con lai sau 48 h.

4.1.4 Tat ca cac 8ng dugc cdy & 37 °C tif 24 h dén 48 h. Su c6 mat cla staphylococci gia dinh c6 phan
{mg duong tinh vai coagulase dudc chi thi bdi su khif kali telurit va phan (mg vdi long d6 trimg.

4.1.5 Cac khuan lac dién hinh va/hodc khdng dién hinh dudc khang dinh bang phan (mg vdi coagulase.

4.1.6 Cach khac, c6 thé cay lén bé mat thach fibrinogen huvét tuong thd, sau khi U &m thich hoo. su
Sa mar ~oa stachyiceses: o6 ohan Ung dudng tinh véi coagulase dudc chi thi bdi cac khudn lac cho thay

“ FZe tng
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417 Két qua la “cd mat” hay "khéng cé mat” staphylococci cé phan (g duong tinh véi coagulase

trong x g hay x ml san pham.
4.2 Phuong phap dinh lugng
4.2.1 Cac day dung dich pha loang san phdm dugc c4y vao mai trudng cdy 16ng chon loc.

4.2.2 Cac 8ng dudc ( trong diéu kién ky khi & 37 °C tir 24 h dén 48 h. Su c6 mat cua staphylococci cé
phan (g dudng tinh véi coagulase gia dinh dugc chi thi bdi su khif kali telurit.

CHU THICH: Trong tiéu chudn nay, méi trudng ky khi thu dudc bang cach rét thach hoac paraffin day |én phia

trén mdi 8ng, nhung ciing cé mét cach khac 1a U cac 8ng nay trong binh hodc trong t& dm trong cac didu kién ky khi.
4.2.3 Céy 1én bé mat méi trudng Baird-Parker d4c chon loc cac khudn lac 18y tir cac 8ng duong tinh

gia dinh (4.2.2) sau 24 h va t&t ca cac 8ng con lai sau 48 h.

4.2.4 U cac 6ng nay & 37 °C tir 24 h dén 48 h. Su cb mat cua staphylococci gia dinh cé phan (mg
duong tinh vdi coagulase dudc chi thi bdi su khir kali telurit va phan (ng véi long dé trimg.

4.2.5 Cac khuan lac dién hinh va/hosic khéng dién hinh dudc khdng dinh bing phan (ng véi coagulase.

4.2.6 Cach khac, co thé cdy lén bé mat thach fibrinogen huyét tuong thd, sau khi & dm thich hop, su
c6 mat clia staphylococci c6 phan (thg duong tinh véi coagulase dudc chi thi bdi cac khudn lac cho thay

cd phan (ng vdi fibrinogen huyét tuong thd dac trung.

4.2.7 S6 cé xac sudt Ién nhat cla staphylococci cé phan ing duong tinh véi coagulase trong mot gam
hay trong mét mililit san pham tinh dudc béng cach déi chigu véi cac bang s6 cé xac sudt 16n nhat cho
cac d6 pha lodng khang dinh (4.2.5 hoc 4.2 8).

5 Dich pha loang va méi trugng cay

D8i vai phong thir nghiém, xem TCVN 6404 (1ISO 7218).

Cac hoa chat dude s dung dé chudn bi méi trudng cdy va thudc thdr phai cé chat luong tinh khiét
phan tich.
5.1 Dich pha loang

" Xem phan tuong (ing cia TCVN 6507 (ISO 6887), hodc TCVN 6263 (ISO 8261), hoac tiéu chudn riéng

lién quan dén san pham can kiém tra.

3.2 Méi rudng Siolitti va Cantoni cai bién



5.2.1 M@i trudng co ban

5.2.1.1 Thanh phén

Oy -220-2 1 20y

[ Mbi truiing néng d kép | Mai truting ndng dé don

|

1 Pepton tir casein 20,0g 100g

\ Cao thit 10,0¢ 50g

‘ Cao men 100g 50g

l Liti clorua 100g 504

| Mannitol 40,0g 200¢
Natri clorua 10,0g 5049
Glyxin 2449 1.2g
Natri pyruvat 60g 30g
Polyoxyetylen sorbitan mono-oleat (Tween 80) 20g¢ 104g

E Nudc 1000 ml 1000 ml

5.2.1.2 Chuan bj

Hoa tan cac thanh phén trong nuéc, béng céch dun néng va khudy, néu can, dé thu dugc dung dich

hoa tan hoan toan. Lam ngudi dén nhiét dé6 phéng va chinh pH sao cho sau khi khif triing pH cudi cling

la 6,9+ 0,2 néucan.

.Phan phéi mai trudng véi cac lugng thich hgp vao cac dng nghiém cé kich thudc phi hop (vi du: déi vi
moi trudng néng dé don, dung éng 16 mm x 160 mm, déi vdi modi trudng ndng dé kép thi dung éng
* 20 mm x 200 mm).
Khir triing 15 phut trong ndi hdp ap luc & 121 °C.

5.2.2 Dung dich kali telurit

5.2.2.1 Thanh phian

| Kali telurit  (K,TeQ,) 109

Nitfée S 100 mi |
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5.2.2.2 Chuan bi

Hoa tan kali telurit trong nuéc béng cach dun néng rat nhe.

Bot phai dé tan. Néu co méat chat khong tan mau trang trong nude; thi loai bé kali telurit.

Loc qua mang loc cd 16 0,22 um dé khit triing.

Dung dich c6 thé bao quan dudc t6i da mét thang & nhiét d6 3 °C = 2 °C.

Loai bd dung dich néu cé két tla mau tréng.

5.2.3 Méi trurdng hoan chinh

Ngay trudc khi st dung, dun néng méi trudng co ban (5.2.1) 15 phat 3 100 °C d8 dudi hét khang khi.

Lam ngudi dén nhiét do tir 44 °C dén 47 °C va bing k¥ thuat vo tring cho thém vao méi 8ng dung dich

kali telurit (5.2.2): 0,1 ml d8i véi méi trudng néng dé don va 0,2 mi déi véi méi trudng ndng d6 kép.
5.2.4 Thirtinh ning dé dam bao chat lugng mai trudng ciy

P& xac dinh tinh chon loc va nang suat, xem ISO/TS 11133-1. Bang 1 cho thdy chuén ci thdr nghiém

tinh nang clia méi trudng Giolitti va Cantoni cai bién.

Bang 1 - Chuin cir thi nghiém tinh ning clia méi trudng Giolitti va Cantoni cai bién

1 [ i

Chirc Chédo U [ Cac chiing kiém tra ! Méi truéng | Phuong phap Chuancd |

ning i ] chuin kiém tra l

: T T -

| | Staphylococcus aureus ATCC 6538 P | i

i | hodic Staphylococcus aureus ATCC 25923 | ‘ | >10 khudn lac |

' Naing sust | 37°C trong | cong vdi chdng canh tranh EE,coJ.- ATCC .| | Bandinh | trén mai trudng |
| 48h | 8732 ho&c 25922), hodc chung tuong tu | | long chon loc

dugdc dang ky trong cac bé khac | [ |

i | ]' } . —

| | I Escherichia coli ATCC 25922 hodc 8739 ‘ -_ | Khomamoctrag: |

| Tinh chon | 37°CHrong | hoac chiing tuong ty dugc dang ky trong | TSA | Bandinh TO' truong” |

loc | 48h  "cacbé khac ! g | Kwngchonloc

5.3 Maéi truang thach (20 g/l)

5.3.1 Thanh phan

|
i Thach - 159dén20g” |
|

| Nuéc 1000 ml |



5.3.2 Chuan bi
Hoa tan thach trong nudc bang cach dun sdi va khix tring 15 phat trong ndi hdp ap luc d 121 °C.

- Lam ngudi dén nhiét do tir 44 °C dén 47 °C trude khi st dung. R6t vao cac éng nghiém ¢b6 dung tich
thich hogp. Bao quan theo TCVN 6404 (ISO 7218).

5.4 Moi trueng thach Baird-Parker
5.4.1 Thanh phin va chuin bj
Xem 5.3 cla TCVN 4830-1: 2005 (ISO 6888-1 : 1999, with amendment 1 : 2003).

5.4.2 Thirtinh nang dé dam bao chiat lugng méi trudng cay

D& xac dinh tinh chon loc va nang suat, xem ISO/TS 11133—1. BGi véi cac chudn cir, xem Bang B.1

clia ISO/TS 11133-2.

5.5 Moi truong thach fibrinogen huyét tuong thé (xem [6] va [7])

5.5.1 Thanh phén va chuin bj

Xem 5.3 cla TCVN 48302 : 2005 (ISC 6888—2 : 1999, with amendment 1 - 2003).
5.5.2 Thif tinh nang dé dam bao chit lugng mai trusng cay

Dé xac dinh tinh chon loc va nang suat, xem ISO/TS 11133—1. D&i véi cac chudn ci, xem Bang B.1

cla ISO/TS 11133-2.

5.6 M0i trudng canh thang ndo—tim (Brain-heart infusion broth)

5.6.1 Thanh phan va chuan bj

Xem 5.4 clia TCVN 4830—1 : 2005 (ISO 6888—1: 1999, with amendment 1 - 2003).
5.6.2 Thu tinh nang dé dam bao ché’t Iugng mai trudng cay

D& xac dinh tinh chon loc va nang suat, xem ISO/TS 11133—1. D8I véi cac chudn ci, xem Bang B.4
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5.7 Huyét tuong tho

Xem 5.5 clia TCVN 4830—1 : 2005 (1SC 6888—1 : 1999, with amendment 1 : 2003).

6 Thiét bi va dung cu

CHU THICH: C& th& ding dung cu thuy tinh sr dung mét 1dn thay thé cho cac dung cu thuy tinh s dung nhidu

l&n néu chang cé cac dac tinh thich hop.

S{ dung cac thiét bi, dung cu cta phong thir nghiém vi sinh thong thudng [xem TCVN 6404 (ISO 7218))

va cu thé la:
6.1 T4 am, c6 thé hoat dong d 37 °C = 1°C.

6.2 Tu sdy hoic 16 say, dugc thong gid bang ddi Iuu, c6 thé duy tri nhiét 6 tir 37 °C dén 55 °C. Cé
thé sir dung t0 quat gi6.

6.3 Dia Petri, v6 trung.

6.4 Que cay vong, bang platin-iridi, niken-crém ho&c chat déo, dudng kinh khodng 3 mm, ho3c cac

que cdy vong 10 pl vé tring s dung mot 1an va cac kim cdy sdu bang chét liéu tuong tu.

6.5 6ng nghiém, cé dung tich thich hgp (vi du: 16 mm x 160 mm, 20 mm x 200 mm v& 10 mm x 75 mmj.
6.6 Pipet chia dd, c6 dung tich danh dinh 1 ml, dugc chia vach 0,1 ml va c6 16 xa v&i dudng kinh hgp 1y,
6.7 Noi cach thiy, c6 thé hoat déng & nhiét do tir 44 °C dén 47 °C va & 37 "C.

6.8 Dao, dé cat thach.

6.9 Binh ky khi.

7 Lay mau

Diéu quan trong la phong thir nghiém nhan dugc dung mau dai dién va khéng bi hu hong hoac bién ddi

trong suét qua trinh van chuyén va bao quan.

Viéc 18y mau khong qui dinh trong tiéu chudn nay. Néu chua cé tiéu chudn riéng vé 18y mau cho san

pham tuong (ng, thi cac bén cd lién quan tu thod thuan vé van dg nay.
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8 Chuin bi mau thi

Viéc chudn bi mau thlr theo cac phan thich hop clia TCVN 6507 (ISO 6887), hoac TCVN 6263 (ISO 8261),
 hoac tiéu chudn riéng cho san phdm tudng (mg. Néu chua cb tiéu chudn riéng thi cac bén lién quan tu

thoa thuan véi nhau vé van dé nay.

9 Cach tién hanh
9.1 Phuong phap phat hién

9.1.1 Phan mau thir va huyén phu ban diu

Xem cac phan tuong (ng ctia TCVN 6507 (ISO 6887) tuy thudc vao san phdm co lién quan hoic
TCVN 6263 (ISO 8261).

D& chudn bi huyén phi ban d4u, cho 1 ml hodc 1 g san phdm vao 9 ml ho3c 9 g méi trudng Giolitti va
Cantoni cai bién néng dé don (5.2) hoac 10 ml ho&c 10 g vao 10 ml hodc 10 g méi trudng Giolitti va
Cantoni cai bién ndng do kép. B3i vai cac thé tich [6n hon cda cac phan mau thlr, thém x ml hodc x g
vao 9 xml hodc 9x g méi trudng Giolitti va Cantoni cai bién néng dé don da dudc dudi khi va da dugc
b8 sung kali telurit, va cé thé tich khéng khi nhd nhét trong binh ho3c trong vat chita. Rét cdn than
thach (5.3) hodc paraffin phd 1én trén méi truang, dudc lam nguéi dén nhiét do tir 44 °C dén 47 °C va
cho déng dac lai dé tao thanh I&p han kin.

9.1.2 Tang sinh

U (xem 6.1) dung dich huyén phu ban dau (9.1.1) trong 24 h + 2 h & 37 °C. Néu bi den hodc co két tha
den thi cdy truyén nhu trong 9.1.3. Néu khong hién mau den thi G tiép 24 h + 2 h va cdy truyén nhu

trong 9.1.3 (ké cé xuat hién hoac khéng xuét hién mau den hoac két tia den).

9.1.3 Cay truyén tir cac dng tang sinh

Bang cach vo trung, thao bd I6p thach hoac paraffin phia trén, st dung dao vé tring (6.8) dé cit (xem
chu thich trong 4.1.2) thanh bén phan theo chiéu doc. Néu can, chén dao vao sat thanh theo dudng
cong clia éng thuy tinh dé tach I8p phl nay. Lc manh 6ng dé Idp phl v@ thanh manh nhd roi xudng

day éng va dam bao con nguyén huyén phu dich céy.

Ding que cay vong vd trung (6.4), 18y mét vong ddy ttimg méi trudng chon loc dan lén bé mat cac dia

~ac0 2aird-Parker 3 40 riéng biét hodc cac dia thach fibrinogen huvét tuong thd (5.5) dé thu durde cac
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Lat ngudc cac dia da chuan bi va dat chung vao td am (6.1) dé337°Ctrong24h+2hvad8h+2h,
9.2 Phuong phéap dinh lugng

9.2.1 Phan miu thir va huyén phu ban diu

Xem cac phan thich hop cia TCVN 6507 (ISO 6887) tuy thuéc vao san pham co lién quan hoac
TCVN 6263 (ISO 8261).

9.2.2 Cay

Ly ba 6ng méi trudng nong do keép, da dudi khi va da bd sung kali telurit (5.2.3). Chuy&n vao méi ng
10 ml mAu thr dang 1dng hodc 10 mi dung dich pha lodng ban dau (tirc 1a 1 a mau) cliacac san pham

dang khac.

Lay ba 6ng méi trudng ndng dé don, da dudi khi va b8 sung kali telurit (5.2.3). Chuyén vao méi éng
1 ml mau thir dang 1éng hoc 1 ml dung dich pha loéng ban dau (tc 1a 0,1 g mau) cla cac san pham

dang khac.

D6i véi méi do pha lodng tiép theo (tic 1a 107, 102 va 10° d8i véi san phdm dang 16ng hoac 107, 107
hodc 10* d8i véi cac san phdm dang khac), ti€n hanh nhu mé ta & trén, st dung pipet vé tring mdi cho

méi db pha loang.

Chusn bj d& mét s luong cac dung dich pha lodng d& ddm béo réng d6 pha loang cudi cung dd dé cho

ba k&t qua am tinh.
Trén can than chat cdy va mai trudng, trong mdi trudng hap tranh dé 1an khéng khi vao.

Can than rot mot 16p thach (5.3), da dudc lam ngudi dén nhiét do tu 44 °C dén 47 °C |én trén mdi truang
trong mdi 8ng da cady va dé cho dac lai tao thanh I6p han kin.

9.23 U

U (xem 6.1) cac 6ng nghiém dung méi trudng ndng dé kép va méi trusng néng do don (9.2.2) da cay, &
37 °C trong 24 h + 2 h. Cay truyén cac 8ng nghiém cho thdy bi den hoac cé két tla den nhu da chi ra
trong 9.5.

U ti€p cac 8ng con lai trong 24 h = 2 h va cdy truyén tat ca cac 8ng nhu trong 9.1.3 (ké ca cac dng co

két tlia den hoac khong cd két tha den sau 48 h + 2 h).

9.2.4 Cay truyen
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9.3 Chon dia va giai thich két qua
9.3.1 Mai trugng thach Baird-Parker

9.3.1.1 Chon cac khuin lac

Sau khi 0 cac dia (9.1.3 hoac 9.2.4) 24 h, dénh dau vao day cac dia cac vi tri clia bat ky khuan lac dién

hinh nac cé mat.

CHU THICH 1: Cac khuén lac dién hinh cé mau den hodc mau xam, béng va 18i (dudng kinh t& 1 mm dén
1.5 mm sau khi (1 trong 24 h, va c6é dudng kinh tir 1,5 mm dén 2,5 mm sau khi U 48 h) va dudc bao quanh bing
mot viing trong rd rét, cling c6 thé la ma timg phan. Sau khi U trong it nhat 24 h, cé thé xuat hién mét vong mau

trang duc tiép giap vdi khuan lac .
CHU THICH 2: Cac khudn lac khéng dién hinh ciing kich cd nhut khudn lac dién hinh va cé thé cé mat trong cac
hinh thai sau.

a) céc khuan lac den béng cé ho#c khéng cé ria trdng hep; khéng cé viing trong hosic hdu nhu khéng nhin
‘thdy va khéng cb vong trang duc ho#c rét khé nhin thay.

b) cac khuan lac mau xam khéng cé viing trong.
Cac khuan lac khang dién hinh dugc hinh thanh chl yéu do cac chiing staphylococci c6 phan (ng duong tinh véi
coagulase nhiém vao san pham, vi du, cac san pham sifa, tom va cac bd phan cla vat nuéi. Chung thuong it khi

dugc hinh thanh do cac chiing staphylococci ¢6 phan (ng duong tinh vdi coagulase bi nhiém trong cac san

pham khac.

CHU THICH 3: Cac khudn lac khac la tat ca cac khudn lac con lai c6 kha nang cé mat trén cac dia ma khéng
cho thay biéu hién bén ngoai dién hinh hoac khéng dién hinh nhu da mé ta trong Chu thich 1 va Chu thich 2, va

duac coi la hé vi khudn nén

U Iai (xem 6.1) tat ca cac dia & 37 °C thém 24 h + 2 h va danh dau bt ky khudn lac dién hinh nao méi.
Daéng thai cling danh dau bat ky khudn lac khéng dién hinh nao cé mat.

9.3.1.2 Khing dinh

T bé mat cta mdi khudn lac da chon (9.3.1.1), dung kim cdy vé trung Idy mét phan va chuyén vao 6ng

hoac lo dung méi truong canh thang nao-tim (5.6).
U (xem 6.1) 337 °Ctrong24 h= 2 h,

Bang ky thuat vé triing, 1dy 0,1 mi chling cdy cho vao 0,3 ml huyét tuong thd (5.7) (trir khi nha san xuat
aui dinh cac luong khac) dung trong cac 8ng v triing cé kich thudc thich hop (vi du: 10 mm x 75 mm)



TCVN 4830-3 : 2005

Nghiéng ng, kiém tra su két dinh clia huyét tuong sau khi G tir 4 h dén 6 h, va néu phép thif la am tinh
thi kiém tra lai sau khi G 24 h = 2 h, ho#c kiém tra theo thdi gian & dugc nha san xuét qui dinh.

Cac phép thlt coagulase dudc coi la duong tinh néu cac ching cdy sinh ra tai it nhat cac phan (ng
coagulase 3 * theo hudng dan danh ddu (ké vach) trong Hinh 1. Cac phan (mg tir 1° dén 2* dugc coi la
trung gian.

Vé kiém tra am tinh, d&i véi mdi mé huyét tuong, thém 0,1 ml mdi trudng canh thang nao-tim vé tring
(5.6) vao mét lugng huyét tuong thé (5.7) da dudc khuyén céo va 0 nhung khéng cdy. Viéc kiém tra

huyét tudng khéng cé dau hiéu nao cla su két dinh thi phép thir [a hop 1&.

Panh dau duong tinh mi 6ng c6 it nhat mét khudn lac dugc khang dinh 1a dudng tinh véi coagulase.

- 14 %

T, ——

apl

—

el A
-

_

am tinh: khéng cé bang ching hinh thanh fibrrin.
1 + dudng tinh: két dinh nhd khéng cé t& chirc
2 + duong tinh: két dinh nhé c6 t& chic
3 + duagng tinh: két dinh nhiéu c6 t3 chifc

4 + duong tinh: toan bé két dinh va khéng dich chuy&n khi 6ng bi lat ngugc

Hinh 1 - Banh dau cac phan ing thir nghiém vdi coagulase

9.3.2 Mbi trudng thach fibrinogen huyét tuong tho

Sau khi G 24 h £ 2 h, va U ti€p 24 h néu can, staphylococci c6 phan img duong tinh véi coagulase hinh
thanh cac khuin fac nhd mau den hoac mau xam (hoac tham chi mau tréng) dugc bao quanh bdi vong
sang két tha dau hiéu cho hoat tinh coagulase. Khi bat dau 0, cac khudn lac Proteus, c6 thé cho thay
vé bén ngoai giéng vdi cac khudn lac staphylococci cé phan Ung duong tinh vdi coagulase. Tuy nhién,
sau khi U 24 h hoac 48 h chung c6 thé phat trién thanh khudn lac moc réng ¢6 mau nau dam hoac nau
nhat do d6 co thé phan biét duoc vdi vi khudn staphylococai.

Phép thit 1a duong tinh khi c6 mat it nhat mét khudn lac chi thi nozt tink coagulase dudc ina.
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CHU THICH: Vi thach fibrinogen huyét tuong thd dudc dua trén phan (ng coagulase, nén khéng can thist phai

khang dinh hoat tinh nay.

10 Biéu thi két qua
10.1 Phudng phap phat hién

Theo giai thich cac két qua, ghi lai su c6 mat hoac khéng cé mat staphylococci cd phan (ng duong tinh
vdi coagulase trong phan mau thdr, theo khdi Iugng tinh bdng gam hoac theo thé tich tinh bang mililit

cla mau thi.

i0.2 Phuong phap dinh lugng

10.2.1 Chon cac dé pha loang

CHU THICH: Huyén phii ban dau va mau thlr, néu & dang léng dudc coi la dung dich pha loang.

B©3di véi mdi do pha loang da dugdc cdy vao méi trudng cdy 1dng chon loc (9.1.2 va 9.2.2), ghi lai s& lugng
&ng nghiém cho thdy cé mat staphylococci c6 phan ing duong tinh vdi coagulase da dudc khang dinh
bang phép thlr thach Baird-Parker (9.3.1) ho&c su cé mat cac khudn lac vdi cac phan (ing dudng tinh
véi coagulase trén méi trudng thach fibrinogen huyét tuong thd (9.3.2). Chi rd db la cac éng duong tinh.

Chon ba dé pha loang lién tiép theo 9.4 clia TCVN 6404 : 1998 (ISO 7218 : 1996) va xac dinh chi s&
cb xac suat Ién nhat (MPN) [xem TCVN 6404 (1ISO 7218)]

10.2.2 Tinh toan

Xem 9.4 ctia TCVN 6404 : 1998 (ISO 7218 : 1996).

11 Do chum

Nhu da biét, cac sai leéch 16n trong cac két qua cé thé xay ra vdi ky thuat MPN. Cac gidi han tin cay qui
dinh dugc dua hoan toan trén suf phan bé ngau nhién cac két qua. Cac nguyén nhan gay ra sai léch
khac dai khi cé thé rat quan trong, nhung khang dé cap trong ky thuat MPN. D& tinh dén cac anh hudng
nay, sif dung cac pham tri trong bang B.2 clia TCVN 6404 : 1898 (ISO 7218 : 1996). Chung téng két

cac t6 hdp 6ng thec kha nang xuat hién cda chung.

CHU THICH: Mét nghién cliu cdng tac qudc t& (xem [3]) trén cac mau slta kho cho thay, suf dung ky thuat MPN
3idng nhit mé ta trong tidu chudn nay. thi trong 75 % cac trudng hgp chénh iéch gilta cac két qué clia hai phép

“Ac 3c ~es acn 133 dn sz 4 rung bink cdng clia hai két qud. Chénh 12ch 16n nhat quan sat dugdc gilta cac

A trung binh z8ng clia

95
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12 Bao cao thu nghiém

Bao cao thlf nghiém phai chi rd:

a) moi théng tin can thiét d& nhan biét day dd vé mau thit;
b) phudng phap I8y mau da st dung, néu biét;

c) phuong phap thr nghiém da dung (phuong phap phat hién hoic phuong phap dinh luong; méi
trudng da s dung), vién dan tiéu chudn nay;

d) moi chi tiét thao tac khéng dugc quy dinh trong tiéu chudn nay hodc nhimg diéu dugc coi la tuy y
cling nhu cac su ¢ bat ky ma co thé anh hudng dén két qua;

e) két qua thu dugc, chi rd phuong phap biéu thi da st dung.
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