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L&i n6i dau

TCVN 13640:2023 hoan toan twong dwong véi ISO 22718:2015 va siva ddi
1:2022.

TCVN 13640:2023 do Vién Kiém nghiém Thuéc thanh phd H& Chi Minh
bién soan, By Y té d& nghj, Téng cyc Tiéu chun Do lvdng Chét lveng
thadm dinh, Bo Khoa hoc va Cong nghé céng bé.
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Lo gisi thigu

Kiém tra cac chi tiéu vi sinh cho san pham m§ phim dwoc thyc hién tly theo mirc d¢ phan tich rii ro vi
sinh nhdm dam bao chét lwgng va an toan cho ngudi tiéu ding.

Phan tich rti ro vi sinh phy thudc vao mdt s dic diém nhu:

- Do bn dinh clia cac san phidm m§ pham;

- Kha niing gay bénh clia vi sinh vat;

- Vijtri st¢ dung san phim m§ pham (t6c, da, mét, niém mac);
-. D% tudi ngudi st ding (ngudi én, tré em dudi 3 tudi).

Déi véi m§ phdm va cac san pham st dung tai chd khéc, phat hign cadc mdm bénh trén da nhu
Staphylococcus aureus, Pseudomonas aeruginosa va Candida albicans |12 cn thiét, vi nhirng vi
sinh vat nay cé thé gay bénh nhiém khudn da hosic mét. Ngoai ra, viéc phat hién cac loai vi sinh
vat khac cling dwgce quan tam vi sy xuét hién clia nhirng vi sinh vat ndy nhw Escherichia coli
cho thay s\ khdng dam bao vé sinh trong qua trinh san xuét.



TIEU CHUAN QUOC GIA TCVN 13640:2023

My pham - Vi sinh vt — Phat hién Staphylococcus aureus

Cosmetics - Microbiology — Detection of Staphylococcus aureus

1 Pham vi 4p dung

Tiéu chudn nay dua ra cac hwéng din chung dé phat hién va dinh danh vi sinh vat Staphylococcus
aureus trong cac san phdm m§ phdm. Céc vi sinh vat dwoc chi dinh trong tiéu chudn nay cé thé khac
tly theo thyc té va quy dinh riéng clia m3i quéc gia.

Pé dam bao chét lwgng san phdm va sy an toan cho ngurdi tiéu ding, cAn thyre hién phan tich rli ro vi
sinh thich hop d& xac dinh loai san phdm m§ pham 4&p dung tiéu chuén nay. Cac san phim duwgc coi la
c6 rdi ro vi sinh thép, dya trén danh gia rlii ro dugc mb ta trong TCVN 13641:2023 (1SO 29621) nhw
cac san pham c6 hoat d6 nwdrc thdp, san phdm chira cbn hodc gia trj pH cure doan, v.v.

Phuong phap dugc md ta trong tiéu chuln nay dya trén viéc phat hién Staphylococcus aureus trong
mbi tredrng 16ng khdng chon loc (mdi trwdmg ting sinh), tiép d6 1a phan Iap trén méi trwémg thach chon
loc. Cac phuong phap khéc c6 thé thich hop phu thudc vao gidi han phat hién.

CHU THICH: Béi voi viéc phéat hien Staphylococcus aureus, c6 thé cly truydn trén moi trwdng nudi cly khong
chon lgc, sau 36 thyre hién cac bwéc dinh danh thich hep (vi dy s dung Kit dinh danh).

Do ¢6 rét nhidu dang san phdm my phlm nén trong pham vi &p dung, phurong phéap nay c6 thé khéng
phlt hop véi mot sé san phdm cy thé (vi du nhw cac san phim khéng thAm nwéc). Céc tiéu chudn quéc
té khac (TCVN 13635 (ISO 18415)) c6 thé phli hgp. Céc phurong phép khac (vi du nhw phuong phap
tw 40ng) cb th thay thé cho cac thir nghiém sinh héa trinh bay & day véi didu kién phrong phép dé
dwgrc chimg minh la twong duong hodc phl hep.

2 Tailidu vién dan
Toan bd hodic mdt phan céc tai liéu vién dan trong tai liéu nay rét cin thiét. D4i véi cac tai ligu vien dan

ghi ndm céng bé thi 4p dung phién ban dwgc néu. Dbi véi cac tai liéu vién dan khong ghi ndm cong b
thi 4p dung phién ban mé&i nhat bao gdm cé cac stra ddi, bd sung (néu cb).
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TCVN 13637, M phdm — Vi sinh — Hwéng dén chung vé kiém tra vi sinh (1SO 21148:2017, Cosmetics
- Microbiology — General instructions for microbiological examination)

. EN 12353, Chemical disinfectants and antiseptics — Preservation of test organisms used for the
determination of bactericidal (including Legionella), mycobactericidal, sporicidal, fungicidal and virucidal
(including bacteriophages) activity (Thubc khir khuén va chat khir khudn hod hoc —~ Béo quén céc sinh
vét thir nghiém dung dé xéc dinh hoat tinh diét khuén (bao gdm Legionella), diét khudn ndm,diét bao tir
khuén, diét virus (bao gom cé thyc khuén thé)

3 Thuat ngir va djnh nghia
Trong tidéu chuén nay st dung cac thuat ngi¥ va dinh nghia sau:
31

San pham (product)
Phan sén phdm m§ pham xéc dinh nhan dwoc trong phong thi nghiém dé thtr nghiém.

3.2

Miu (sample)

M&t phdn clia san pham (it nhét 1 g hodic 1 ml) dwoc diing d8 chuAn bj hén dich ban diu, S.
3.3

Hén dich ban dAu (initial suspension)

Hén dich hay dung djch clia mau trong thé tich nhét dinh clia moi trirérng tang sinh [dng phll hep.
3.4

Miu pha loang (dilution sample)

MAu duoc pha lodng tir hdn dich mAu ban diu.

35

Vi sinh vt chi djnh (specified microorganism})

Vi khuén wa nhiét hiéu khi hosic ndm men khong dugc 6 trong mdt san pham m§ phim va duoc céng
nhén la mét loai gay bénh trén da c6 thé gay hai cho sl¥c khoé con ngudi hodc Ia loai vi sinh chi thi cho
viéc khéng Gam béo vé sinh trong qua trinh san xuét.

3.6

Staphylococcus aureus

Cau khuan Gram dwong, phan 16n tap trung thanh cum giéng chiim nho. Khudn lac nhin, séc tb mau
vang.

CHU THICH 1: B3c diém chinh d& dinh danh: phat trién trén moi treéng chon lec, c6 phan (ing catalase dwong
tinh, phan (rng coagulase dwong tinh.

CHU THICH 2: Staphylococcus aureus 13 vi khuiin gy bénh co hdi & ngudi, chiing thwedng c6 trén da nguwdi

10
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khde manh ma khéng gay bAt ki anh hwing gl. Day 13 loai vi sinh vat khong mong mubn trong sén phdm mj
pham vi cé kha ning gay bénh.

37
M&éi trwdng téing sinh I6ng (enrichment broth)

Mai triwdng 18ng khdng chon loc chira cac chét trung hda va / hodc cc chét phan tan thich hop va da
dwgc chirng minh 14 phit hgp véi sdn phim duoc thir nghiém.

4 Nguyén tic

Buwdc ddu tién clia quy trinh 14 1am ting s6 lvong vi sinh vat trong méi tredng 16ng khdng chon loc va
dam bao vi sinh vat nay khdng bj (rc ché bdi cac tac nhan chon loc cb trong mdi tnedmg chon loc / phan
biét.

Buérc thir hai clia thir nghiém (phan 1&p) dwec thre hién trén moi treding chon loc va sau dé ia céc thi
nghiém djnh danh.

Phai trung hoa kha niing trc ché si phét tridn clia vi sinh vat clia mAu thir @& cho phép phét hién cac vi
sinh vat con séng. Trong moi trwdng hop va bét ké phwong phap nao, phéi kiém tra va chieng minh sy
trung hda cac dic tinh khang khuén clia san phdm (Didu 11).

5 Dung djch pha lodng va méi trrrng nudi cay

5.1 Quy dinh chung

Quy dinh chung dwoc d& cap trong TCVN 13637 (ISO 21148). Nwéc d& cap trong tiéu chuln nay Ia
nuéc cAt hodc nudce tinh khiét dwec @& cap trong TCVN 13637 (1ISO 21148).

Mai trrding tang sinh 16ng dwgc st dyung a8 phan tan mau thir va ting sé lwgng vi sinh vat ban diu.
Mbi treeding co chira chit trung hoa néu mAu dwoc kiém tra c6 chira chét khang khudn. Hiéu lyc cla
chét trung hoa cin dugc chitng minh (Diéu 11). Thong tin vé chét trung hoa phlt hgp dwgc dua ra
trong Phuy lyc B.

Theo tiéu chudn ndy, méi trwdng ting sinh 1dng (5.3.3.1) hay bét ki méi tramg ndo dwoc liét ké trong
Phy lyc A ddu phit hop dé kiém tra sy c6 mét clia Candida albicans. Nhirng méi truéng nay da duoc
chirng minh 13 phit hop (Didu 11).

Nhirng dung dich pha lodng va méi tredng nudi cdy khéc ciing c6 thé dwoc sir dung néu dugc chitng
minh 1a pht hep.

5.2 Dung dich pha lodng hén djch vi khuén (dung djch tryptone natri chloride)

5.2.1 Quy dinh chung

Dung dich pha lodng dugc sir dyng @ chudn bj hdn dich vi khudn ciing dugc dung cho kiém tra
tinh phi hop cla quy trinh thi nghiém (Diéu 11).

5.2.2 Thanh phin

11
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Trypton, Casein thily phan b&i pancreatin 109
Natri clorid 859
Nuéce 1000 mi
5.2.3 Chudn bj

Héa tan céc thanh phan trong nwéc bing cach vira khudy vira dun néng. Phan phéi dung dich vao cac
binh c6 thé tich thich hop. Hép tiét khuan & 121 °C trong 15 min. Sau khi hép va d8 ngudi, pH phai dat
khoang 7,0 + 0,2 khi do & nhiét d phong.

5.3 M&i trwdng nudi cdy

§.3.1 Quy dinh chung

Mai trwréng nudi cly dwoc chuan bj theo mé ta dudi Gay hodc tir mi treong khé theo hudng din clia
nha san xudt. Can tuan th cac hwdng din tlr nha san xuét méi trudng.

CHU THICH: Moi trurérng pha sin co thé dwge sir dyng khi thanh phén va / hoic kha ning dinh dwéng ciia chiing
twong duong voi cac cong thirc dugc dua ra trong tai liéu nay.

5.3.2 Méi trwdng thach @& kidm tra tinh phil hop cla phwong phép (Didu 11) [mbi trwdng
thach casein dau twong (SCDA) hodc mdi trwedrng thach dau twong tryptic (TSA)]

5.3.2.1 Thanh phin

Casein thily phan b&i pancreatin 150¢
Bt dau twongthly phén bdi papain 50g
Natri clorid 509
Thach 150g
Nuéce 1000 m!

5.3.22 Chuln bj

Héa tan cac thanh phan hodic méi trwéng hoan chinh trong nwéc béing cach vira khudy vira dun nong.
Phan phdi méi trwdmg vao cac binh cd thé tich thich hop. Hép tiét khudn & 121°C trong 15 min. Sau khi
hép va dé ngudi, pH phai dat khoang 7,3 + 0,2 khi do & nhiét d6 phong.

5.3.3 MGi trwedrng ting sinh long

5.3.31 Eugon LT 100

5.3.3.1.1 Quy djnh chung

Day 14 mdi truéng c6 chiva cac thanh phin @& trung hoa chét ke ché vi sinh vat c6 mat trong mau
thi¥: lecithin, polysorbat 80 va tac nhan phan tan octoxynol 9. Mai trwéng Eugon LT100 16ng cai tién
¢6 thé dwoc chon str dung thay thé.

5.3.3.1.2 Thanh phén

Casein thiiy phan bdi pancreatin 15,049
12
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B6t dau twongthly phan bdi papain 50¢g
L-cystine 07g
Natri clorid 40g
Natri sulfit 02g
Glucose 55g
Lecithin tir tring 10g
Polysorbat 80 50¢g
Octoxynol 9 10g
Nuwéc 1 000 ml

5.3.3.1.3 Chudn bj

Hda tan hoan toan céc thanh phan polysorbate 80, octoxynol 9 va lecithin tir tring trong nwérc séi aé
tan hoan toan. Thém cac thanh phin con lai vao biing vira khudy vira dun néng. Phan phéi méi
trrdng vao cc binh co thé tich thich hop. H4p tiét khuin & 121 °C trong 15 min. Sau khi hdp va dé
ngudi, pH phai dat khodng 7,0 0,2 khi do & nhiét dd phong.

5.3.3.2 MGi trerng Eugon LT léng cai tién

5.3.3.2.1 Thanh phin

Casein thly phan béi prancreatin 150g
Bot dau twongthlly phan bdi papain 50¢
L-cystine 0749
Natri clorid 40g
Natri sulfit 02g
Glucose 55¢
Lecithin tir triing 109
Polysorbat 80 509
Natri lauryl eter sulphate 1,56g

Nwéc 1000 ml

5.3.322 Chuin bj '

Hoa tan I&n luot tirng thanh phén polysorbate 80 va lecithin tir trirng trong nwéc sbi dé tan hoan toan.
Thém cac cac thanh phan con lai vao bang cach vira khudy vira dun néng. Phan phéi vao cac binh cé
thé tich thich hep. HAp tiét khudn & 121 °C trong 15 min. Sau khi hip va d& ngudi, pH phai dat khodng
khoang 7,0 £ 0,2 khi do & nhiét dd phong.

13
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5.3.3.3 Céac mbi trwvérng ting sinh 1ong khac

C6 thé sir dung cac mdi tredng tang sinh 16ng khac néu phi hop (xem Phu lyc A)
5.3.4 Mbi trirrng thach chon loc dé phian lap Staphylococcus aureus
6.3.4.1 MGi trweong thach Baird Parker

5.3.4.1.1 Moi trwdng co ban

5.3.4.1.1.1 Thanh phin

Casein thily phan b&i pancreatin 10,0g
Cao ndm men 109
Cao thit 509
Natri pyruvate 10,09
L-glycin 12,0g
Lithi clorid 50g
Thach 12gdén22g
Nuéc vira dit dén 950 m!
5.3.4.1.1.2 Chuédn bj

Hoa tan t4t ca cac thanh phin hodc mai trwdng khd trong nwéc biing cach vira khudy vira dun néng.
Phan phdi moi trurrng vao cac binh c6 thé tich thich hgp. Hap tiét khudn méi tredng & 121 °C trong 15
min. Sau khi hap va dé ngudi, pH phai dat khoang 7,2 + 0,2 khi do & nhiét dé phong.

5.3.4.1.2 Dung djch kali tellurit

5.3.4.1.21 Thanh phin

K2TeOs (kali tellurit) 109
Nuéc 1000 ml
5.3.4.1.2.2 Chuln bj

Hoa tan hoan toan kali tellurit vao nwéc béing cach gia nhiét & nhiét d6 thap nhat.

Tiét khudn bang cach loc qua mang loc cb kich thude 16 loc 0,22 pm. Dung dich ndy dwec bio quan t6i
da 1 théng & 3 °C x 2 °C. Loai bd dung dich néu c6 két tla mau tring.

5.3.4.1.3 Nhii twong long dé tring (ndng d9 khodng 20 % hodc theo hwéng din ciia nha sin
xuét) ‘

Néu khdng c6 san dang thwong mai thi chun bj mdi trwdng theo hwréng dén sau day:

S0 dung trirng ga trroi cdn nguyén vo. Lam sach qua trivng véi ban chai bing cach s dung dung dich
tAy rira. Rva qua trieng dudi véi nwdc dang chdy, sau dé sat khudn vé bén ngoai bing cach nhing
chim vao trong cdn 70 % (tt / tt) trong 30 s va d& kho trong khéng khi hodic xit cdn 1én qua tring va sau
dé tiét khuén bdng ngon Ira. Trong diéu kién vo khudn, tach riéng 1ong dé voi Idng trang bing cach
14
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chuy&n qua lai 1ong @ gitra 2 nira v qua trirng.Cho 16ng d6 vao binh da tiét khuln va thém 4 Ian thé
tich nwére v khudn. Tron déu. Bun néng 47 °C trong 2 h va dé trong 18 h dén 24 h & 3 °C + 2 °C dé két
ta. LAy phan nwdc phia trén cho vao binh vd khuén,

Nh( twong ndy c6 thé dwgc béo quén & 3 °C + 2 °C trong téi da 72 h.
5.3.41.4 Moitrwong hoan chinh
5.3.4.1.41 Thanh phin

Moi trrdng co ban (5.3.4.1.1) 100 ml
Dung dijch kali tellurite (5.3.4.1.2) 1,0ml
Nh{i twong long dd tribng (5.3.4.1.3) 5,0 ml

5.3.4.1.4.2 Chuln bj

Lam tan chdy méi trwdng co ban (5.3.4.1.1), sau d6 lam ngugi dén khoang 47 °C. Trong didu kién vo
khuén, thém 2 dung dich con lai (5.3.4.1.2 va 5.3.4.1.3), treérc khi thém nén lam &m Gén 47 °C, tron
déu sau khi thém mdi thanh phan.

5.3.4.2 M0ditrwdong chon loc khac
C6 thé sl dung mai trwdng chon loc khac néu phit hep (xem Phu luc A).

6 Dung cu va dung cu thuy tinh
St dyng thiét bj phang thi nghiém va dung cy theo md ta trong TCVN 13637(ISO 21148).

7 Ching visinh vat

P& xac nhén tinh phi hp clia diéu kién thir nghiém, chiing vi khudn sau day dwoc sl dung:
Staphylococcus aureus ATCC" 6538 (twong dwong véi ching CIP? 4,83 hoiic NCIMBY 9518)
Céc chiing trén cAn dugc hoan nguyén theo hiréng dan ciia nha cung cép.

Céc chiing c6 thé dugc lwu gitr trong phong thi nghiém theo EN 12353,

8 Xir ly madu my phidm va méu thir phong thi nghiém

Git san phim thr nghiém & nhiét 86 phong, néu cin. Khéng dugc G, 1am lanh hosic cip déng sin
pham va mAu thir nghiém trwéc hodc sau khi phan tich.

Quié trinh 14y mAu thir nghiém t&r cac san phdm m§ phdm d& phan tich cAn dwoc tién hanh nhu md ta

trong TCVN 13637 (ISO 21148). Phan tich mAu nhw md ta trong TCVN 13637 (SO 21148) va theo quy
trinh dura ra trong Didu 9.

b ATCC = American Type Culture Collection = B4 steu tap chling chuan My.
2) CIP = B suwu tap Vién Pasteur, Phap
3) NCIMB = National Collection of Industrial and Marine Bacteria

15
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9 Quy trinh

9.1 Khuyén cao chung

St dung vat liéu vd khudn, thiét bj va ki thuat v khuan dé chuln bj m&u th(r nghiém, pha hén dich
m&u ban d4u va miu pha lodng. Khi chudn bj hdn dich miu ban diu, si* dung dung dich pha loing
hop Iy, khodng thoi gian tir IGc hoan tat viéc chuan bj dén lic hén dich mAu ban diu va / hodc mau
pha lodng bt dAu tiép xic véi mbi trwdng ting sinh khéng nén qua 45 min, trir khi ¢6 yéu ciu dic
biét khéc trong quy trinh hodc tai liéu da thiét lap.

9.2 Chudn bj hén dich mu ban diu trong méi trwérng tiing sinh Idng

9.21 Quy djnh chung

Mau thir dugc tang sinh tir miu (3.2) it nhat 1 g hodc 1 ml san phdm (da duwgc trn déu) dugc phan
tan trong it nhat 9 ml méi trdng tang sinh 18ng.

CHU THICH: S, khéi lwgng hay thé tich chinh x&c cda mau thir nghiém.

Phwong phap thir nghidm nén duoc kidm tra d& chéc ring cac thanh phén (chét trung hda dugc thém
va0) va thé tich clia méi trvdng 16ng 1a pht hop cho thiv nghiém (11.3).

CHU THICH: Trong mdt sé trudng hop, khi co thé, loc sdn phdm m§ phdm qua mét mang loc va sau d, mang
loc ndy dugc cly vao mdi trrdng tang sinh 16ng nhém tao didu kién thuén lgi trong viéc trung hda cac chét khang
khudin clia san phim (11.3).

9.2.2 Cac san phdm tron Iin dwgc trong nuérc

Chuyén lrgng mAu, S, clia san pham vao trong mét binh chira mét lwgng thich hgp méi trudng tang
sinh I6ng.

9.2.3 Cac san phdm khéng trdn Iin dworc trong nwérc

Chuyén lwgng miu, S, clia san phim vao trong mdt binh chira mdt lgng thich hep tac nhan phén tan
(vi dy polysorbat 80).

Phan tan mAu thi trong tac nhan phan tan va thém mét lugng thich hgp méi trieding tang sinh léng.
9.2.4 Céc san pham c6 thé loc dirge

St dung mang loc c6 kich thudc 18 loc khdng qué 0,45 um.

Chuyén lvong mu, S, 18n mang loc clia bd loc (TCVN 13637 (ISO 21148)). Loc nhanh va rira mang
loc bang mét lrong nwée val hodic dung dich pha lodng xac dinh. Chuyén mang loc va nhiing ngp
mang loc vao 8ng hoic binh ¢6 chira mét lugng thich hop méi trréng tang sinh 16ng.

9.3 U hn dich ban diu trong méi trvérng téng sinh Idng

U hén dich ban dau dugc chuln bj trong méi trurdmg 18ng (9.2) & 32,5 °C £ 2,5 °C trong véng it nhat 20
h (t6i da 72 h).

9.4 Phat hign va dinh danh Staphylococcus aureus

9.41 Phan lap

S dung que cAy vong vd khuln, cdy ria mdt vong que cly tlr méi trudng tang sinh 1ng 1€n bé mit
16
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méi trwding thach Baird Parker d& thu dwoc c4c khudn lac riéng 18,
Lat nguorc dia petri, sau d6 G & 32,5 °C £ 2,5 °C trong it nhét 24 h (t6i da 48 h).
Kiém tra cac dac diém khudn lac (xem Bang 1).
Bang 1 - Dic diém hinh thai khuin lac Staphylococcus aureus trén moi trwdng chon loc

Moi trwerng chon loc Pic diém khuén Jac Staphylococcus aureus

Mbi trwdrng thach Baird Parker | Khuiin lac mau den, sang béng, xung quanh ¢
vling trong (2 mm @én 5 mm)

9.4.2 Dijnh danh Staphylococcus aureus
9.4.21 Quy djnh chung

Tién hanh céc thir ngiém sau day trén cac khudn lac nghi nger da dwoc phan I4p trén méi truwdng thach
Baird Parker. Sy hién dién clia Staphylococcus aureus c6 thé duoc khing dinh bing cac méi truong
va céc phan (rng sinh héa thich hgp khac.

9.4.2.2 Nhudm Gram

Phép thir dwee mé ta trong TCVN 13637 (ISO 21148),

Quan sét dudi kinh hién vi sau khi nhudm gram phai 1a ciu khudn gram dwong két thanh chim.
9.4.2.3 Phan (eng catalase

Phép thir dwgc mé ta trong TCVN 13637 (ISO 21148).

Kiém tra xem c6 phai phan (rng catalase dwong tinh khéng.

9.4.2.4 Phan irng Coagulase

Chuyén mdt vong que cdy clia khuén lac d3c trung trén méi trwdng thach Baird Parker vao tirng éng
vd khudn riéng 18, mdi éng chira 0,5 ml huyét trong ddng vat cé vi, tt nhét 1a thé hodc ngyra, c6 hodc
khéng c6 chiva chét phy gia thich hop.

U & 37 °C £ 2 °C. Néu khong c6 chi din ndo khac cla nha san xuét, kiém tra éng sau 3h, 4 h, 6 hva
dén 24 h néu phan (g coagulase chura xuét hién trong vong 6 h. Sir déng huyét twong & thdi didm
24 h cin dwgc khéng dinh.

Thyc hién ddng théi mau thir véi mau kiém tra duong tinh va mau kiém tra am tinh.
Kiém tra xem c6 phai phan (rng coagulase dwong tinh khéng

10 Bidu dién két qua (phat hién Staphylococcus aureus)

Néu két qua dinh danh x4c dinh dwgc sy co m3t clia loai vi khudn nay thi két qua dwoc ghi nhw sau:
— Phat hién Staphylococcus aureus trong méu, S.

Néu khong thay c6 sy phat trién trén méi trwong ting sinh va / hodc két qua dinh danh khuln lac
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khéng xac dinh dwoc sy cé mét clia loai vi khuan ndy thi két qua dwoc ghi nhu sau:
— Khbéng phat hién Staphylococcus aureus trong mau, S.

11 Trung hda thudc tinh khang vi sinh vt clia san phiam

11.1  Quy dinh chung

Céc phép thir khac dwoc mé ta dudi day ding dé chirng minh cac chling vi sinh vat c6 thé phat trién
trong diéu kién thi nghiém.

11.2  Chuén bj chiing cdy

Trwéc khi tién hanh thir nghiém, cdy chiing Staphylococcus aureus |&n trén bé mat thach casein dau
twong (SCDA) hodc mdi trwirng thich hop khac (méi trwdmg khéng chon loc, khdng chira chét trung
héa). U & 32,5°C £ 2,5 °C trong 18 h dén 24 h.

D& thu hoach chiing vi sinh vt 8 nubi cAy, st dung que cdy vdng vé khudn, 14y khuan lac trén bé mit
méi trdng va trdn lai trong dung dich pha lodng d& dwoc hén dich ching va didu chinh hdn dich nay
@& thu dugc hdn dich chiing higu chinh chira khodng 1 x 108 CFU/mI (vi du c6 thé sir dung méy do
quang phé dé xac dinh ndng @6 twong dbi trong TCVN 13637 (1SO 21148), Phy luc C).

S dung hé&n dich chiing hiéu chinh va cac hdn dich chling pha losng trong véng 2 h.

11.3  Tinh phi hgp clia phweng phéap phat hign

1131 Quy trinh

11.3.1.1  Pha loing hdn dich chiing ban dAu trong cac éng nghiém chira 9 ml dung dich pha lodng dé
dwgc ndng do chiing cudi cling chira khodng 100 CFU/mI @én 500 CFU/mI. D& dém ndng do cudi ciing
clia vi sinh vat séng lai dwoc trong dung dich pha loéng, chuyén 1 ml hén dich chling vao dia Petri va
a6 15 ml dén 20 mi mdi trwomg thach tan chdy dwoc gir 4m trong bé didu nhiét & nhiét a9 khong qua
48°C. U dia & 32,5 °C £ 2,5 °C trong 20 h dén 24 h.

11.3.4.2 Chuén bj hai éng hodc hai binh hdn dich mau ban d4u theo diu kién da dwec lya chen cho
th& nghiém (chia it nhét 1 g hodic 1 ml san phdm trong mot thé tich xac dinh méi trurdng tang sinh
Idng). Khi st dung phuong phap mang loc, loc it nhit 1 ml san phim tir 2 éng / binh nhw trén va
chuyén mdi mang loc vao mét éng nghiém hodc binh chira méi trwdng tang sinh Idng trong didu kién
da dwgc lya chon cho thie nghiém.

11.3.1.3  Chuyén 0,1 ml h&n dich chiing dugc pha lodng tir hdn dich chiing ban dAu da biét sb Iwgng
vi sinh vat (11.3.1.1) vao mét éng nghiém hoc binh (thi nghiém tinh phit hop). Trgn déu, sau d6 G cac
éng nghiém / binh (tht nghiém tinh phi hop va mau kiém tra khdng chira vi sinh vat) &
32,5°C +25°C frong 20 h dén 24 h.

11.3.1.4  Phan 1ap vi sinh vat tlr m&i éng nghiém / binh (trong thir nghiém tinh phis hep va mau kiém
tra khéng chtra vi sinh vat). S dung que cay vdng vd khudn l4y mét vong hén dich da dwoe G cly 1én
bé mit dia Petri (dwong kinh 85 dén 100 mm) chira khodng 15 ml dén 20 ml méi trwéng thach
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cetrimid. U dfa & 32,5 °C 2,5 °C trong 24 h dén 48 h.
11.3.2  Giai thich cac két qua thir nghiém tinh phi) hgp

Kiém tra s Iwgng vi sinh vat trong hdn dich chling sau khi pha loang (11.3.1.1) phai chira khoang tir
100 CFU/ml d&n 500 CFU/m!.

Néu Staphylococcus aureus phéat trién dic trung trén dia thir tinh phit hep va khong cé sy phat trién
nao trén dia kiém tra thi phuong phap trung hda cé hiéu qua va va phwrong phap phét hién 13 phi hep.

Khi trén dia kiém tra co vi sinh vat phét trién (sdn pham tap nhiém), phwong phap trung hoa cé hiéu
qua va va phurong phép phét hién 1a phit hop néu Staphylococcus aureus dwgc phyc hdi trén dia thir
tinh phis hep. '

Khi khong théy s phat trién clia vi sinh vat & cac dia thi tinh phil hop thi ching td hoat tinh khang
khuén vin con va cn phai didu chinh cac didu kién clia phrrong phap béng viéc ting thé tich méi
trwdng dinh dwdng 16ng ma van gitb nguyén lwgng mau, hodc bing cach két hop mét lwong du tac
nhan khiz hoat tinh trong mdi trwémg tang sinh 1dng hodic sy két hep cac bign phap didu chinh dé&
Staphylococcus aureus phét trién duoc.

M3c di1 c6 sy két hgp clia cac tac nhan khir hoat tinh khéng khudn thich hop va sy gia ting dang ké
thé tich clia méi treéng 16ng nhung vi sinh vat khéng séng lai dwec nhir md ta & trén thi két lun ring
mau thir khéng nhiém Staphylococcus aureus.

12 Bao cao thir nghiém

Béo céo thlr nghiém bao gm:

a) Vién dén tiéu chudn nay, nghia [a TCVN 13640 (ISO 22718:2018); Amendment 1:2022;

b)  TAtca cac thong tin cAn thiét clia san pham;

c) Phwong phap da s dyung;

d)  Céckét qua da thu duoc;

€)  Chitiét cac budrc tién hanh chuén bj hdn dich mau ban diu

f) M6 ta phrong phép véi chét trung hoa va méi trwdng da stv dung;

s)] Chirng minh sy phi hop ctlia phwong phap, ngay ca khi thir nghiém da dwge thire hién rieng ré; -

h) BAt ky diém nao khong dugc néu trong tai liéu nay, hodc dwgc coi 1a tily chon (khdng bét budc),
cling véi céc chi tiét vé bét ky su ¢b nao co thé anh hudng dén két qua.
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Phuluc A
(Tham khao)
Cac moi trwvdrng khac
A1 Cac mbi tredng téng sinh 16ng khéac
A1t Maitriedng long casein thiy phan tir ddu twrong
A1.1.1  Thanh phin

Casein thiiy phan b&i pancreatin 15,09
Bot dau twongthlly phan béi papain 509
Natri clorid 509
Nwée 1 000 ml

A1.1.2  Chuén bj

Hoa tan céc thanh phan trén hodc hoa tan méi trwdng khd hoan chinh trong nwéc bang céach vira
khuéy vira dun néng Phan phéi méi trrdng vao céc binh ¢é thé tich thich hop. HAp tiét khuén & 121 °C
trong 15 min. Sau khi hip va dé ngudi, pH phéi dat 7,3 1 0,2 khi do & nhiét @ phong.

A1.2  Mbi trwong trung hda DIE 1dng (Mai trirdng trung hoa Dey/Engley 1dng)

A.1.21  Thanh phin

Glucose 10,09
Lecithin d4u nanh 709
Natri thiosulfat pentahydrat (H1aNa20.S2) 609
Polysorbate 80 509
Casein thly phan bdi pancreatin 50g
Natri sunfit (NaHSO3) 259
Cao n&dm men 259
Natri thioglycolat (CzHsNaO,S) 109
Bromcresol 0,02g
Nuée 1000 ml

A1.22 Chudn bj

Hoa tan tat ca cac thanh phan trén hodc méi trwdng khé hoan chinh trong nwéc bang cach vira khudy
vira dun néng. Phan phéi mdi tredng vao cac binh c6 thé tich thich hop. Hap tiét khudn & 121 °C trong
15 min. Sau khi hdp va dé ngudi, pH phai dat 7,6 + 0,2 khi do & nhiét 46 phong.
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A.1.3  Mai trirrng letheen 10ng cai tién
A.1.31  Thanh phin

Pepton tir thit 20,0g
Casein thiiy phén bdi pancreatin 509
Cao thit bd 50g
Cao ndm men 20g
Lecithin 079
Polysorbat 80 _ 50g
Natri clorid 504
Natri bisulfit 01g
Nwéc 1000 ml

A132 Chulnbj

Héa tan hoan toan 13n lwot polysorbate 80 va lecithin trong nuréc soi. Hoa tan cac thanh phin con lai
baing cach vira khudy vira dun néng. Trén nhe nhang tranh tao bot. Phan phdi méi trerdng vao céc binh
¢6 thé tich thich hop. Hap tiét khuin & nhiét @ 121 °C trong 15 min. Sau khi h&p va d& ngudi, pH sé
phai dat 7,2 £ 0,2 khi do & nhiét d phong.

A.2 Mo trirdrng thach chon loc khac

A.21  Méi trerng thach mubi — Mannito! (thach Chapman)

A.21.1  Thanh phin

Cao thjt bd 1049
Casein thlly phén b&i pancreatin 509
Thit bo thiy phan bdi pancreatin 50g
Natri clorid 7509
D-mannitol 10,0g
Thach 150¢g
D6 phenol 0,025¢
Nuwéc 1000 ml
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A21.2  Chun bj

Vira khudy vira dun néng, dun sdi trong 1 min @& hoa tan hoan toan. Phan phdi méi truéng vao céac
binh c6 thé tich thich hgp. Hap tiét khudn & nhiét @ 121 °C trong 15 min. Sau khi hap va dé& ngudi, pH
phai dat 7,4 £ 0,2 khi do & nhiét d§ phong.

A.2.2  Maditrwerng thach Vogel — Johnson

A.2.21  Thanh phin

Casein thily phan bdi pancreatin 10,0g
Cao nim men 509
Mannitol 1009
Dikali hydrophosphat 5049
Lithi clorid 50g¢g
Glycin 100g
Thach 16,0g
Dd phenol 0,025¢
Nwéc 1000 ml

A.2.2.2 Chudnbj

Bun séi dung dich chira c&c chét rén trong 1 min. Hap tiét khuén & nhiét @6 121 °C trong 15 min, lam
ngudi dén 45 °C va 50 °C, thém 20 ml dung dich Kali telurit (K;TeOs) da tiét khudn. Sau khi hap va lam
ngudi, pH phai dat 7,2 + 0,2 khi do & nhiét d¢ phong.
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Phu luc B

(Tham khao)
Ciéc chét trung hoa hoat tinh khang vi sinh vt ctia chit bao quan va céc dung djch rival loc

TCVN 13640:2023

Chét bao quén

Hep chit héa hoc c6 thé trung
hda hoat tinh khang khuin cia

Vi dy vé thanh phin chit trung hda thich
h¢rp va céc dung dich rira

chat bao quan (ding cho phuong phdp mang loc)
Céc hgp chét phenol: | Lecithin, 30 g/l Polysorbat 80 + 3 g/l lecithin
Céc paraben, Polysorbat 80, 7 g/l Ethylen oxid ngung ty clia cbn béo +

phenoxyethanol,
Phenylethanol, v.v...

Céc anilin

Ethylen oxid ngeng ty clia con
béo (fatty alcohol)

Chét hoat d9ng bé mat khéng ion

20 g/l lecithin + 4 g/l polysorbate 80
Mai treedrng I&ng trung héa D/E?

Dung dich rlra: nuéc cat vé khudn; 1 gft
trypton, + 9 g/l NaCl; § g/l palysorbat 80

Céc hg'p chét amoni
béc bbn

Cac chét hoat dong bé
mét cation

Lecithin, saponin, polysorbat 80,
natri dodecyl sulphat

Ethylen oxid ngwng ty ctia cdn
béo (fatty alcohol)

30 g/l Polysorbat 80 + 4 gl nailri dodecyl
sulphat + 3 g/i lecithin

30 g/l Polysorbat 80 + 30 g/l saponin + 3 g/l
lecithin

Méi tredng 16ng trung hoa DIE?

Dung dich rlra: nwéc cit vé khudn; 1 gfl
trypton, + 8 g/l NaCl; 5 g/l polysorbat 80

Céc andehit

Cac chét giai phong
formaldehyd

Glycin, histidin

3 g/l Lecithin + 30 gfl polysorbat 80 + 1 g/l
L-histidin

30 g/l Polysorbat 80 + 30 g/l saponin + 1 gff L~
histidin + 1 g/l L-cystein
Mbi trwdrng 16ng trung hoa D/E®

Dung dich rira: nwéc cit vo khudn; 3 gfl
polysorbat 80 + 0,5 g/l L-histidin

Céc hegp chét oxy hoa

Natri thiosulfat

5 g/l Natri thiosulfat
Dung dich rira: 3 g/l Natri thiosulfat

Céc isothiazolinon,
imidazol

Lecithin, saponin

Cac amin, sulfat, mercaptan, natri
bisulfit, natri thioglycolat

30 gfl Polysorbat 80 + 30 g/l saponin + 3 g/l
lecithin

Dung dich rira: 1 g/l trypton + 9 g/l NaCl; 5 gfl
polysorbat 80

Céc biguanide

Lecithin, saponin, polysorbat 80

30 g/l Polysorbat 80 + 30 gfl saponin + 3 g/l
lecithin

Dung dich rira: 1 g/l trypton + 9 g/l NaCl; 5 g/l
polysorbat 80

Céc mubi kim loai (Cu,
Zn, Hg)

Céc mubi thiy ngan
hiru cor

Natri bisulfat, L-cystein

Céc hop chét sulfhydryl, axit
thioglycolic

0,5 g/l hay 5 g/l Natri thioglycolat

0.8 g/l hay 1,5 g/l L-cystein

Mai trrdng Iong trung hda D/E?

Dung dich riva: 0,5 g/l Natri thioglycolat

@ Méi trvdrng 1dng trung hoa D/E (Mbi trirémg 16ng trung hda Dey/Engley) — xem Phu lyc A
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