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TRUNG TAM KIEM PINH HANG HOA VNIQ

1. MUC PiCH

Quy trinh ndy quy dinh phwong phéap dinh lugng téng s vi sinh vat c6 thé phat trién
va hinh thanh khuan lac trong méi truong dac sau khi u hiéu khi & 30°C.
2. PHAM VI AP DUNG

Thuc phém va thirc &n chin nudi, cac miu méi trudmg trong khu vuc san xuét, ché bién
thuc pham va thirc &n chan nuéi.

1) Céc san phim yéu ciu sb lwrong khuén lac phat hién duge duéi mirc quy dinh (duéi
102 CFU/g hodc 102 CFU/ml déi véi mau dang 16ng hogc duéi 10> CFU/g d6i v6i mAu dang
ran).

2) Cac san pham du kién c6 chira cac khuén lac moc lan che khuét cac khuin lac ciia
vi sinh vat khéc, vi du: sita va cic san pham sita c6 thé chira Bacillus spp. moc lan.

Kha niing 4p dung bi han ché khi kiém tra thyc phdm va thtrc &n chiin nudi di 1én men
cac moi trudong hodc dicu kién G khéc c6 the s thich hop hon. Tuy nhién, phuong phép nay
c6 thé 4p dung cho céc san pham néu trén mic du khong hidu qua khi phét hién céc vi sinh
vét chiem uu the trong cac san pham do.

3. TAI LIEU THAM KHAO

- TCVN 4884-1:2015: Vi sinh vt trong chudi thuc phim - Phuong phép dinh lugng vi sinh
vét - Phan 1: P&m khudn lac & 30°C bang ky thuat dé dia.

- ISO 4833-1:2013: Microbiology of the food chain - Horizontal method for the
enumeration of microorganisms - Part 1: Colony count at 30°C by the pour plate technique.
4. DINH NGHIA, THUAT NGU, CHU VIET TAT

4.1. Dinh nghia, thuat ngir

Vi sinh vit

Co thé séng c6 kich thudc rat nhé quan sat duge bing kinh hién vi, bao gdm vi khuén,
nim, dong vat nguyén sinh va virus.
4.2. Chir viét tit
- Khong 4p dung
5.NOI DUNG
5.1. Nguyén tic

Lugng quy dinh ciia mu thir dang 16ng hogc lwgng quy dinh ciia huyén phi ban du
trong trudng hgp cac san phidm & dang khac, duoc rét vao dia Petri va tron véi méi trudong
nudi cay thach tan chay quy dinh.

Chuén bj c4c dia khac dudi cting mot didu kién, sir dung dung dich pha lodng thap phan
cua mau thir hodc huyén phti ban dau.

VNIQ.B.SOP03 Lan ban hanh:01 Ngay ban hanh: 21/07/2025 Trang: 3/6



TRUNG TAM KIEM PINH HANG HOA VNIQ

Céc dia dugc 0 trong diéu kién hiéu khi & 30 °C trong 72 h.

Tinh sb lugng vi sinh vat trong mét gam hodc mot mililit mau thir theo s6 lugng khuén
lac thu dugc trong cac dia ¢6 chira it hon 300 khuan lac.

5.2. Thiét bi, dung cu

Sir dung céc thiét bi, dung cu ciia phong thir nghiém vi sinh thong thuong theo TCVN

6404 (ISO 7218) va cu the nhu sau:

- Thiét bi khir trang kho (tt) hodc ki tring w6t (ndi hip ap Iuc)

- Tt 4m, c6 thé duy tri nhiét d6 & (30 = 1) °C.

- Nbi cach thuy, c6 thé duy tri nhiét d tir 44 °C dén 47 °C.

- May do pH, ¢6 d6 chinh xéc trong khoang + 0,1 don vi pH & 25 °C.

- Pia Petri, bing thuty tinh hodic chit déo c6 dudng kinh tir 90 mm dén 100 mm.

- Pipet hodc micropipet, xa hét (diu thdi), miéng réng va c6 dung tich danh dinh tir 1 ml
dén 10 ml, dugc chia vach 0,1 ml dén 0,5 ml twong Gmg

- Thiét bi dém khuén lac (tuy chon), co hoc hodc dién tir co nén dugc roi sang thich hgp.
- Ong nghiém, binh ho#c chai, c6 dung tich thich hop va khéng qué 500 ml.

5.3. M6i trwdng nudi ciy va dich pha lodng

Thanh phﬁn va viéc chuin bi thudc thir va méi trudng nudi céy dugc thuc hién theo
huéng din VNIQ.B.HDI12 va/hodc theo huéng dan ciia nhd sin xuét bao gdm céc méi
truong thudc thir:

- Mbi trudng nudi cdy: Thach @ém dia (PCA).
- Dung dich pha lodng: Nuéc peptone/ dém peptone va nuéc mudi peptone.

Viéc thir nghiém hiéu ning méi truong thude thir duge thyc hién theo quy dinh cua tiéu
chuan tham chiéu va TCVN 8128 (ISO 11133). Chi tiét tai huéng ddn VNIQ.B.HD12.
5.4. Cic buée tién hanh
5.4.1. Phan méu thir va huyén phit ban diu
- Viéc chuin bi mAu thir theo céc phin thich hgp cia TCVN 6507 (ISO 6887), hoic TCVN
8129 (ISO 18593) hoic tiéu chuan riéng cho sin pham tuong tng. Chi tiét tai hudéng din
VNIQ.B.HD04. Néu chua c6 tiéu chuan riéng hodc yéu cau dong nhat khac so véi cac tiéu
chuin & trén thi cic bén lién quan ty thoa thudn véi nhau vé vén dé nay.

- Dung dich dém peptone hay bat ky dung dich pha loing thich hgp nao khac duge dé cap
trong TCVN 6507 (ISO 6887) hay trong bat ky tiéu chuan cu thé ndo phu hgp v6i mau thir
lién quan déu c6 thé duge sir dung 1am dung dich pha loing dé tao huyén phu ban dau.
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- Nhin chung, dé chuin bj huyén phd ban du, cho x g hodic x mL phan mau thir vao 9x mL
hozc 9x g dung dich pha lodng thich hop, dé thu duogc ty 18 cia phan mAu thir va moi trudng
pha loding 12 1/10 (khdi lugng/thé tich hodc thé tich/thé tich).
5.4.2. Cayva ui

5.4.2.1. Léy hai dia Petri v6 tring. Dung pipet vo tring cho vao mdi dia 1 ml mau thu
néu san phim dang léng hodc 1 ml huyén phi ban du (d6 pha lodng 10" trong trdng hop
cac san phim & dang khac. Néu chuén bj céc dia tir nhiéu hon mét d6 pha lodng thi c6 thé
giam xudng thanh mét dia [TCVN 6404 (ISO 7218)].

5.4.2.2. Lay mot dia Petri v6 tring khac. Dung mdt pipet vo tring khac phan phéi 1 ml
dich pha lofing 10! (san phim dang 16ng) hodc 1 ml dich pha loding 1072 (c4c san pham dang
khéc).

5.4.2.3. Néu cén, lap lai quy trinh véi céc dich pha lodng tiép theo, dung pipet méi vo
trang véi mdi dich pha losing thap phéan.

5.4.2.4. Néu thich hop chi chon cic d pha lofing t6i han (it nhét hai dich pha lodng
thap phan lién tiép) dé cdy cac dia Petri sao cho thu dugc tir 10 Khun lac d&n 300 khuin
lac trén mdt dia.

5.4.2.5. Rot vao mdi dia Petri khoang tir 12 ml dén 15 ml méi trudng thach dém dia o
nhiét do tir 44 °C dén 47 °C. Thdi gian tir khi chudn bj xong huyén phi ban d4u (hoic dich
pha lodng 10" néu san phdm dang 1ong) dén khi rét moi trudmg thach dém dia vao céc dia
khong duge qua 45 min.

5.4.2.6. Tron cin than dich cdy v6i méi trudng bang cach xoay dia Petri va dé hdn hop
dong dic lai bing cach dat cac dia Petri trén bé mit ndm ngang & noi mat.

5.4.2.7. Sau khi hdn hop déng dic hoan toan va néu nghi ngd cin kiém tra san pham
c6 chira cac vi sinh vat c6 khuén lac moc lan trén bé mit ciia moi truong, thi rot khoang 4
ml méi trudng thach pht hoic méi trudng thach dém dia & nhiét d¢ 44 °C dén 47 °C 16n bé
mit mdi trudng d3 cdy mau. Dé cho déng dic.

5.4.2.8. Lat ngugc cac dia da chuén bi va dat vao ti 4m (6.2) 6 (30 £ 1) °C theo TCVN
6404 (ISO 7218). U trong (72 £ 3) h.
5.5. Pém khuén lac

Sau giai doan 0 quy dinh, giit lai cac dia c6 it hon 300 khuén lac, néu c6 thé. Dém cac
khuén lac trén cac dia, st dung thiét bi dm khuén lac néu can. Kiém tra cc dia dudi anh
sang diu. Piéu quan trong 13 cic khuén lac chinh phai duoc dém. Tuy nhién, diéu cin thiét
13 phai tranh dém nhim cac hat khong hoa tan hodc chét két tha trén dia véi cac khudn lac
chinh. Kiém tra cin than cac khudn lac nghi ngd, sit dung kinh lap c6 d6 khuéch dai 16n
hon khi cAn d€ phan biét cac khudn lac véi tap chét.
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Céc khuén lac moc lan duoc coi 13 cac khuén lac don 16. Néu cac khuén lac moc lan it
hon mét phan tu dia, thi dém céc khuan lac trén phan dia con lai va tinh sé twong tng cho
ca dia. Néu khuén lac moc lan hon mét ph?ln tu dia thi khong dém dia do.

5.6. Tinh toan va biéu thj két qua
- Viéc tinh todn va biéu thi két qua dugc thuc hién theo TCVN 6404 (ISO 7218). Chi tiét
thé hién theo hudéng dan yéu cdu chung va huéng din kiém tra vi sinh vat muc 5.8.3.2
(VNIQ.B.HDO1).
- Tinh toan va béo c4o s6 lwong vi sinh vét hiéu khi trong phan mau thir, theo khbi lugng
quy dinh bing gam hay mililit m4u thir, trén cm? hoic trén dung cy lay mau.
- Qué trinh thue hién thir nghiém dugc thé hién trén biéu miu B.SOP03.BMO1.
5.7. Bdo cdo két qua
Béo céo thir nghi€ém phai ghi rd:
- Moi théng tin can thiét d& nhan biét day du vé mau thir
- Phuong phap 14y méu néu biét
- Phuong phép thir d4 sir dung va vién din quy trinh nay
- Tét ca cac chi tiét thao tac khéng quy dinh trong quy trinh ndy, cing véi cdc chi tiét bét
thuong khac cé theé anh hudng dén két qua
- Két qua thir nghiém thu duoc, néu rd phuong phép biéu thi két qua. Két qua dugce thé hién
trén biéu mau B.SOP(03.BMO1.
6. LUU TRU HO SO
Thuc hién huéng din ndy can luyu giir hd so, noi luwu, thoi gian luu theo Quy trinh
kiém soat h6é so VNIQ.QM.QT07.
7. PHU LUC
VNIQ.B.SOP03 : Quy trinh dinh hrong tong sb vi sinh vat
B.SOP03.BMO1 : Bién ban kiém nghiém dinh lugng tong s vi sinh vat hiéu khi
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Center for Standards, Metrology and Quaiity
1O (the International Organization forStandardization)isaworldwide federation of national standards
bodies (ISO member bodies). The work of preparing International Standards is normally carried out
through ISO technical committees. Each member body interested in a subject for which a technical
committee has been established has the right to be represented on that committee. International
organizations, governmental and non-governmental, in liaison with IS0, also take part in the work.
IS0 collaborates closely with the International Electrotechnical Commission (IEC) on all matters of
electrotechnical standardization.

The procedures used to develop this document and those intended for its further maintenance are
described in the 1SO/IEC Directives, Part 1, In particular, the different approval criteria needed for the
different types of ISO documents should be noted. This document was drafted in accordance with the
editorial rules of the ISO/IEC Directives, Part 2 (see www.iso.org/dire :

Attention is drawn to the possibility that some of the elements of this document may be the subject of
patent rights. 1SO shall not be held responsible for identifying any or all such patent rights. Details of
any patent rights identified during the development of the document will be in the Introduction and/or
.on the 180 list of patent declarations received (see www.iso.org/patents).

Any trade name used in this document is information given for the convenience of users and does not
constitute an endorsement.

For an explanation of the voluntary nature of standards, the meaning of 1SO specific terms and
expressions related to conformity assessment, as well as information about 1SO’s adherence to
the World Trade Organization (WTQ) principles in the Technical Barriers to Trade (TBT), see

This document was prepared by Technical Committee TC 34, Food products, Subcommittee SC 9,
Microbiology, in collaboration with the European Committee for Standardization (CEN) Technical
Committee CEN/TC 463, Microbiology of the food chain, in accordance with the Agreement on technical
cooperation between I1SO and CEN (Vienna Agreement).

Alist of all parts in the ISO 4833 series can be found on the ISO website.

Any feedback or questions on this document should be directed to the user’s national standards body. A

complete listing of these bodies can be found at www.iso.org/members.htm].
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Microbiology of the food thain — Horizontal method for
the enumeration of microorganisms —

Part 1:
Colony count at 30 °C by the pour plate technique

AMENDMENT 1: Clarification of scope

Clause 1, Scope
Replace the text with the following:

This document specifies a horizontal method for enumeration of microorganisms that are able to grow
and form colonies in a solid medium afteraerobic incubation at 30 °C,

The method described in this document is applicable to:

— products intended for human consumption;

— products intended for feeding animals {including pets);

— environmental samples in the area of food and feed production and handling;
— allsamples from the primary production stage.

This techmque is suitable for, but not limited to, the enumeration of microorganisms in test samples
with a minimum of 10 colonies counted on a plate. This corresponds to a level of contamination that is
expected to be higher than 10 cfu/ml for liquid samples or higher than 100 cfu/g for solid samples.

This technique is especially suitable for:
— products that require a reliable count when a low limit of quantification is specified,

— products expected to contain spreading colonies that can obscure colonies of other organisms, e.g.
milk and milk products likely to contain spreading Bacillus species;

— products expected to contain bacteria that are sensitive to oxygen, e.g. some lactic acid bacteria that
develop during shelf life or modified atmosphere storage.

This horizontal method was originally developed for the examination of samples belonging to the
food ¢hain, Because of the large variety of products in the food chain, it is possible that this horizontal
method js not appropriate in every detail for all products. Nevertheless, it is expected that the required
modifications are minimized so that they do not result in a significant deviation from this horizontal

method.

Based on the information available at the time of publication of this document, the suitability of this
method for the examination of certain fermented food and animal feeds is considered to be limited
and other media or incubation conditions can be more appropriate. However, this method can still
be applied to such products even though it is possible that the predominant microorganisms in those
‘products are not detected effectively.
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150 (the International Orgamzation for: Standardlzatlon) is aworldwide federation of national standards
bodies (ISO member bodies). The work of preparing International Standards is normally carried out
through IS0 technical committees. Each member body interested in a subject for which a technical
committee has been established has the right to be represented on that committee. International
organizations, governmental and non-governmental, in liaison with IS0, also take part in the work.
ISO collaborates closely with the International Electrotechnical Commission (IEC) on all matters of
electrotechnical standardization.

Foreword

The procedures used t.o_develop‘ this document and those intended for its further maintenance are
described in the ISO/IEC Directives, Part 1. In particular, the different approval criteria needed for the
different types of ISO documents should be noted. This document was drafted in accordance with the

editorial rules of the ISO/IEC Directives, Part 2 (see www.iso.org/directives).

Attention is drawn to the possibility that some of the elements of this document may be the subject of
patent rights. 1SO shall not be held responsible for identifying any or all such patent rights. Details of

. any patent rights identified during the development of the document.will be in the Introduction and /or
on the 1SO list of patent declarations received (see www.iso.org /patents).

Anytrade name used inthis document is information given for the convenience of users and does not
constitute an endorsement.

For an explanation of the voluntary nature of standards, the meaning of 1SO specific terms and
expressions related to conformity assessment, as well as information about 1SO’s adherence to
the World Trade Orgamzatmn {WTO) principles in the Technical Barriers to Trade {TBT), see

This document was prepared by Technical Committee TC 34, Food products, Subcommittee SC 9,
Microbiology, in collaboration with the European Committee for Standardization (CEN) Technical
Committee CEN/TC 463, Microbiology of the food chain, in accordance with the Agreement on technical
cooperation between ISO and CEN (Vienna Agreement).

Alist of all parts in the ISO 4833 series can be found on the ISO website,

Any feedback or questions on this document should be directed to the user’s national standards body. A

complete listing of these bodies can be found at www.iso.org/members.html.
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Microbiology of the food chain — Horizontal method for
the enumeration of microorganisms —

Part 2:
Colony count at 30 °C by the surface plating technique

AMENDMENT 1. Clarification of scope

Clause 1, Scope
Replace the text with the following:

This document specifies a horizontal method for enumeration of microorganisms that are able to grow
and form colonies on the surface of a solid medium after aerobic incubation at 30 °C.

The method described in this document is applicable to:

— products intended for human consumption;

— products intended for feeding animals {including pets);

— environmental samples in the area of food and feed production and handling;
— all samples from the primary production stage.

This technique is suitable for, but not limited to, the enumeration of microorganisms in test samples
with a minimum of 10 colonies counted on a plate. This corresponds. to a level of contamination that is
expected to be higher than 100 cfu/ml for liquid samples or higher than 1 000 cfu/g for solid samples.

This technique is especially suitable for:

—  products containing heat-sensitive organisms that are likely to form a significant proportion of the
total flora {e.g. psychrotrophic organisms in chilled and frozen foods, dried foods, other foods that
can contain heat-sensitive organisms);

— products containing obligately aerobic bacteria that are likely to form a significant proportion of
the total flora {e.g. Pseudomonas species.);

— products that contain small particles that can prove difficult to distinguish from colonies in a pour
plate;

— products whose intense colour prevents the recognition of coloniés inapour plate;

— products for which a distinction between differenttypes of colonyis desired as part of the assessment
of foed quality.’

In addition to the manual spread plating technique, this document also describes the use of a spiral

plater, an automated method of performing surface colony counts (see Annex A}.

This horizontal method was originally developed for the examination of samples belonging to the
food chain. Because of the large variety of products in the food chain, it is possible that this horizontal
method is not appropriate in every detail for all products. Nevertheless, it is expected that the required
modifications are minimized so that they do not result in a significant deviation from this horizontal

method.
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TIEU CHUAN QUOC GIA
TCVN 4884-1:2015

ISO 4833-1:2013

VI SINH VAT TRONG CHUOI THUYC PHAM - PHUONG PHAFiD!NH LUONG VI SINH VAT - PHAN
1: DEM KHUAN LAC O 30 DO C BANG KY THUAT DO biA

Microbiology of the food chain - Horizontal method for the enumeration of microorganisms - Part 1:
Colony count at 30 degrees C by the pour plate technique

L&i néi dau
TCVN 4884-1:2015 hoan toan twong duong véi ISO 4833-1:2013;
TCVN 4884-1:2015 cung v&i TCVN 4884-2:2015 thay thé TCVN 4884:2005;

TCVN 4884-1:2015 do Ban ky thuat tiéu chuén quoc gia TCVN/TC/F13 Phuong phép phén tich va &y
méu bién soan, Téng cuc Tiéu chuan Do lwerng Chét leng thdm dinh, Bo Khoa hoc va Céng nghé
cong bd;

Bé tiéu chuan TCVN 4884 (ISO 4833) Vi sinh vét trong chubi thuc phdm - Phuong phép dinh lwong vi
sinh vét, gém céc phan sau day:

- TCVN 4884-1:2015 (ISO 4833-1:2013), Phan 1: Dém khuén lac & 30 °C bang ky thuat dé dia;
- TCVN 4884-2:2015 (ISO 4833-2:2013), Phén 2: Dém khuén lac & 30 °C bang ky thuat cdy bé mat.

VI SINH VAT TRONG CHUOI THYC PHAM - PHPONG PHAP DINH LUQING VI SINH VAT - PHAN
1: PEM KHUAN LAC O 30 °C BANG KY THUAT PO PiA

Microbiology of the food chain - Horizontal method for the enumeration of microorganisms -
Part 1: Colony count at 30 °C by the pour plate technique

1 Pham vi ap dung

Tiéu chudn nay quy dinh phuwong phap dinh lwong vi sinh vat co thé phat trién va hinh thanh khuan
lac trong méi trwong d&c sau khi U hieu khi & 30 °C. Phwong phéap nay &p dung cho:

a) thwe phdm va thitrc &n chan nuéi;
b) cac mau méi truéng trong khu viee sén xuét, ché bién thuwe phadm va thire an chan nuobi.
Tiéu chuan nay ap dung cho:

1) cac san pham yéu cau sb lvong khuan lac phat hién dwoc dudi meee quy dinh (duwdi 102 cfu/g hodc
102 cfu/ml @bi v&i méu dang 16ng hodc dwéi 103cfu/g d6i véi mau dang ran).

2) cac san pham duw kién cé chira cac khuan lac moc lan che khuét cac khudn lac cha vi sinh vat
khac, vi dy: slra va cac san pham sira c6 thé chira Bacillus spp. moc lan.

Kha n&ng ap dung cla tiéu chuén nay bi han ché khi kiém tra thic phdm va thirc &n chan nudi d4 len

men; cac méi trrdng hodc diéu kién 0 khac c6 thé sé thich ho’p hon. Tuy nhién, phwong phap nay co

thé ap dung cho cac san phadm néu trén mac du khéng hiéu qua khi phat hién cac vi sinh vat chiém uu
thé trong cac san pham d6.

Péi véi mot vai nén mau, phuo’ng phap quy dinh trong tiéu chuén nay cé thé cho cac két qué khac voi
cac két qua thu duoc khi sir dung phrong phap quy dinh trong TCVN 4884-2 (ISO 4833-2).

2 Tai liéu vién dan

Céc tai liéu vién dan sau rat can thiét cho viéec ap dung tiéu chuén nay. Déi véi cac tai lieu vién dan
ghi nam cong bé thi ap dung phién ban dwoc néu. Déi v&i céc tai liéu vien dan khong ghi nam cong
bé thi &p dung phién ban méi nhéat, bao gébm ca cac sira ddi, bd sung (néu co).

TCVN 6404 (ISO 7218), Vi sinh vét trong thuc phdm va thire &n chdn nubi - Yéu céu chung va huéng
dén kiém tra vi sinh vat.

TCVN 6507 (ISO 6887) (tat cé céac phan), Vi sinh vét trong thuc phdm va thirc dn chan nuéi - Chuén bi
méu thtr, huyén phu ban déu va céc dung dich pha lodng thap phén dé kiém tra vi sinh vaél.

TCVN 8128 (ISO 11133), Vi sinh vét trong thurc phdm, thire &@n chén nudi va nuée - Chuén bj, san
xuét, bdo quén va thir hiéu ndng cda méi trurong nudi cay.

3 Thuat ngir va dinh nghia
Trong tiéu chuén nay st dung cac thuat ngtr va dinh nghia sau:



3.1
Vi sinh vt (microorganism)

Co thé séng co kich thwoc rét nhé quan sat duoc bing kinh hién vi, bao gdm vi khuan, ndm, dong vat
nguyén sinh va virus.

[nguén: ISO/TS 11139:20061), 2.26).

CHU THICH 1 Déi véi muc dich cla tiéu chuan nay thi vi sinh vat gom vi khuén, nAdm men, ndm méc
c6 thé hinh thanh khuén lac dwéi cac diéu kién quy dinh trong tiéu chuén nay.

4 Nguyén téc

Lwong quy dinh clia mau thr dang 16ng hodc lwong quy dinh clia huyén phu ban dau  trong truong
hop cac san phdm & dang khac, dwoc rét vao dia Petri va tron véi moi truérng nudi cay thach tan
chay quy dinh.

Chuén bj cac dia khac dwéi cling moét diéu kién, st dung dung dich pha lo&ng thap phan cla mau the
ho&c huyén phu ban dau.

Cac dia dwoc U trong diéu kién hiéu khi & 30 °C trong 72 h.

Tinh sé lwong vi sinh vat trong mot gam hoac mét mililit mau thir theo sb lwong khuan lac thu duoc
trong cac dia ¢6 chira it hon 300 khuén lac.

5 Méi triwéng nudi cdy va dich pha lodng

5.1 Yéu cau chung

Chuén bi, san xuét va thir hiéu nang clia maéi tredng nudi cy theo TCVN 8128 (ISO 11133).
5.2 Dich pha lodng

S dung dich pha loang quy dinh trong TCVN 6507 (ISO 6887) déi v&i sdn pham lién guan hodc tiéu
chudn cu thé lién quan dén san pham can kiém tra.

5.3 M6éi trwérng thach: thach dém dia (PCA)
5.3.1 Thanh phan

San phém thdy phan casein béng enzym 509

Chét chiét nAm men 25¢g

Glucose (CsH120s), khan 1,049

Thach? tr 9gdén 18 g
Nwéce 1000 mi

a Tuy thudc vao strc dong cua thach.

Khi kiém tra cac sé&n phdm stra, bd sung 1,0 g stra bot gay vao moét lit moi trudng nudi cly. Stra bot
gay khéng duoc chira cac chéat gay tre che

5.3.2 Chuan bi

Hoa tan cac thanh phan trén hodc moéi trwérng hoan chinh khé vao nwéc, dun noéng néu can. Trén ky
va dé yén trong vai pht.

Chinh pH sao cho sau khi khir trung 18 7,0 £ 0,2 & 25 °C, s dung may do pH (6.4), néu cén.

Phan ph0| mai trudng vao cac éng nghiém, binh hodc chai (6.8) c6 dung tich thich hgp. Khir tring
trong ndi hap ap lwc (6.1) & 121 °C trong 15 min.

Néu s dung ngay thi lam ngudi moi truo’ng trong nédi cach thay (6.3) duy tri nhiét do tir 44 °C dén 47
°C trwére khi st dung. Néu khong béo quan noi tdi & nhiét do (5 + 3) °C khong qua 3 thang, dwai cac
diéu kién khong lam thay ddi thanh phan va dac tinh ciia méi trwdng.

Trwéce khi kiém tra vi sinh vat, lam tan chdy hoan toan méi trwong rdi dé ngudi trong nbi cach thay
(6.3) duy tri nhiét d6 tir 44 °C dén 47 °C trwée khi stk dung. Xem TCVN 8128 (1SO 11133).

S dung méi trieerng thach tan chay cang sém cang tét, khong nén dé qua 4 h.
5.3.3 Phép thi hiéu nang ciia méi tredng nudi ciy
5.3.3.1 Yéu cau chung

Trong tiéu chuan nay s dung thach dém dia la méi trweong khong chon loc. Kiém tra hiéu sut theo
TCVN 8128 (1ISO 11133).

5.3.3.2 Hiéu suat
U Nhiét 6 (30 + 1) °C trong (72 + 3) h



Ching kiém chirng Escherichia coli WDCM 00013 hoac Escherichia coli WDCM 000122
[Trung tam D liéu Thé gidi vé Vi sinh vat (WDCM)].

Bacillus subtillis subsp. spizizenii WDCM 000032
Staphylococcus aureus WDCM 00032 hoac Staphylococcus aureus

WDCM 00034
Méi trwérng déi chirng Thach dau twong trypton
Phwong phap kiém chirng Binh lwgng
Tiéu chi Ty sb hiéu suat (PR) 2 0,7

2 Cac chlng dwoc s dung trong phong thir nghiém la téi thiéu. Xem Tai liéu tham khao [2] thong tin
vé sb luong cac ching nudi cay chon loc va cac chi tiét lién guan.

5.4 M6i trweéng thach phi (xem 9.2.7, néu cén)
5.4.1 Thanh phén

Thacha tr 129 dén 18 g
Nuéc 1000 ml

a Tuy thudc vao strc dong clia thach.
5.4.2 Chuan bj

Cho thach vao nwoc va dun dén séi, khudy lién tuc cho dén khi thach hda tan hoan toan hosc khuéy
b&ng nwdc néng trong khoang 30 min.

Chinh pH sao cho sau khi khr trung 14 7,0 £ 0,2 & 25 °C dung may do pH (6.4), néu can.
Phan phéi méi trwdng vao cac 6ng nghiém, binh hosc chai (6.8) co dung tich thich hop.
Khep triung trong néi hép &p lwe & 121 °C trong 15 min.

Néu st dung moi trirong ngay thi lam nguon trong ndi cach thuy (6.3) duy tri nhiét dé tir 44 °C dén 47
°C trwéc khi st dung. Néu khéng, bdo quan moi trudng no'i t6i & nhiét d6 (5 + 3) °C khéng qua 3
thang duwdi cac diéu kién khéng lam thay dbi thanh phan va dac tinh cia moi trudrng.

Trwdce khi bat Gau kiém tra vi sinh vat, lam tan chdy hoan toan méi truéng réi d& ngudi trong ndi cach
thdy (6.3) duy tri nhiét d6 tir 44 °C dén 47 °C trudc khi sir dung, xem TCVN 8128 (ISO 11133).

6 Thiét bi, dung cu

Co thé slr dung dung cu dung mét Ian thay thé cho cac dung cu thiy tinh va chat déo ding nhiéu 1an
néu chung c6 cac dac tinh thich hop.

Str dung cac thiét bj clia phong thir nghiém vi sinh [xem TCVN 6404 (ISO 7218)] va cu thé nhu sau:
6.1 Ta sdy dé khir trung kho hodc ndi hap &p Iwc dé khi trung wét, theo TCVN 6404 (ISO 7218).
6.2 Ta &m, co6 thé duy tri nhiét 6 & (30 £ 1) °C.

6.3 Nbi cach thiy, co thé duy tri nhiét d tir 44 °C dén 47 °C.

6.4 May do pH, c6 dé chinh xac trong khoang + 0,1 don vi pH & 25 °C.

6.5 Pia Petri, bang thly tinh hodc chat déo c6 duwéng kinh tir 90 mm dén 100 mm.

6.6 Pipet chia vach xa hét, dung tich danh dinh 1 ml, dwoc chia vach 0,1 ml, phd hop v&i loai A
trong TCVN 7150 (ISO 835)I"! hodc pipet tw dong phu hcyp v&i TCVN 10505-2 (ISO 8655-2)2), sir dung
d4u tip vo trung.

6.7 Thiét bi dém khudn lac (tuy chon), co hoc hoac dién ttr co nén dwoc roi sang thich hop.
6.8 Ong nghiém, binh hosc chai, c6 dung tich thich hgp va khong qua 500 mil.
7 Lay miu

Viéc l4y mau khong quy dinh trong tiéu chudn nay. Xem tiéu chuan cu thé vé Iay mau sén pham cé
lién quan. Néu khéng c6 tiéu chuan cu thé thi cac bén lien quan ty thoa thuan vé van gé nay.

Phong thr nghiém phai nhan dwoc ding mau dai dién va khéng bi huw héng thay dbi trong qua trinh
van chuyén hodc bao quan.

8 Chuéan bji mau thip
Chuén bi mau thir theo tiéu chuan cu thé thich hop véi san pham lién quan.
9 Cach tién hanh



9.1 Phén mau thir, huyén phi ban ddu va cac dung dich pha loiang
Theo quy dinh trong TCVN 6507 (ISO 6887) hoac tiéu chuén cu thé thich hop véi san pham lién quan.
9.2 Cayvan

9.2.1 L&y hai dia Petri vo trung (6.5). Dung pipet vo trung (6.6) cho vao méi dia 1 ml mau th& néu san
pham dang Iong ho&c 1 ml huyén phu ban dau (d6 pha loang 10-") trong truong hop cac san pham &

dang khac. Néu chuén bj cac dia tir nhiéu hon mot d6 pha loang thi co thé giam xuéng thanh mét dia

[TCVN 6404 (ISO 7218)].

9.2.2 L4y mét dia Petri vo trung (6.5) khac. Dung mét pipet vé tring khac (6 6) phan phéi 1 ml dich
pha lo&ng 10! (s&n ph&dm dang I6ng) hodc 1 ml dich pha loang 102 (cac san pham dang khac).

9.2.3 Néu can, I3p lai quy trinh v&i cac dich pha loéng tiép theo, dlng pipet m&i vé tring v&i mdi dich
pha loang thap phan.

9.24 Néu thich hop chi chon cac dé pha loang t&i han (it nhét hai dich pha lo&ng thap phan lién tiép)
dé céy cac dia Petri sao cho thu dworc tir 10 Khuan lac dén 300 khuén lac trén mét dia.

9.2.5 Rot vao mdi dia Petri khoang tlr 12 mi dén 15 ml méi trirong thach dém dia (5.3) & nhiét ao tw
44 °C @én 47 °C. Thoi gian tw khi chuén bi xong huyen phu ban dau (hoc dich pha loang 10-' néu
san pham dang Idng) dén khi rét méi treng thach dém dia (5.3) vao cac dia khéng dugc qua 45 min.

9.2.6 Tron cén than dich cay véi moi trvong bang cach xoay dia Petri va dé& hén hop dong dac lai
béng cach d3t cac dia Petri trén bé mat ndm ngang & noi mat.

9.2.7 Sau khi hén hgp déng ddc hoan toan va néu nghi ngé can kiém tra san pham c6 chira cac vi
sinh vat co khuén lac moc lan trén bé mét ctia moi trwdng, thi rét khoang 4 ml méi truwdng thach phu
(5.4) hodc moi trvdng thach dém dia (5.3) & nhiét d6 44 °C dén 47 °C 1én bé mat moi tredng da cay
mé&u. Dé cho déng dac nhu trong 9.2.6.

9.2.8 Lat ngworc cac dia da chuén bj va d&t vao td 4m (6.2) & (30 + 1) °C theo TCVN 6404 (ISO
7218). U trong (72 % 3) h.

9.3 Dém khuan lac

9.3.1 Sau giai doan quy dinh (9.2.8), gitr lai cac dTa co it hon 300 khuén lac, néu co thé. Dém cac
khuén lac trén cac dia, st dung thiét bi dém khuan lac (6.7), néu can. Kiém tra cac dia dw¢i anh sang
diu. Diéu quan trong Ia céac khuén lac chinh phai dwoc dém:; tuy nhién, diéu can thiét 1a phal tranh dém
nham céac hat khéng hoda tan hoic chat két tda trén dia véi cac khuan Iac chinh. Kiém tra c&n than cac
khuan lac nghi ng®, str dung kinh lup c6 46 khuéch dai I6n hon khi can dé phan biét cac khuén lac
v&i tap chét.

9.3.2 Cac khuan lac moc lan dwoc coi la cac khuén lac don 1é. Neu céac khuén lac moc lan it hon mét
phan tw dia, thi d&m cac khuan lac trén phan dia con lai va tinh sé twong (rng cho ca dia. Néu khuan
lac moc lan hon moét phéan tu dia thi khéng dém dia d6.

10 Biéu thj két qua

10.1 Phwong phap tinh

Xem quy trinh quy dinh trong TCVN 6404 (ISO 7218).
10.2 P6 chum

10.2.1 Yéu cau chung

Céc dir lieu vé d6 chum da duoc danh gia dbi véi cac dia c6 chira nhiéu hon 15 khuan lac va it hon
300 khuan lac. Cac di¥ lieu vé d6 chum tly thudc vao sw lién két hé vi sinh vat va cac chat nén miu.
Cac di¥ liéu nay thu dworc tir cac nghién ctru cdng tac (xem Tai liéu tham khao [4], [5] va [6]) va co gia
tri d6i v&i stra nguyeén liéu va slra thanh trung. Cac di¥ liéu nay duoc st dung lam céc sé warc tinh khi
xac dinh dwoe s6 khuan lac c6 trong sdn pham khac.

10.2.2 DO lap lai

Chénh léch tuyét dbi gitra cac két qua cua hai phép thir doc lap don 1€, thu dwoc khi sl dung cung
phwong phap, trén vat liéu thir gibng hét nhau, trong cuing mét phong thir nghiém, do cling mét nguoi
thuc hién, str dung cung thiét bj, thire hién trong khodng thdi gian ngan tinh theo logoN, trong dé6 N
la sé vi smh vat co6 trong mét mlllllt (twong trng v&i 1,8 trén thang chuén tinh béng sb vi sinh vat co
trong mét mililit) khéng dwgc vt qua gidi han lap Ia| r=0,25.

CHU THICH Gidi han I&p lai nay thu duoc tir cac nghién clru cong tac vé sira nguyen liéu va sira
thanh tring (xem Tai liéu tham khao [4], [5] va [6]) va c6 thé dwoc sir dung cho cac san pham nay.

10.2.3 Do tai lap

Chénh léch tuyét dbi gitra cac két qua clia hai phép thir don 18, thu duoc khi st dung cling phwong
phép, trén vat liéu thir giong hét nhau, trong cac phong th&r nghiém khéc nhau, do nhirng ngu®i khac



nhau thie hién, tinh theo log1olV, trong d6 N 1a sb vi sinh vat co trong mét mililit (tvong tng voi 2,8
trén thang danh dinh tinh bang sé vi sinh vat cé trong mét mililit) khéng dwoc vuot qua gici han tai
l&p, R = 0,45.

CHU THICH Gi¢i han tai lap nay thu dwoc tir cac nghién clru cong tac vé sira nguyen lieu va slra
thanh triing (xem Tai liéu tham kh&o [4], [5] va [6]) va c6 thé dwoc s dung cho cac san pham nay.

10.3 Giai thich cac két qua thir nghiém
10.3.1 Yéu cau chung

Trong cac vidu (10.3.2 va 10.3.3), cac di¥ liéu vé d6 chum trung binh, murc xac suét 1a 95 % va phan
tich mot mau da duoc xem xét. Can lwuy rang trong cac diéu kién thyc té thuwong str dung trung
binh clia mét vai mau. Cac sé dugc tinh bang sé vi sinh vat ¢é trong mot mililit.

10.3.2 Cac diéu kién lap lai

Két qua ther nhét: 105 = 100 000

Chénh léch gitra két qua thir nhét va thir hai khong dwoc qua 0,25 logiol.
Két qua thir hai: Gi6i han dwéi: 10475 = 56 000.

Gi¢i han trén: 10525 = 178 000

Chénh Iéch gitra két qua thir nhat va thr hai c6 thé dwoc chdp nhan néu cac két qua thr hai khoéng
thap hon 56 000 hodc khéng cao hon 178 000.

10.3.3 Cac diéu kién tai lap

Cac két qua thu dwgc trong phong thir nghiém thir nhét (trung binh cta phép xac dinh kép): 105 = 100
000

Chénh léch gitra két qua thir nhat va két qua thir hai thu dwgc trong phong thir nghiem thir hai phai
khong I&n hon 0,45 log1oN cta cac don vi

Két qua thir hai: Gidi han dwdi: 10455 = 36 000 hodc
Gidi han trén: 10545 = 280 000

Chénh léch gilra cac két qua thu dwoc b phong thir nghiém thu nhéat va tht hai co thé dwoc chap
nhan néu phong thir nghiém thir hai thu dwoc két qué khéng thap hon 36 000 va khéng cao hon 280
000.

Phu luc A dwa ra céng thire tinh va cach sir dung chénh léch toi han (CD) dé giai thich cac két qua.
11 Bao cao thir nghiém
Bao cao thir nghiém phai ghi ro:
a) moi théng tin can thiét d& nhan biét day du vé mau thi;
b) phwong phap lay mau da siv dung, néu biét;
c) phwong phap thir d& st dung, vién dan tieu chuan nay;

d) tat ca cac chi tiét thao tac khong quy dinh trong tiéu chuan nay cung v&i moi tinh huéng bat thweng
khac c6 thé anh hwéng dén két qua;

e) két qua thir nghiém thu dwoc;
f) néu kiém tra 1ap lai thi néu két qua cudi cung thu duoc.

Phu luc A
(Tham khao)
Cach s dung chénh léch t&i han dé giai thich két qua
A.1 Yéu cau chung

Trong cac vidu (A.2 va A.3), di¥ liéu vé d6 chum trung binh, murc xac suét la 95 % va phan tich mot
mau da dwoc xem xét. Cénlwuy rang trong cac diéu kién thurc té thi thwong sty dung trung binh cla
vai m3u. Cac sb duwoc tinh bang sé vi sinh vat trong mét mililit.

A.2 Cac diéu kién tai lap
Céac két qua thu duoc trong phong thir nghiém thir nhét (trung binh cla phép xac dinh kep): 105 = 100
000

Cheénh léch gitra két qua nay va két qua thu duoc béi phong thw nghiém thi hai (trung binh ctia n
phép xac dinh; trong vi du nay n = 2) cé thé duoc chap nhan néu né khéng virot qua chénh léch toi



han de, theo cac don vi logio/V:

2 2
g, = |R2-r1-1)= }RZ—’—=1I0,452—°'—25— — 0,41
n \ 2 2

Trong do:

r 14 gi¢i han lap lai;
R la gi¢i han tai 1ap.
Chénh léch gitra cac két qua thu dugc bdi phong thir nghiém thir nhat va thr hai ¢ thé dwoc chap

nhan néu phong thir nghiém thir hai thu duoc két qua khong thap hon 1045 = 39 000 va khong cao
hon 10541 = 257 000.

A.3 So sanh v&i gi¢i han (thir mgt phia)
Gidi han: 105 = 100 000

Né&u cin so sanh chénh l&ch gitra gioi han va két qua phong thir nghiém (trung binh cla n phép xac
dinh; trong vi du nay n = 2) voi gi¢i han CD, dev:

0,84 , of, 1) 084 , r?
o=z ( j N0

Cac két qua thir nghiém dén 10524 = 174 000 khéng chi ra dwoc sw khéng phu hop voéi gigi han.
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