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TCVN 7902:2008 do Ban ky thuat tiéu chudn quéc gia
TCVN/TC/F13 Phuong phap phén tich va I8y mau bién soan,
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L&i gi6i thiéu

Do tinh da dang cla thuc pham va thic &n chan nudi nén phuong phap nay cé thé khéng thich hop dén
tiing chi tiét cho tiing san pham cu thé. Trong trudng hop nay, c6 thé st dung cac phuong phap khac
d&c trung cho tiing san phdm, néu hoan toan chi vi ly do ky thuat. Tuy nhién, can c6 gang ap dung

phuong phap nay khi c6 thé.

Khi tiéu chudn nay dudc soat xét thi can phai tinh d&n moi thong tin lién quan d&n pham vi ma phuong
phap dém dia nay phai tuan theo va cac nguyén nhan gay sai léch so vGi phuong phéap trong truong

hdp cac san pham cu thé.

Viéc hai hoa cac phuong phap thir cé thé khong thuc hién dudc ngay va ddi véi mot vai nhém san phdm
c6 thé t6n tai cac tiéu chuan qudc t& va/hoac tiéu chuan qudc gia ma khéng phu hop véi tiéu chuén
nay. Trong trudng hop c6 san tiéu chuan cho san phdm can th(r nghiém thi phai tuan theo tiéu chuan
d6. Théng thudng khi cac tiéu chudn dé dudc soat xét, thi ching phai dudc slra d6i d& phu hop véi tiéu
chuén nay, sao cho cudi cling chi con cac sai léch véi phuong phap dém dia nay la vi cac ly do k¥ thuat

dudc thira nhan.
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Xuat ban lan 1

Vi sinh vat trong thuc pham va thitc 3n chin nudi -
Phuong phap dinh lugng vi khuan khir sulfit

phat trién trong diéu kién ky, khi

Microbiology of food and animal feeding stuffs —

Horizontal method for the enumeration of sulfite-reducing bacteria

growing under anaerobic conditions

1 Pham vi ap dung

Tiéu chudn nay quy dinh phuong phap dinh lugng vi khuén khir sulfit phat trién trong diéu kién ky khi.
Tiéu chuén nay c6 thé ap dung cho:
— cé&c san pham thuc pham hoac thiic &n chan nudi, va

— cho cac mau méi trudng trong khu vuc ché bién va van chuyén thuc phadm.

2 Tailiéu vién dan

Cac tai liéu vién dan sau la rat can thiét cho viéc ap dung tiéu chuan. Déi v6i cac tai liéu vién dan ghi
nam céng bé thi ap dung phién ban dudc néu. Déi véi cac tai liéu vién dan khdng ghi ndm céng bé thi
ap dung phién ban méi nhat, bao gém ca céac slia déi.

TCVN 6263 (ISO 8261), Sita va san pham sita - Huéng dan chung vé chuén bi mau th{, huyén phu
ban d4u va cac dung dich pha lodng thap phan dé kiém tra vi sinh

TCVN 6404 (ISO 7218), Vi sinh vat trong thuc phdm va thic &n chan nudi — Yéu ciu chung va huéng

dan kiém tra vi sinh vat.

TCVN 6507-1 (ISO 6887-1), Vi sinh vat trong thuc phdm va thic an chan nudi — Chuan bi mau thi,
dung dich huyén pht ban dau va cac dung dich pha lodng thap phan dé kiém tra vi sinh vat — Phan 1:

Cac nguyén tac chung dé chuén bi huyén phil ban dau va cac dung dich pha loang thap phan.

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
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culture media in the laboratory (Vi sinh vat trong thuc pham va thic &n chin nuéi — Huéng dan chuan bi
va tao moi trudng cdy — Phan 1: Cac hudng dan chung vé ddm bao chat luong cho viéc chudn bi moi

trudng cdy trong phong th nghiém).

3 Thuat ngir va dinh nghia

Trong tiéu chudn nay ap dung cac thuat ngii va dinh nghia sau day:

3.1

Vi khudn khir sulfit phat trién trong diéu kién ky khi (sulfite-reducing bacteria growing under
anaerobic conditions)

Cac vi khuan hinh thanh cac khuén lac dién hinh c6 thé dém dudc dudi cac diéu kién quy dinh trong tiéu

chuén nay.
4 Nguyén tac

4.1 Chuén bi hai dia (ho&c 6ng) thach, sir dung méi trudng sat sulfit va mét luong xac dinh clia mau
th( néu san phdm ban dau & dang 18ng, hodc mét ludng xac dinh huyén phd ban dau néu san pham &

dang khac.

Chuén bi hai dia (hodc 6ng) thach khac, st dung cac dung dich pha loang thap phan ctia mau thr hoac

cla huyén phu ban dau, dudi cung mot diéu kién.

4.2 U 8m cac dia (hoac 6ng) dudi didu kién ky khi & 37 °C + 1 °C trong 24 h dén 48 h (doc két qua cudi
cling sau 48 h), hoac c6 thé 0 ¢ 50 °C néu nghi ngd c6 vi khudn ua nhiét. DEm cac khun lac mau den
dién hinh. Mau den cla cac khuén lac va quang bao quanh 13 két quéa cla viéc hinh thanh sat (Il) sulfua

do phan (ing gilra cac ion sulfua va sat hoa tri ba [Fe(lll)] c6 mét trong mai trudng.

4.3 Tinh s6 lugng vi khuan khr sulfit trén mililit hodc gam mau thir tir s6 luong khuén lac thu dugc trén

cac dia (hoac 6ng).
5 M@i trudng nudi ciy va dich pha loang
V& thuc hanh thtr nghiém hién hanh, xem TCVN 6404 (ISO 7218).

5.1 MOoi trudng dém dia: Thach sat sulfit
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5.1.1 Thanh phan

San phdm thuy phan casein bang enzym 15¢
San phdm thuy phan dau tuong bang pancreatic 5¢
Dich chiét nAm men 5¢g
Dinatri disulfit (Na,S,05) 19
Sét (Ill) amoni xytrat 19
Thach 9gdén 18 ¢g?
Nudc 1 000 ml
& Tuy thudc vao slc dong clia thach.

5.1.2 Chuan bj

Hoa tan cac thanh phan trén trong nudc, bang cach dun néng.

Chinh pH, sao cho sau khi khit tring pH 14 7,6 + 0,2 & 25 °C, néu can.
Ro6t méi trudng vai cac lugng 250 ml vao cac binh cau 500 ml.

Néu tién hanh viéc dinh lugng st dung cac éng nghiém (6.5) thi r6t 20 ml hoac 25 ml méi trudng vao

cac 6ng nghiém. Khit tring 15 min trong néi hap ap luc 6 121 °C.
Trudc khi st dung, dudi khi méi truding.
5.2 Dung dich pha loang mudi pepton

Xem 5.2.1 clla TCVN 6507-1 (ISO 6887-1:1999).

6 Thiét bi va dung cu thuy tinh

S’ dung céc thiét bi, dung cu phong th nghiém vi sinh thong thudng [xem TCVN 6404 (ISO 7218)] va

cu thé nhu sau:

6.1 Dung cu déng hoa, dung cho cac mau thuc phdm dang ran [xem TCVN 6404 (ISO 7218)].
6.2 NG&i cach thuy, c6 kha nang duy tri nhiét do & khoang tir 44 °C dén 47 °C.

6.3 Binh ky, khi, c6 bd phan tao méi trudng ky khi va cé ca hé thdng kiém tra cac diéu kién ky khi.

6.4 TG am, c6 kha nang duy tri nhiét d6 6 37 °C + 1 °C va & 50 °C + 1 °C, néu can.
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6.5 6ng nghiém, kich thu6c 16 mm x 160 mm va binh cau ho3c chai c6 dung tich 500 ml.

7 Lay mau

Diéu quan trong 1a mau gli dén phong thir nghiém ding 1a mau dai dién va khéng bi hu hdng hoac thay

déi trong qua trinh van chuyé&n hoic bao quan.

Viéc 18y mau khoéng qui dinh trong tiéu chuan nay. Xem tiéu chuan cu thé lién quan dén san pham. Néu
khong c6é tiéu chuan riéng lién quan dén viéc Iay mau san phdm thi cac bén lién quan nén thoa thuan

vGi nhau vé van dé nay.

8 Chuan bi mau thi

Chugn bi mAu thir theo TCVN 6507-1 (ISO 6887-1), TCVN 6263 (ISO 8261) hoac theo cac tiéu chusn
cu thé thich hop véi san pham cb lién quan. Néu khong cé cac tiéu chudn cu thé thi cac bén cé lién

quan nén thoa thuan vGi nhau vé van dé nay.

9 Cach tién hanh
9.1 Yéu cau chung
So do cach ti€n hanh dugc néu trong Phu luc A.

9.2 Phan mau thi, huyén phu ban dau va dung dich pha loang
Xem TCVN 6507-1 (ISO 6887-1), TCVN 6263 (ISO 8261) ho&c tiéu chuan cu thé lién quan dén san pham.

C6 thé can x{ ly nhiét dung dich huyén phu ban d4u dé loai cac dang sinh dudng cla vi khun sinh bao
tr va/hodc khong sinh bao t. Nhiét d6 va thai gian gia nhiét thay déi tuy thudc vao nhu cau thuc té, tur
nhimng hop chéat tao ra hiéu qua thanh tring rd rét khi hiéu qua hoat hoa nhiét vira phai (vi du 75 °C
trong 20 min), dén s6i trong vai phut. Trong trudng hdp nay, két qua cé thé dudc ghi 1a s6 bao tir vi
khudn kh(r sulfit phat trién dudi diéu kién ky khi.

9.3 Nubi cay

L&y hai dia Petri vo triing. Dung pipet vo tring chuy&n sang méi dia 1 ml mau thf néu san pham & dang

16ng, hodc 1 ml huyén phl ban dau néu san pham & dang khéc.

LAy hai dia Petri vo tring khac. Dung pipet vé tring méi chuyén sang méi dia 1 ml dung dich pha lodng
thap phan tht nhat (107") clia mau thd néu san phdm & dang 16ng, hoc 1 ml dung dich pha lodng thap
phan th{ nhat cta huyén phi ban d4u (107?) néu san pham & dang khac.

Lap lai quy trinh trén véi cac dung dich pha lodng tiép theo, st dung méi pipet vé tring méi cho méi do

pha loang.
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R6t vao méi dia Petri khodng 15 ml thach sat sulfite (5.1) da dudc lam ngudi dén nhiét do tir 44 °C dén
47 °C trén ndi cach thuy (6.2). Thai gian tinh tir IGc nudi c8y cac dia Petri dén khi thém thach khéng
dudc vuot qua 15 min. Tron cdn than dich cdy v6i méi trudng béng cach dua dia qua lai theo phuong

nam ngang va dé yén cho moi trudng doéng dac lai.
Sau khi méi trusng da déng dac, pha cung loai méi trudng 1én dia véi luong tir 5 ml dén 10 ml.

Né&u ding 6ng nghiém thi cdy vao hai 6ng dung mdi trudng dé & 44 °C dén 47 °C, méi 6ng 1 ml mdi
dung dich pha lodng. Trén nhe, khéng dé tao bot va d&€ yén cho méi trudng déng dac lai trén ndi cach
thuy lanh (6.2).

Sau khi méi trudng da déng dac, pht clng loai méi trudng 1én méi éng véi luong tir 2 ml dén 3 ml.

9.4 Uam

Sau khi da déng dac, 0 4m céac dia Petri trong cac binh ky khi (6.3) 8 37 °C + 1 °C trong 24 h dén 48 h.
Né&u nghi ngd c6 vi khudn ua nhiét, thi chudn bi mét day cac dia Petri th(r hai (xem 9.3). U &m day dia
nay & 50 °C + 1 °C.

Trong trudng hdp dung cac éng, khéng can phai 0 trong cac binh ky khi.

9.5 D&m khuin lac

Doc két qua sau 24 h va 48 h, tuy vao dd den va téc dd phat trién clia cac vi sinh vat. Dém cac khuan

lac mau den, c6 thé c6 quang den bao quanh dudc coi la vi khuan khir sulfit.

CHU THICH 1 C6 thé xuat hién quang den lan rong khéng dac trung cla méi trudng, dac biét 1a khi nudi cay
trong cac 6ng thach thay cho cac dia Petri. Viéc phat trién cac vi khudn ky khi, ma chi sinh khi hydro (khéng phai

la H,S) ciing c6 thé khir sulfit c6 mat dan dén lam den méi trudng.

DPém cac khuan lac clia vi khuan khr sulfit trong méi dia chia it hon 150 khuén lac dién hinh va chia it

hon 300 khuén lac téng s6.

Khi s& luong khuén lac cao, thi mét s6 6ng c6 thé khong dém dudc. Trong trudng hdp nay, chi cé cac

&ng c6 cac khuan lac moc tach biét rd rang maéi dung dé dém.

CHU THICH 2 Tiéu chuén nay chi c6 thé st dung dé dinh lugng chi Clostridium. Sau khi thu dudc cac khuén lac
dac trung, tir mdi dia 18y nam khudn lac va dudc dung dé khang dinh chi Clostridium bang cac phép thlr khang
dinh (vi du, cac phép thr hd hap, sinh bao tu).

10 Biéu thi két qua va gi6i han tin cay

Xem phan b6 sung clia TCVN 6404 (ISO 7218).
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11 Ba&o cao thir nghiém

Bao cao thir nghiém phai ghi rd:

a) moi thdng tin can thiét d& nhan biét day dd vé mau thir:
b) phuong phap ldy mau da s dung, néu biét;

c) phuong phap thir da st dung, ké ca nhiét d6 G am, viéc st dung 6ng nghiém va bat ky viéc x{ ly

nhiét nao dé diét vi khuén sinh dudng;

d) moi chi tiét thao tac khéng qui dinh trong tiéu chuén nay, hoic tly y Iua chon, cling véi cac chi tiét

bat thudng khac c6 thé anh hudng téi két qua;
e) cac két qua th(r nghiém thu dudc;

Bao cao két qua ciing phai néu rd néu cac phép th{r ti€p theo dugc thuc hién bdi phong thi nghiém

chuén, ho&c néu da thuc hién thi néu két qua thu dudc.

10
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(qui dinh)
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So dé cach tién hanh

x g mau th{r + 9x g dich pha loang

\ 4
Dung dich pha loang (xem 9.2)

XU ly nhiét huyén phu ban dau dé loai

Huyén phu ban dau »| DS dang sinh dudng (xem 9.2). DE thu

duodc két qua la sd bao t clia vi khuan
khr sulfit wa nhiét phat trién trong diéu

A

kién ky khi, ho&c cac bao ti Clostridium
ua nhiét (xem Chu thich 2 trong 9.5)

A 4

Né&u nghi ngd c6 vi khuan ua nhiét,
xem 9.4

Thach sét sulfit (5.1).
U dm & 50 °C + 1 °C trong 24 h dén 48 h
(xem 9.4)

|

Dién giai két qua: Dé thu dudc s6
lugng vi khudn khir sulfit ua nhiét
phat trién trong diéu kién ky khi

.

Khéng dinh (xem Chu thich 2 trong 9.5)
— phép thir ho hap
— phép thir sinh bao t

Két qua la s6 lugng Clostridium ua nhiét

A 4

Thach sét sulfit (5.1).
U &m & 37°C +1°C trong 24 h dén 48 h
(xem 9.4)

Dién giai két qua: Bé thu dudc sd
lugng vi khudn khir sulfit phat trién
trong diéu kién ky khi

|

Khéng dinh (xem Chu thich 2 trong 9.5)
— phép thir ho hap
— phép thir sinh bao t

Két qua la s6 lugng Clostridium

11
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Thu muc tai liéu tham khao

[11 NMKL No. 95:1997, Sulfite-reducing Clostridia — Determination in food ".

D" Phuang phap NMKL soat xét nay do Reidar Skjelkvale soan thao. Oslo City Food Control Authority, Vestbyvn, 13, N-0976
Oslo, Norway.
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