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Thdm dinh phuong phap hay con goi la xac nhan gié tri st dung cta phuong phép la céng viéc luén
cén phai tién hanh truéc khi phong thi nghiém dwa phuwong phdp d6 vao st dung véi cac muc dich khéc
nhau, déc biét khi dang cho kiém nghiém hodc nghién ctru. Labo Trung Tam cua Vién Dao tao Y hoc dw
phong va Y té cong coéng (PTN) tién hanh thdm dinh sdu phwong phap xac dinh vi sinh vét trong nudc
va thuc phédm c6 cac két qué vé gi6i han phét hién dat yéu cdu so véi nguéng quy chudn ky thudt quéc
gia; dé dac hiéu, d6 nhay, d6 dung déu dat 100 % cho céc phwong phép dinh tinh. Béi véi cac phuong
phép dinh lvong cé cac két qua gidi han dinh luong dat yéu clu so véi ngudng clia quy chudn ky thuat

quéc gia; do léch chuén Idp lai < 14 %, d6 léch chuédn téi ldp < 16 % cho céc phuong phép dinh lwong.

T khéa: Tham dinh phwong phap; do dac hiéu; dd nhay.

I. DAT VAN DE

Kiém soat vé sinh an toan thwc pham 1a
mot trong nhirng viéc quan trong cla nganh
y t& dw phong. D& thuwc hién tét nhiém vu cta
nganh an toan thwc phdm can phai cé phuong
phap chuin dwoc thdm dinh ky lwéng. Thdm
dinh phwong phap la sw khang dinh béng viéc
kiém tra va cung cap bang chirng khach quan
chirng minh rang phwong phap d6 dap (ng
dwoc cac yéu ciu dit ra. Co cac thuat ngi
khac nhau nhw dinh tri phwong phap, danh
gida phwong phap, xac nhan gia tri st dung
phwong phap, phé duyét phwong phap déu
la cach goi khac nhau cla thdm dinh phuong
phap (method validation). Thdm dinh phuong
phap c6 thé xuat phat tir cac phwong phap tiéu
chuén nhw 1a cac phuwong phap thir theo tiéu
chudn quéc gia, quéc té, hiép hoi khoa hoc
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dwoc chap nhan rong rai trén thé gii nhw Tiéu
chuén Viét Nam (TCVN), Té chirc Tiéu chuan
héa quéc té (ISO), Hoi Thir nghiém va Vat liéu
My (ASTM), Hiép hdi cac nha Hoéa phan tich
chinh théng (AOAC)... hodc xuét phat tir cac
phwong phap khéng tiéu chuan hay phwong
phap néi bd (non-standard/alternative/in-house
method) nhw |a cac phwong phap do phong thi
nghiém ty xay dwng, phwong phap theo huéng
dan cta nha san xuat thét bi, phuwong phap
theo cac tap chi, tai liéu chuyén nganh. Theo
yéu cau cla ISO 17025, phwong phap phan
tich phai dwoc thdm dinh hodc thdm dinh lai
khi: (1) Phwong phap ap dung khéng phai la
phwong phap tiéu chuan; (2) Phwong phap do
phong thi nghiém tw xay dwng mé&i trvéde khi
dwa vao s dung thanh thwong quy; (3) Co sw
thay dbi vé déi twong ap dung ndm ngoai dbi
twong ap dung clia phwong phap da thdm dinh
ho&c phwong phap tiéu chuan; (4) Cé sy thay
ddi cac didu kién thwe hién phuwong phap da
dwoc thdm dinh nhw thiét bj phan tich v&i cac
dac tinh khac biét, nén mau phan tich, nguoi
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phan tich...)." Nhw vay, két qua cia thdm dinh
phwong phép cé thé danh gia chat lwong, do tin
cay cla két qua phan tich va thdm dinh phwong
phap la mét phan khoéng thé thiéu néu mudn co6
mot két qua phan tich dang tin cay.

Cac phuwong phap xac dinh vi sinh vat trong
nwéc va thwe phdm da dwoc chuyén déi vé cac
tiéu chuan québc gia dé xac dinh téng sb vi sinh
vat hiéu khi, Coliforms, E.coli, Salmonella spp.
trong nwéc va thwe phdm.26 Tuy nhién, nhw
theo yéu cau (4) cta ISO 17025 da néu & trén,
mdi phong thi nghiém khi s& dung cac phwong
phap nay can tién hanh thdm dinh phwong
phap trén hé théng thiét bi, vat tw héa chat cla
don vi minh d& xem cé pht hop dé str dung cac
phwong phap dé hay khong. Cac hwéng dan
vé thadm dinh phwong phap tir cac ngudn khac
nhau nhw tai liéu trong nwéc duwoc bién soan
lai, tai liéu cha té chirc tiéu chudn héa qubc té
ISO, céc tai liéu hwéng dan cia Codex...”"
da dwoc Labo Trung tdm xem xét dwa vao ap
dung cho qua trinh thAm dinh cac chi tiéu an
toan vi sinh vat trong nwéc va thwc pham.26.12
Nham phuc vu cdéng tac xin céng nhan phong
thi nghiém cla Vién Dao tao Y hoc dw phong va
Y té cong cong dat tiéu chuan 1ISO 17025:2017,
Labo Trung Tam d3 tién hanh thdm dinh cac
phuwong phap cu thé sau: Dém khuén lac & 30°C
bang k¥ thuat db dia; Dinh lwgng Coliform béng
ky thuat dém sb co xac xuét 16n nhat (MPN);
Phat hién va dinh lwgng E.coli gia dinh béng ky
thuat MPN; Dinh lwgng Coliform va E.coli béng
phwong phap mang loc; Phat hién Salmonella
bang k¥ thuat nuéi cy va khuéch dai chudi gen
PCR.

Il. DOl TWVONG VA PHUONG PHAP

1. Déi twong

Nén mau nghién ciru: nén mau nuwoc, thit
xay dong hop, rau déng hop, sira tiét trung, bot
ngi cbc udng lién.

TAP CHi NGHIEN CPU Y HOC

Chuing vi sinh vat bd sung vao cac nén mau
phan tich bao gébm céac ching cé ngudn géc tir
bao tang giéng chuan vi sinh vat (VTCC):

Salmonella sp. VTCC 12271

Salmonella enteritica VTCC 12270

Escherichia coli VTCC 12272

Cac thiét bi, vat tw, mdi trwdng nudi cay vi
sinh.

2. Phwong phap

Chi sé nghién cteu, xtr ly sé liéu déi véi
phwong phap dinh tinh’

Do nhay SE

D0 nhay dwoc tinh theo cac céng thirc:

~— RV

TP +FN

Do dac hiéu SP
Do dac hiéu dwoc tinh theo cac cdng thirc:

TN
SP—leOO

D06 chinh xac AC

DO chinh xac dwoc tinh theo cac cong thirc:

AC =TT % 100

Trong do :

TP: Dwong tinh dung

FP: Dwong tinh gia

TN: Am tinh ding

FN: Am tinh gia

Tbng sb két qua: N=TP + FP + FN + TN

Gidi han phat hién LOD

Gi¢i han phat hién dwoc tinh theo chuong
trinh PODLOD calculation program version 9
(dated 2017-09-23)."

Chi sé nghién cteu, xtr ly sé liéu déi véi
phwong phap dijnh lwvgng’

Do 1ap lai : théng qua dé 1éch chuan twong
ddi lap lai RSD, theo cong thirc

log a; +log b;
Y=
RSD;\/ Li((log ai2—nlog b; )/xi]2
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Trong do:

ai, bi : Cac két qua phan tich song song ctia can bd phan tich.

xi: Két qua trung binh cla hai lan thi nghiém song song ctia can bod phan tich.

n: S6 két qua phan tich song song ctia ciing ctia can bod phan tich.

D6 tai Iap nbi bé phong thi nghiém : théng qua dd léch chuan twong ddi tai 13p RSD,, theo cong

thire
log a; +log b;
2
RSD, = \/ i-4[(log a; - log b; )/x;]
Trong do:

ai, bi: Cac két qua phan tich song song cla
hai can bd phan tich.

xi: Két qua trung binh cda hai lan thi nghiém
song song cla hai can bd phan tich.

n: Sb két qua phan tich song song cua hai
can bd phan tich.

Gioi han dinh Iwong LOQ

Tinh toan gi¢i han dinh lwgng LOQ = 3xLOD

D9 khéng dam bao do U

Tinh toan d6 khéng ddm bao do U theo ISO/
TS 19036 :2006 thong qua do6 léch chuén 13p lai
Srva d¢ léch chuan tai lap S_."

Néi dung, qui trinh nghién ctru

Tham dinh phwong phap dém khuéan lac
& 300C bang ky thuat dé dia. ?

Nghién ctru giGi han phat hién LOD

- Nén mau 1 (nwéc): mau thir nhiém ching
& cac néng do 2 don vi hinh thanh khuan lac
(CFU)/ ml, 10 CFU/ ml, 20 CFU/ ml, 50 CFU/
ml vao 25 ml nwdc vo tring x 4 mau, dwoc 4
ma&u thtr nhiém chlng c6 cac ndng do vi khuan
néu trén.

- Nén méau 2 (thit xay déng hop): mau thor
nhiédm ching & cac néng d6 20 CFU/ g, 100
CFU/ g, 200 CFU/ g, 500 CFU/ g vao 25 g mau
x 4 mau, dwoc 4 mau théy nhiém ching cé cac
ndng dd vi khuan néu trén.

- Nén mau 3 (rau déng hop): mau thir nhiém
ching & cac néng dd 20 CFU/ g, 100 CFU/ g,
200 CFU/ g, 500 CFU/ g vao 25 g mau x 4,

duwoc 4 mau thir nhidm chdng c6 cac ndng dé
vi khuén néu trén.

Nghién ctru dd lap lai, do tai lap

Tién hanh thi nghiém va x@ Iy s6 lidu & ndng
dé 12500 CFU/25g/25ml, 1&p lai 6 lan.

Dinh Iwong Coliform va Phat hién va dinh
Iwong E.coli gia dinh bang ky thuat dém sé
¢6 xdc suat Ién nhat MPN.**

Nghién cteu gici han phat hién LOD

- Nén mau 1 (nwéc): mau thir nhiém chiing
& cac ndng dd 4 CFU/25 ml, 5 CFU/25 ml, 10
CFU/25 ml, 20 CFU/25 ml, 200 CFU/25 ml
vao 25 ml nwéce vo triung dwoc mau thy nhiém
chling ¢6 cac néng do6 vi khuan néu trén.

- Nén mau 2 (thit xay déng hop): mau thi
nhiém ching & cac néng d6 40 CFU/25 g, 50
CFU/25 g, 100 CFU/25 g, 200 CFU/25 g vao 25
g mau dwgc mau thér nhidm chiing cé cac néng
do vi khuén néu trén.

Nén méau 3 (rau déng hop): mau thir nhiém
ching & cac ndng do 40 CFU/25 g, 50 CFU/25
g, 100 CFU/25 g, 200 CFU/25 g vao 25 g mAu
dwoc mau ther nhiém chiing dé& c6 cac néng do
vi khuén néu trén.

Nghién cteru dd 1ap lai, do tai lap

Tién hanh thi nghiém va xt Iy s6 lidu & ndng
dd 200 CFU/ 25 g/25 ml, 13p lai 6 1an.

Tham dinh phwong phdp dinh lwong
Coliform va E.coli bang mang loc.*

Nghién cteu giGi han phat hién LOD

Nén méau nwdc: mau th nhiém ching &
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cac néng dé 1 CFU/100 ml, 2 CFU/100 ml, 10
CFU/100 ml, 20 CFU/100 ml vao 25 ml nwéc vo
trung x 3 mau, dwoc 3 mau thtr nhiém ching cé
cac ndng do vi khuan néu trén.

Nghién ciru do 13p lai, dé tai 1ap

Tién hanh thi nghiém va x Iy sé liéu & néng
d6 20 CFU/ 100 ml, lap lai 6 lan.

Thdm dinh phwong phdp phéat hién
Salmonella bang nudi cay® va ky thuat
khuéch dai chuéi gen PCR."

Nghién ctru gi¢i han phat hién LOD

- Nén mau 1 (nwéc): mau thlr nhiém chiing
& cac ndng d6 1 CFU/25 ml, 2 CFU/25 ml, 5
CFU/25 ml vao 25 ml nwéc vo trung x 3 mau,
duwoc 3 mau thtr nhiém chiding ¢ cac ndng do
vi khuan néu trén.

- Nén mau 2 (thit lon xay déng hdp): mau
tht nhiém ching & cac nong d6 1 CFU/25 g, 2
CFU/25 g, 5 CFU/25 g vao 25 g mau x 3 mau,
duoc 3 mau thir nhiém chdng ¢ cac ndng do
vi khuén néu trén.

- Nén mau 3 (rau déng hop): mau thir nhiém
ching & cac ndéng dd 1 CFU/25 g, 2 CFU/25
g, 5 CFU/25 g vao 25 g mau x 3 mau, duwoc 3
mau tht nhiém chiing c6 cac ndng do vi khuan
néu trén.

Nghién ctru dd chinh xac AC, dé nhay SE,
doé dac hiéu SP

- Nén mau 1 (nwéc): mau thtr nhiém chiing
& ndng d6 5 CFU/25 ml vao 25 ml nwdc vod
trung x 2 mau, dwoc 2 mau thtr nhiém ching cé
cac ndng do vi khuan néu trén.

- Nén mau 2 (thit lon xay déng hdp): mau
th&r nhiém chang & néng d6 5 CFU/25 g vao 25
g mau x 2 mau, dwoc 2 mau thir nhiém ching

TAP CHi NGHIEN CPU Y HOC

c6 cac néng do vi khuan néu trén.

- Nén mau 3 (rau déng hop): mau thir nhiém
chiing & néng dd 5 CFU/25 g vao 25 g mau x 2
mau, dwoc 2 mau tht nhiém ching cé néng do
vi khuén néu trén.

- Nén mau 4 (b6t ngi cbc udng lién): mau
thtr nhiém chang & cac néng dd 5 CFU/25 g
vao 25 g mau x 2, dwoc 2 mau thér nhiém ching
¢6 cac néng dd vi khuan néu trén.

- Nén méu 5 (stra tiét trung): mau thir nhiém
chdng & néng do6 5 CFU/25 ml vao 25 ml mau
x 2, duwoc 2 mau thtr nhiém chiing cé cac ndng
dd vi khuén néu trén.

Twong (ng v&i méi nén mau bd sung chiing
dwoc chuén bi nhw trén, chuén bj thém 2 mau
khong nhiém chang cung diéu kién. Tién hanh
phan tich 10 mau chirng dwong va 10 mau
chirng dm theo qui trinh dé tim ra do nhay, do
dac hiéu, do dung clia phwong phap.

2. Thoi gian va dia diém nghién ctru

Nghién cu tién hanh nam 2019 tai Labo
Trung tdm, Vién Bao tao Y hoc dy phong va Y
té cong cong.

3. Pao dirc nghién ctru: Khéng ap dung.

ll. KET QUA

1. Tham dinh phwong phap dém khuan lac
& 30°C bang ky thuat dé dia

D¢ léch chuén 13p lai S, clia nén mau nuwac,
thit, rau twong tng la 3,8 %; 2,9% va 4,0 %. Bo
léch chuén tai lap S, cta nén mau nuac, thit,
rau twong ng la 10,2 %; 8,9% va 7,7 %. Gioi
han dinh lwgng clia phwong phap la 3,7 CFU/
ml/g.

Bang 1. Tham dinh phwong phap dém khuan lac & 30°C bang ky thuat dé dia

Két qua
Théng s6 danh gia Nén mau . . Tiéu chi caa PTN
i Neén thit Nén rau
nwéc
S 0,038 0,029 0,040 0,14
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Két qua
Théng s6 danh gia Nén mau . . Tiéu chi caa PTN
i Neén thit Nén rau
nwéc
RSD, 0,039 0,041 0,026 <0,05
Sy 0,102 0,089 0,077 0,16
RSD, 0,059 0,051 0,044 <0,10
LOD,,,, (CFU/ mlig) 0,772 1,222 1,222 13
LOQ (CFU/ ml/g) 2,316 3,666 3,666 3,7
U 0,203 0,178 0,153 0,203

2. Tham dinh phwong phap dinh lwong Coliform biang ky thuat MPN
Bang 2. Tham dinh phwong phéap dinh lwong Coliform bang ky thuat MPN

Két qua
Théng s6 danh gia Nén mau N . N Tiéu chi caa PTN
nwée Neén thit Nén rau

S, 0,033 0,037 0,042 0,14

RSD, 0,032 0,021 0,117 <0,05

Sk 0,070 0,032 0,111 0,16

RSD, 0,080 0,036 0,125 <0,13
LOD,,,, (MPN/ml/g) 0,36 0,36 0,36 0,36

LOQ (MPN/ ml/g) 1,08 1,08 1,08 1,08

U 0,167 0,109 0,239 0,239

Do léch chuén 1ap lai S, cla nén mau nwoc, thit, rau twong wng la 3,3 %; 3,7 % va 4,2 %. b6 léch
chuan tai 1ap S, clia nén mau nwac, thit, rau twong teng 12 7,0 %; 3,2 % va 11,1 %.
Gidi han dinh lwgng clia phwong phap la 1,08 MPN/ml/g.
3. Tham dinh phwong phap phat hién va dinh Iwong E.coli gia dinh bang ky thuat MPN
Bang 3. Phat hién va dinh lweng E.coli gia dinh bang ky thuat MPN

Két qua
Théng s6 danh gia Nén mau . . Tiéu chi cta PTN
i Neén thit Nén rau
nwéc

S, 0,038 0,043 0,041 0,14
RSD, 0,107 0,041 0,113 <0,12
Sy 0,098 0,069 0,115 <0,16
RSD, 0,111 0,077 0,128 <0,15
LOD,,,, (MPN/ml/g) 0,36 0,36 0,36 0,36
LOQ (MPN/ ml/g) 1,08 1,08 1,08 1,08
U 0,215 0,163 0,246 0,246
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Do léch chuén l1ap lai S, cla nén mau nwéc, thit, rau twong ng la 3,8 %:; 4,3 % va 4,1 %. Do léch
chuén tai 1ap S, clia nén mau nuwac, thit, rau twong tng 12 9,8 %; 6,9 % va 11,5 %.

Gi&i han dinh lwvgng cta phwong phap la 1,08 MPN/ml/g.
4. Tham dinh phwong phap dinh lwgng Coliform va E.coli bang mang loc (Bang 4)

Bang 4. Tham dinh phwong phap dinh lwgng Coliform va E.coli bdng mang loc

Théng sé danh gia K&t qua Tiéu chi caa PTN
E.coli Coliform

S, 0,043 0,040 0,14

RSDr 0,083 0,060 <0,10

S, 0,098 0,087 0,16

RSD, 0,076 0,066 <0,10
LOD,,,, (CFU/ 100 ml) 0,3 0,3 1

LOQ (CFU/ 100 ml) 0,9 0,9 1

U 0,195 0,175 0,195

Do 1ech chuan I3p lai S, cta E.coli va coliform twong ¢ng 1a 4,3 % va 4,0 %. DO 1éch chuan tai 1ap
Sg cua cla E.coli va coliform twong (rng 1a 9,8 % va 8,7 %. Gi¢i han dinh lwgng cta phwong phap
la <1 CFU/ 100 ml.

5. Tham dinh phwong phap phat hién Salmonella bang nuéi cidy va PCR (Bang 5)
Bang 5. Tham dinh phwong phap phat hién Salmonella bang nuéi cidy va PCR

Két qua a .
TT  Théng sé danh gia N&n m3 Tiéu chi
1 N A o
g g en r:nau Nén thit Nén rau cua PTN
nwoc
1 LOD,,,, (CFU/ 25ml/25g) 0,47 0,45 0,35 <1

2 AC (%) 100 100 100 > 90
3 SE (%) 100 100 100 > 90
4 SP (%) 100 > 90

Do chinh xac AC, d6 nhay SE, d6 d&c hiéu SP & cac nén mau nuwéc, thit, rau déu 1a 100 %. Gidi
han phat hién 50 % cla ba nén mau déu & mic < 1 CFU/ 25 ml/ 25 g.

IV. BAN LUAN

Trong nghién ctru ndy cho thdy cac théng sé chudn) TCVN 4884-1:2015 (ISO 4833-1:2013)?
thAm dinh chi tiéu hiéu khi cGa nén mau nuéc, twong tng. Céc gia tri d Iéch chuan lap lai,
nén mau thit, nén mau rau bd sung ching vi d6 1éch chuan twong déi Iap lai clia 3 nén mau
sinh vat dich c6 két qua san san nhw nhau va c6 xu huong nhé hon d6 léch chuan tai lap, do
tidu chi cong bd clia phong thi nghiém dat s 1éch chuan twong ddi tai Ip tuan theo qui luét
v&i cac yéu cau cua tiéu chuan québc gia (tiéu chung vé sy phu hop. Gioi han phat hién va
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gi¢i han dinh lwong cla phwong phap ciia nén
mau thit xay déng hdp nhd hon rat nhiéu so véi
ngwdng cla quy chuan ky thuat quéc gia (quy
chuén). Theo quy chuén, déi véi nén mau thit
va san pham ché bién tir thit s dung tryc tiép
khong can qua xt ly nhiét cé gi&i han cho phép
ddi voi tbng sb vi sinh vat hiéu khi 1a 5 x 105
CFU/ g; dbi v&i E.colila 5 x 101 CFU/g."

Déi véi cac thong sb thdm dinh clia nén mau
nwéc, nén mau thit, nén mau rau bb sung ching
vi sinh vat dich trong chi tiéu Coliform MPN cé
két qua san san nhw nhau va tiéu chi céng bb
ctia phong thi nghiém dat so véi cac yéu cau
cla quy chuan va tiéu chuan twong &ng. Tuy
nhién, ngoai gi¢i han phat hién va gi¢i han dinh
lwong, cac théng sb con lai ciia nén mau rau c6
xu huéng cao hon hai nén mau con lai ¢ thé
gidi thich do tinh chat dac trung ctia nén mau
ciing nhw kha nang déng nhat ctia nén mau rau
khong tdi wu bang mau nwéc va mau thit xay
dong hép.

Céc gia tri d6 léch chuan |ap lai, do léch
chuén twong déi 1&p lai cta 3 nén mau déu nhd
hon d6 léch chuén tai 1ap, do léch chuan twong
ddi tai 1ap theo xu hwéng, hop Iy chung. O nén
mau thit, d6 léch chuan 13p lai (3,7 %) I&n hon
do léch chuédn tai 1ap (3,2 %) nhwng sw khac
biét d6 nghi nhiéu dén dod 6n dinh vé ky thuat
cla mot can b6 phan tich hon la qui cho khac
biét c6 y nghia théng ké.

Cac théng sd thdm dinh cGa nén mau nuéc,
nén mau thit, nén mau rau bd sung ching vi
sinh vat dich clta chi tieu E.coli MPN cé két
qua gan gidng véi két qua cda chi tiéu Coliform
MPN. Didu nay dwoc giai thich do k¥ thuat xac
dinh Coliform MPN va E.coli MPN dwoc tién
hanh trén cung nén mau, cung chdng vi sinh
vat bd sung vao nén méau 13 E.coli va qua trinh
thi nghiém c6 nhiéu diém twong ddng nhau &
cac buwdc chuan bi mau, x& ly mau, cac buéc
nudi cay ban dau va budc doc két qua, chi khac

& bwdc tang sinh chon loc va kiém tra tinh chét
sinh vat héa hoc dé xac dinh E.coli. Cac gia
tri do léch chuan I&p lai, dd léch chuén twong
déi 13p lai cta 3 nén mau déu nhé hon do léch
chudn tai I&p, d6 léch chuan twong dbi tai lap
theo xu hwéng, hop ly chung. Tuy nhién, ngoai
do léch chuan Iap lai, gi¢i han phat hién va gi&i
han dinh lwong, cac théng sé con lai clia nén
mau rau c6 xu hwéng cao hon hai nén mau con
lai c6 thé giai thich do tinh chat vat ly dac trung
ctia nén mau cling nhw kha nang déng nhéat ctia
nén mau nay khéng ti wu bang mau nwéc va
mau thit xay déng hop. Gidi han phat hién va
gi¢i han dinh lwong cla phwong phap ctia nén
mau thit xay déng hép nhé hon rat nhiéu so
v&i ngudng ctia quy chuén la 0,36 MPN/ g cho
LOD va 1,08 MPN/ g cho LOQ va cac gia tri nay
khi chuyén dbi sang CFU/ g ciing cho két qua
twong tw (Theo quy chuan, dbi v&i nén mau thit
va san pham ché bién tir thit s dung truc tiép
khéng can qua x& ly nhiét cé gi¢i han cho phép
dbi vai E.coli 1a 5 x 10" CFU/g; ).™

Phwong phap mang loc cho thay cac thdng
s6 thdm dinh cia nén mau nuéc bd sung chiing
vi sinh vat dich c6 két qua twong ddng. Piéu
nay dwoec giai thich do Coliform va E.coli duwoc
tién hanh trén cung nén mau nwéc, cung chiing
vi sinh vat bb sung vao nén mau la E.coli va qua
trinh thi nghiém giéng nhau hoan toan & cac
bwéc ban dau la chuan bi mau, xt ly mau, cac
bwdc nudi cdy ban dau va budc doc két qua,
chi khac & buwéc kiém tra tinh chat sinh vat héa
hoc dé& xac dinh E.coli dwoc bd sung vao nén
mau nwdc phan tich. Gigi han phat hién va gidi
han dinh lwong cla phwong phap cla ca E.
Coli va Coliform déu dat so v&i yéu cau cla quy
chuén ky thuat quéc gia vé chét lwong nuéc
sach str dung cho muc dich sinh hoat (Coliform
< 3; E.coli <1 CFU/ 100 ml).""

Cac théng sb xac nhan gia tri st dung cho
phwong phap nudi cdy Salmonella va phwong
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phap phat hién bang kj thuat sinh hoc phan
tlr dat yéu cau so véi quy chuan vé xac dinh
Salmonella trong thwc phdm. Gidi han phat
hién cta nén thit va nén rau t6t hon nén mau
nwéc cé kha ndng do lwong chéat dinh duéng
& hai nén mau nay phong phu hon. Tuy nhién
sy khac biét nay khéng cé y nghia, sé liéu
van duoc coi la san san nhau va diéu nay
dwoc giai thich do nguyén liéu dé tach chiét
ADN cho PCR duoc lay tir cac khuan lac dién
hinh ctia dia thach nubi céy chon loc va ciing
la cac bwdc ban dau cla phwong phap xac
dinh Salmonella truyén théng. Tuy nhién, khi
st dung nguyén liéu tach chiét ADN tir dich
tang sinh chon loc hoac tir dung dich tang sinh
khéng chon loc (dém pepton) thi kha nang phat
hién cta Salmonella da gidm di dang ké. Khi
so v&i ngwdng quy chuan, gi¢i han phat hién
clia phwong phap ctia cac nén mau déu dat
yéu cau vi cé két qua < 1 CFU/25g/25ml (Theo
quy chudn QCVN 8-3:2012/BYT, dbi v&i nén
mau thit va san pham ché bién tu thit st dung
trwc tiép khong can qua xt ly nhiét, nén mau
rau an sbéng cé gi¢i han dbi véi Salmonella phai
la khoéng phat hién; quy chudn nwéc QCVN
01-1: 2018/BYT khéng yéu cau vé chi tiéu
Salmonella).™

Nhin chung, phat hién Salmonella bang
phwong phap sinh hoc phan t& dwoc rat ngén,
trd 161 két qua nhanh hon 24 - 48 gid so V6
phwong phap nudi cay truyén thdng, giam cong
strc cho ngwdi lam thi nghiém nhwng chi phi
trén mau cho phwong phap sinh hoc phan te lai
cao hon so v&i phwong phap nuéi cay truyén
thdng. Nhw vay, phwong phap nudi cay truyén
thdng phu hop hon cho cac déi twong yéu cau
chi phi thdp, khéng cap bach vé thoi gian co
duoc két qua phan tich con phuong phap sinh
hoc phan t& lai thich hgp cho cac doi twong
chiu dwoc chi phi cao hon nhung yéu cau két
qgué nhanh hon.

TAP CHi NGHIEN CPU Y HOC

V. KET LUAN

Nghién ciru da hoan thanh nhiém vu thadm
dinh cac phuwong phap xin céng nhan ISO
17025: 2017 cho n&m 2019 vé céac chi tiéu an
toan vi sinh vat bao gém : D&m khuan lac & 30°C
bang ky thuat dé dia; Binh lwgng Coliform bang
ky thuat dém sé cé xac xuat Ién nhat (MPN);
Phat hién va dinh lwong E.coli gia dinh bang ky
thuat MPN; Dinh lwong Coliform va E.coli bang
phwong phap mang loc; Phat hién Salmonella
béng k¥ thuat nuéi cdy va khuéch dai chudi gen
PCR.v6i cac théng sé phu hop theo tiéu chuan
quéc gia va quy chuan ky thuat quéc gia hién
hanh twong tng cho linh vye xét nghiém nwéc
va thwc phdm. Nhw vay, cac phwong phap
dang ky phu hop cho viéc st dung tai phong
thi nghiém, trén hé théng thiét bi may méc, vat
tw, hda chat, méi triedng va con ngudi hién tai,
dap tng yéu cau cla cong viéc can phai thdm
dinh phwong phap khi cé cac thay dbi lién quan
dén con nguoi, thiét bi, nén mau phan tich cho
phong thi nghiém dé dwoc céng nhan va duy tri
ISO 17025.
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Summary
STUDY ON MICROBIOLOGICAL METHODS VALIDATION FOR
ACCREDITATION OF ISO 17025 AT LABO CENTER IN 2019

Microbiological Methods Validation, defined as a process to demonstrate the suitability of an analytic
method, is an essential and important task to complete before applying such method for different
purposes in the laboratory, especially for testing or researching. The Laboratory Center of the Institute
for Preventive Medicine and Public Health (Laboratory) conducted the validation of six methods to
qualify or quantify microorganisms including Coliform, E.coli, Total aerobic bacteria and Salmonella in
fresh water and food matrix. For qualitative methods, the limit of detection (LOD) - in compliance with
National technical regulation of microbiology contaminants in food-, the level of Specificity, Sensitivity,
and Accuracy all reach 100 %. For quantitative methods, the LOD complies with National technical
regulation, the repeat standard deviation is < 14 %, and the reproducible standard deviation is < 16 %.

Keywords: Method validation; specificity; sensitivity.
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