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L&i néi déu
TCVN 8899:2012 hoan toan twong dwong voéi ISO/TS 11059:2009;

TCVN 8899:2012 do Cuc An toan vé sinh thiwc phdm té chirc bién soan,
B6 Y té d& nghi, Téng cyc Tiéu chuan Do luéng Chét Ikgng thadm dinh,
B6 Khoa hoc va Céng nghé céng bé.



TIEU CHUAN QUOC GIA TCVN 8899:2012

Sira va san phdm sira -
Phwong phap dinh lwong Pseudomonas spp.

Milk and milk products — Method for the enumeration of Pseudomonas spp.

1 Pham vi ap dung

Tiéu chuan nay quy dinh phwong phap dinh lwgng Pseudomonas spp. ¢o trong sba va cac san pham
slra. Phurong phap nay cho phép phan lap duwoc tat cd Pseudomonas spp. wa lanh sinh sic té va
khéng sinh séc t6.

Tiéu chuan nay cing c6 thé ap dung cho cac mau mai trwéng trong san xuét siva.

2 Tailiéu vién dén

CAc tai ligu vién dan sau rat cén thiét cho viéc ap dung tiéu chuén nay. D4i v&i cac tai liéu vién dan ghi
ndm cong bé thi 4p dung phién ban duwgc néu. Doi voi cac tai liéu vién dan khdng ghi ndm cong bé thi
ap dung phién ban méi nhat, bao gbm ca cac sira ddi, bd sung (néu co).

TCVN 6404 (ISO 7218), Vi sinh vét trong thuc phdm va thirc &n chan nudi — Yéu cdu chung va hudng
d&n kiém tra vi sinh vat

TCVN 8128-1:2009 (ISO/TS 11133-1:2009), Vi sinh vét trong thic phdm va thic &n chdn nudi —
Huwéng dan chuén bj va sn xuét méi truding nuéi cdy — Phan 1: Huong dén chung vé dam bdo chét
lrong déi véi viée chuén bj méi truding nudi cdy trong phong thiy nghiém;

TCVN 8128-2:2009 (ISO/TS 11133-2:2003), Vi sinh vét trong thuc phdm va thic &n chdn nubi —
Huting dan chudn bj va san xuét méi truong nudi cdy — Phan 2: Céc huting dén thuc hanh vé thi hiéu

nang ctia méi trirong nuéi cdy.
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ISO 6887-5, Microbiology of food and animal feeding stuffs — Preparation of test samples, initial
suspension and decimal dilutions for microbiological examination — Part 5: Specific rules for the
preparation of milk and milk products (Vi sinh vét trong thyrc phdm va thic &n chdn nui — Chuén bj
méu thty, huyén pht ban déu va céc dung dich pha lodng thap phén dé kiém tra vi sinh vét — Phén 5:
Céc nguyén tac cu thé déi véi stra va sén phdm sika).

3 Thuét ngir va dinh nghia
Trong tiéu chudn nay ap dung thuat ngi¥ va dinh nghia sau:

31

Pseudomonas spp. (Pseudomonas spp.)

Céc loai vi khuén thudc gibng Pseudomonas tao thanh cac khuén lac trong thach penicillin va pimaricin
(PPA) & 25 °C ¢6 céc d&c tinh hda sinh nhu mé ta, khi tién hanh cac phép thr theo quy dinh trong tiéu
chuan nay.

4 Nguyén tic

Céy I1én bé mat mdi trwdng nudi cdy chon lpc dac mét lweng xac dinh clia mdu ther néu san pham
dang 16ng ho&c mét Iwgng xac dinh clia huyén phu ban dau néu san phdm & dang khac. Trong cac
diéu kién twong ty, cdy cac dung dich pha lodng thap phan ctia mau thir hodc ctia huyén phii ban dau.

U cac dTa da cay trong 48 h & nhiét @ 25 °C trong diéu kién hiéu khi.

Tinh lwgng Pseudomonas trong mét mililit hodc trong mét gam mau tir s khuén lac thu dwec trén cac
dia & cac mirc pha lodng dugc chon sao cho két qué coé y nghia va sau khi khdng dinh cac khuén lac
duoc chon béng phép thir oxidaza va phép thir Ién men glucoza.

5 Dich pha lodng, méi trwng nudi ciy va thubc thir
5.1 Yéu ciu chung

Vé thyc hanh phang thir nghiém hién hanh, xem TCVN 8128-1 (ISO/TS 11133-1) va TCVN 8128-2
(ISO/TS 11133-2).

5.2 Dijch pha lodng

Xem ISO 6887-5.
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5.3 Thach penicillin va pimaricin (PPA)
5.3.1 Moi treng cor ban

5.3.1.1 Thanh phin

Thanh phin Khéi Iwvgng

San phdm phan hdy gelatin bing enzym 16,0 g
San phdm phén hiy casein bang enzym 100g
Kali sulfat (K;SO,) 10,0g
Magie clorua (MgCl,) 149
Thach 1209 d@n180g°
Nuwée 1000 ml
? Tuy thudc vao curdng db gel cua thach.

5.3.1.2 Chuén bj

Hoa tan cac thanh phan trén ho3c méi trwdng hoan chinh khé trong nuéc béng cach dun séi. Chinh
pH sao cho sau khi kh( tring pH 1a 7,2 + 0,2 & 25 °C, néu cén. Phan phdi méi trwdng co ban vao cac
binh hoéc cac chai c6 dung tich thich hep. Khir tring méi triéng trong ndi hap ap lye (6.1) & 121 °C

trong 15 min.
5.3.2 Dung dich (rc ché
5.3.2.1 Dung djch penicillin

§.3.2.1.1 Thanh phin

Thanh phin Khéi lwong

Penicillin G, muédi kali 10% U

Nwac 10 mi

5.3.2.1.2 Chuan bj
Hoa tan penicillin trong nwéc va loc dé khir trung.

Dung dich penicillin nay khi dwge bdo quan & 5 °C + 3 °C thi c6 thé bén dwoec mdt tuln hosic khi duwgc
lam déng lanh céc lwgng nhé & —20 °C thi c6 thé bén dwoc 6 thang.
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5.3.2.2 Dung djch pimaricin

5.3.2.2.1 Thanh phin

Thanh phin Khéi Ivgng

Pimaricin (natamycin) 019
Nwére 1 0 mil

5.3.2.2.2 Chuén bj
Hoa tan pimaricin trong nwérc. Khir tring bang hap ap lyc (6.1) & 110 °C trong 20 min.

Pimaricin khong bén trong dung dich va can dwgc bdo quan tranh anh sang. Do d6, cén st dung dung
dich nay trong ngay chudn bj. Cach khac, c6 thé bdo quan ddng lanh dung dich nay v&i cac Igng nhd
& -20 °C trong 6 thang.

5.3.3 MGoi trwedrng hoan chinh

5.3.3.1 Thanh phin

Thé tich Néng d% cudi ciing
Méi truérng co ban 100 ml -
Dung dich penicillin 0,1 ml 100 000 WA
Dung dich pimaricin 0,1 ml 0,01g/l

5.3.3.2 Chudn bj

Trong diéu kién vé triing, bd sung cac dung dich chét &rc ché vao méi treéng co ban da dwec 1am tan
chay va dugc duy tri & 44 °C dén 47 °C. Tr6n can than mai trwéng hoan chinh méi dwge chudn bi nay.

5.3.4 Chuan bj cac dia thach PPA

Chuan bj va l1am khé cac dia thach, theo TCVN 8128-1 (ISO/TS 11133-1). Néu d3a chuan bj truére, thi
céc dia nay c6 thé gitr & 5 °C + 3 °C noi téi trong khdng qua mét ngay.

5.3.5 Thiec hién phép thir dé kiém soat chat lwgng

5.3.5.1 Nang suét

U: 25°C+1°Ctrong48h +2h

Chdng: Pseudomonas fluorecens ATCC 13525 hodc

Pseudomonas aeruginosa ATCC 27853
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Mai trurérng dbi chirng: Mai trrdng thach tir dich thlly phan casein dau twong (TSA)
Phwong phap kiém tra: Binh lwgng
Chuén cw: Ty 1& ning suét, Ps > 0,5 va cac khuén lac khong dic trng.
5.3.5.2 Tinh chon Igc
U: 25°C+1°Ctrong48h +2h
Chiing: Escherichia coli ATCC 25922 hoéc
Staphylococcus aureus ATCC 25923
Phwong phap kiém tra: Dinh tinh
Chuén cr: Uc ché hoan toan

5.4 Thach dinh dwong

5.4.1 Thanh phin

Thanh phin Khéi lwgng
Chét chiét thit 30g
San pham phan hliy mé dong vat bing enzym 50¢g
Thach tir 12,0 @én 18,0g *
Nwéc 1000 mi
® Tuy vao cwéng do gel clia thach

5.4.2 Chuén bj

Hoa tan cac thanh phan khd hodc méi triréng hoan chinh khé trong nwéc bang cach dun séi. Chinh pH
sao cho sau khi khir trang pH 1a 7,0 + 0,2 & 25 °C, néu can. Phan phbi méi tréng vao cac éng nghiém
hodc cac chai cé dung tich tich hgp. Khi¥ tring trong ndi hap &p Iy (6.1) & 121 °C trong 15 min.

5.4.3 Chuén bj cac dia thach dinh dwdng

Chuén bi, 1am khé va bdo quan cac dia thach dinh duwdng, theo TCVN 8128-1 (ISO/TS 11133-1).
5.4.4 Thye hién phép thir dé kiém soat chat lwgng

Céc chi tiét vé& nang suét nhu sau:

0: 25°C+1°Ctrong24h +2h



TCVN 8899:2012

Chiing: Pseudomonas fluorecens ATCC 13525 hodc
Pseudomonas aeruginosa ATCC 27853,
Escherichia coli ATCC 25922 ho#c
Staphylococcus aureus ATCC 25923

Mi trrdng dbi chieng: Mai trwéng thach tir s@n pham phan hiy casein dau teong (TSA)
Phuwong phéap kiém tra: Binh legng

Chuén ctr: Ty & naing suét, Pg > 0,7 va cac khuan lac khdng déc trung.

5.5 Thach glucoza

5.5.1 Thanh phan

Thanh phin Khéi lvgng

San phdm phan hiy casein béng enzym 10,049
Chét chiét ndm men 159
Natri clorua 509
Glucoza 1009
Bromocresol tia 0,015¢
Thach tir12,0gdén 18,0g°
Nuéc 1 000 mi
2 Tuy vao curdrng df gel cliia thach

5.5.2 Chuéan bj

Hoa tan cac thanh phan khd hodc méi treeng hoan chinh khé trong nwéc bang cach dun sbi, néu can.
Chinh pH sao cho sau khi khir tring pH 1a 7,0 + 0,2 & 25 °C, néu can.

Phéan phéi méi tredng véi cac lwgng 10 ml vao cac éng nghiém (6.5). Khir triing thach glucoza trong
ndi hip ap lyc (6.1) & 121 °C trong 15 min. D& cac éng nghiém theo tw the théng dirng.

Ngay trwedc khi sir dyng, gia nhigt bang nuéc sdi hoic dong hoi nweéc trong 15 min. Sau d6 nhanh
chéng duwa vé& nhiét 4§ G.

5.5.3 Thyec hién phép thir d& kiém soét chit lwvong

5.5.3.1 Phép thir dwong tinh

0: 25°C+1° trong24h +2h
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Chling: Escherichia coli ATCC 25922
Phwong phéap kiém tra: Binh tinh

Chuén ctr: Duwong tinh

5.5.3.2 Phép thir am tinh

U: 25°C+1°Ctrong24h +2h

Chiling: Pseudomonas fluorecens ATCC 13525 hoéc
Pseudomonas aeruginosa ATCC 27853

Phwong phéap kiém tra: Binh tinh
Chuén cu: Am tinh

5.6 Thuédc thir phat hién oxidaza

5.6.1 Thanh phan

Thanh phin Khéi lwgng
N,N,N',N"-Tetrametyl-p-phenylenediamin dihydroclorua 1,09
Nwéc 100 mi

5.6.2 Chun bj
Hoa tan thudc thi¥ trong nwéc ngay trwdc khi st dung.

C6 thé str dung thudc thir c6 ban sn trén thi tredng va phai tuan thi huéng dén cla nha san xuét.

6 Thiét bj va dung cu thuy tinh

Str dung c4c thiét bj, dung cu phdng thir nghiém vi sinh thdng thwéng [xem TCVN 6404 (ISO 7218)] va
cu thé nhw sau:

6.1 Thiét bj khir trung khé (ti sdy) hoic thiét bj khir tring wét (ndi hdp ap ligc).
Xem TCVN 6404 (1SO 7218).

6.2 Tu &m, c6 kha néng duy trl nhiét d§ & 25°C + 1 °C.

6.3 May do pH.

Xem TCVN 6404 (ISO 7218).

1"
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6.4 Que ciy vong, bing platin-iridi hoc bing chat déo vé tring, dwéng kinh khodng 3 mm hoéc déy
cling chét liéu hodc daa thuy tinh.

CHU THICH: Khéng str dung que cAy véng béng niken-crom trong phép thir oxidaza (xem 8.4.2).
6.5 Ong nghiém, chai hodc binh cu, c6 dung tich thich hgp.

6.6 Pipet chia do xa hét, dung tich 1 ml, dwgc chia vach 0,1 ml phi hep véi loai A trong TCVN 7150
(ISO 835)?, hodc pipet tw ddng nhw quy dinh trong I1SO 8655-2, sir dung véi cac dau tip vo trung
dung mét lan.

6.7 Dia Petri, 1am b&ng thuy tinh ho3c chat déo, dwéng kinh tir 90 mm dén 100 mm.

6.8 Que gat, bing thuy tinh hoac bang chét déo, thi du can cam béing dla thuy tinh dai 200 mm va c6
dwong kinh khodng 3,5 mm, mot du dai khoang 30 mm dugc uén vudng goc va dau mat duoc lam
nhdn bing nhiét.

7 L4y miu

Piu quan trong |a phong thir nghiém phai nhan dugc dung mau dai dién. Mau khong bi hu héng hodc
gidm chét lgng trong sudt qua trinh van chuyén hoc béo quan [xem TCVN 6404 (ISO 7218)].

Viéc I4y mAiu khéng quy dinh trong tigu chuan nay. Nén l4y m3u theo TCVN 6400 (1SO 707) ™.
Néu khéng c6 tiéu chuan cy thé nao lién quan dén viéc lay m3u clia san pham c6 lién quan thi cac bén

tw théa thuan vé van dé nay.

8 Chuén bj miu thir

8.1 Chuén bj huy&n phi: ban d4u va cac dung dich pha lodng thap phén

Chuén bj huyén phu ban d4u va cac dung dich pha lodng thap phan theo ISO 6887-5.
8.2 Céyvau

8.2.1 L&y hai dia thach PPA (5.3.4). Dung pipet v tring (6.6) chuyén vao mdi dfa 0,1 ml mau thir
hoac huyén phit ban dau. LAy mét dfa PPA khac. Dung pipet vo trung (6.6) chuyén vao dia méi vo
trung nay 0,1 ml dung dich pha lo&ng thap phan thir nht.

L#p lai cac thao tac nay véi cac d6 pha lodng tiép theo, dung pipet vo tring méi cho mdi & pha loang.

8.2.2 Dung que gat mAu vd tring (6.8) @& dan déu chét I6ng trén bé mat dfa thach cho dén kh.

12
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8.2.3 Lat Up cac dia Ga chudn bj (8.2.2) cho bé mit thach xuéng phia du6i réi dé trong ti am (6.2) &
25°C+1°Ctrong48h+2h.

8.3 Dém va chon khuén lac

Sau khi két thic thei gian G quy dinh, d@&m sb khuan lac trén tirng dia va gitr lai cac dia chira it hon
150 khuan lac. Tir mdi dfa duoc gilr lai chon ngdu nhién ndm khuan lac @é thir khdng dinh theo 8.4.

8.4 Thir khdng dinh
8.4.1 Céy truyén
Ria cdy tir m&i khuan lac da chen Ién cac dia thach dinh dwéng (5.4.3) dé khang dinh.

U c4c dia nay trong ti am (6.2) & 25 °C 1 °C trong khodng tir 24 h @én 48 h. Trén mdi dia da G chon
l4y mét khudn lac phan lap tét dé thir khdng dinh dc tinh sinh hoa.

8.4.2 Phan irng oxidaza

Lam am manh gidy loc bang thuéc thtr oxidaza (5.6.2). Dung day platin-iridi ho&c dia thuy tinh hodc
dtia bng chét déo (6.4) Iy mét it khuan lac boi 1én manh gidy loc da dwoc 1am &m (que cdy béng
niken/crom sé cho két qua dwong tinh gid).

Trong tréng hop co mat oxidaza, mau tim dam dén mau dé tia sé xuét hién trong khodng tr 5 s dén
30 s. Néu sau 30 s ma mau séc khdng ddi thi phép thir dworc coi la am tinh.

8.4.3 Lén men glucoza

Dung que cdy (6.4), ciy dam sau cac khudn lac duqc Idy tir thach dinh dwdng vao cac bng thach
glucoza (5.5.2). N¢i 1dng nit bdng va Ui cac dng thach nay & 25°C +1°Ctrong24 h+3 h,

Phép thir dugc coi la am tinh (khdng 1én men glucoza) khi thay c6 vi khuan phat tri&n nhung méi
trong khdng chuy&n mau vang. Mot sé ching Pseudomonas c6 thé lam bé mat thach chuyén mau
vang do oxi hda glucoza.

8.4.4 Giai thich két qua: cac khuén lac

Céac khuan lac c6 phan (rng oxidaza duwong tinh va khdng 1&n men glucoza dwoc coi la khuan lac

Pseudomonas.

13
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9 Biéu thj két qua

Xem TCVN 6404 (1SO 7218).

10 B4o cao thir nghiém

Bao céo thir nghiém phai chi rd:

a) moi thong tin can thiét dé nhan biét day du vé mau thir;
b) phwong phap da st dung, vién dan tiéu chuan nay;

¢) két qua thir nghiém thu dworc;

d) moi chi tiét thao tac khdng quy dinh trong tiéu chuan nay, cung véi cac chi tiét bat thwedrng khac co
thé anh hwdng téi két qua.

14



Thw muc tai ligu tham khao

[1] TCVN 6400 (ISO 707), Sza va sén phém sita — Huong dén Iy méu.
[2] TCVN 7150 (ISO 835), Dung cu thi nghiém bang thily tinh — Pipet chia d.

[3] 1SO 8655-2, Piston-operated volumetric apparatus — Part 2: Piston pipettes.
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