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L&i néi dau

TCVN 13639:2023 hoan toan twong dwong véi ISO 22717:2015 va sira
ddi 1:2022.

TCVN 13639:2023 do Vién Kiém nghiém Thudc thanh phé Hd Chi Minh
bién soan, B Y t& d& nghj, Tdng cyc Tiéu chuin Do lwdng Chét lvgng
thdm dinh, B Khoa hoc va Céng nghé cdng bd.
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L&i gidi thidu

Kiém tra cac chi tiéu vi sinh cho san phdm m§ phdm duwec thye hién tuy theo mirc d9 phan tich rii ro vi
sinh nham dam bao chét lwgng va an toan cho ngudi tigu dung.

Phan tich rdii ro vi sinh phu thudc vao mét sb dac diém nhu:

- D3 &n dinh clia cac san phdm my pham;

- Kha ndng gay bénh clia vi sinh vat;

- Vjtri st dyng san phdm m§ pham (toc, da, mat, niém mac);
- Dd tudi nguoi sir ding (ngwdi I6m, tré em dudi 3 tudi).

DAi voi my pham va cac san phim sir dung tai chd khéc, phat hién cdc mam bénh trén da nhw
Staphylococcus aureus, Pseudomonas aeruginosa va Candida albicans 1a cin thiét, vi nhirng vi
sinh vat nay c6 thé gay bénh nhiém khuan da hoic mat. Ngoai ra, viéc phét hién céc loai vi sinh
vat khac ciing dwgc quan tam vi sy xuét hién clia nhitng vi sinh vét nay nhu Escherichia coli cho
th&y s khdng dam bao vé sinh trong qua trinh san xuét.



TIEU CHUAN QUOC GIA TCVN 13639:2023

My pham - Vi sinh vat — Phat hién Pseudomonas aeruginosa
Cosmetics — Microbiology — Detection of Pseudomonas aeruginosa

1 Pham vi ap dung

Tiéu chun ndy dwa ra céc huéng din chung dé phét hign va dinh danh Pseudomonas aeruginosa trong
cac san phAm m§ phdm. Cac vi sinh vat duec chi dinh trong tiéu chun ndy co thé khac tuy theo thyc té
va quy dinh riéng cla mdi quoc gia.

P& dam bao chat lwgng san pham va sy an toan cho nguwdi tiéu ding, can thirc hién phan tich rdi ro vi
sinh thich hop d& xac dinh loai san phdm m§ phim ap dung tiéu chudn ndy. Céc san phdm duorc coi la
¢6 i ro vi sinh thap, dva trén danh gia rii ro dug'c mo ta trong TCVN 13641:2023 (ISO 29621) nhw céc
san phdm c6 hoat d§ nuéc thdp, sén phdm chira cdn hodc gia trj pH cye doan, v.v.

Phuong phép dwoc md ta trong tiéu chudn ndy dya trén viéc phéat hién Pseudomonas aeruginosa trong
mbi treeérng 16ng khdng chon loc (mdi trwdmg tang sinh), tiép a6 1a phan I4p trén mbi trwdng thach chon
lpc. Céc phirong phap khac cé thé thich hop phy thude vao giéi han phat hién.

CHU THICH: Béi voi viéc phét hién Pseudomonas aeruginosa, co thé cdy truyén trén méi truéng nubi cAy khdng
chon loc, sau d6 thyc hién cac bwéc dinh danh thich hep (vi du s dung Kit dinh danh).

Do cb rét nhiéu dang san phdm m§j pham nén trong pham vi 4p dung, phuong phap nay cé thé khang
phi1 hop véi mat sd san phim cu thé (vi du nhw cac san pham khéng thdm nuwréc). Cac tiéu chuin quéc
té khac (TCVN 13635 (ISO 18415)) 6 thé phii hgp. Céc phirong phép khac (vi dy nhw phrong phép ty
d0ng) cb thé thay thé cho cac thir nghiém sinh héa trinh bay & day véi didu kién phwong phép dé dwec
chttng minh la twong dwong hodic phi hgp.

2 Tai lidu vign din
Céc tai liéu vién dan sau day rat cin thiét cho viéc 4p dung tiéu chuln ndy. D6i vai tai liéu vién dan ghi

n3m cbng bd thi ap dung phién ban duoc néu. D6 véi tai liéu vién din khdng ghi nam céng bé thi ap
dung phién ban m&i nhat, bao gdm ca sira ddi, bd sung (néu co).

TCVN 13637, My phdm - Vi sinh ~ Hutng dan chung vé kiém tra vi sinh, (ISO 21148:2017, Cosmetics
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— Microbiology — General instructions for microbiological examination)

EN 12353, Chemical disinfectants and antiseptics — Preservation of test organisms used for the
determination of bactericidal (including Legionella), mycebactericidal, sporicidal, fungicidal and virucidal
(including bacteriophages) activity (Thubc khir khuan va chét khir khuin hod hoc — Bdo quan cac sinh
vét thir nghiém diing @é x4c dinh hoat tinh diét khudn (bao gdm Legionella), diét khuan nm,diét bao tir
khun, diét virus (bao gbm ca thuc khuén thé)

3 Thuét nglr va dinh nghia

Trong tiéu chudn ndy, st dung cac thuat ngl¥ va dinh nghia sau:

31

Sén pham (product)

Phan san phdm m§ pham xac dinh nhan dwgre trong phong thi nghiém dé thir nghiém.
3.2

Mau (sample)

Mét phan clia san phim (it nhét 1 g hodc 1 mi) dwgc diing d& chuén bj hdn dich ban dAu.
33

Hén djch ban déu (initial suspension)

Hén dich hay dung dich ctia mAu trong thé tich nhét dinh clia méi trwéng ting sinh 1dng phit hop.

34
Mau pha loang (dilution sample)
Mau duoc pha loang tir hdn dich mau ban dau.

35

Vi sinh vt chi dinh (specified microorganism)

Vi khudn wa nhiét hiéu khi hodc ndm men khdng duwoc c6 trong mét san phdm m§ phdm va dugc cong
nhan 1a mét loai gay bénh trén da c6 thé gy hai cho strc khoé con ngudi hodic Ia loai vi sinh chi thj cho
viéc khong dam bao vé sinh trong qua trinh san xuét.

3.6

Pseudomonas aeruginosa

Trwe khudn Gram am, di d9ng, khudn lac nhdn, sinh séc té mau nau hodc mau luc nhat.

CHU THICH 1: Bac @iém chinh & dinh danh; phat trin trén mai tredng thach chon loc cetrimid, co phan (ng
oxidase dwong tinh, phat huynh quang va sinh sic tb phenazin (pyocyanin) trén méi truréng thich hep.

CHU THICH 2: Pseudomonas aeruginosa co thé dwge phan 13p tir nhidu ngudn khac nhau dac biét ia trong nwéc
va ¢6 kha néing phan hiy nhidu chét. N6 c6 thd gay viém nhiém cho da va viing mét ngudi. Day 14 loai vi sinh vat
khéng mong muén trong san pham m§ phdm vi c6 kha nang gay bénh va Iam thay ddi d&c tinh hda ly clia sin
phdm.

10
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37
Méi trudmg ting sinh 16ng (enrichment broth)

Mai trrdmg 16ng khdng chon loc chira cac chit trung hda va / hodc cac chét phan tan thich hep va duec
chirng minh & phit hgp cho thir nghiém.

4 Nguyén tic

Buwéc dAu tién cia quy trinh 13 1am ting s6 lwgng vi sinh vat frong méi treeang 16ng khong chen loc va
dam bao vi sinh vat nay khong bj trc ché bdi cac tac nhan chon lgc ¢ trong mdi trurdmg chon loc / phan
biét.

Buréc thir hai clia thir nghiém (phan 1ap) dugc thire hién trén mai tredng chon loc va sau d6 la cac thiv
nghiém dinh danh.

Phai trung hoa kha nang trc ché sy phét trién clia vi sinh vét clia mAu thir 88 cho phép phat hign cac vi
sinh vat cdn séng. Trong moi trrdng hep va bat ké phrong phap nao, phai kiém tra va chimg minh sy
trung hda cac d3c tinh khang khuan clia san phdm (Didu 11).

5 Dung dich pha lodng va mdi trwéng nudi cay

5.1 Quy djnh chung
Quy dinh chung dworc d& cap trong TCVN 13637 (ISO 21148). Nurdrc dé cap trong tiéu chuén nay 1a nwéc
ct hodc nwdc tinh khiét dugc dé cap trong TCVN 13637 (ISO 21148).

Mai trrdng téng sinh 1dng dugre str dung d& phan tan mAu thir va ting s6é lwgng vi sinh vat ban dau. Mai
trdng cb chiva chit trung hda néu miu dwgc kiém tra co chira chét khdng khudn. Higu lyc clia chét
trung hoa cin dwgc chirng minh (Didu 11). Théng tin v& chét trung hda phi hep dwge dua ra trong Phy
luc B.

Theo tiéu chuén nay, mdi tredng taing sinh 1dng (5.3.3.1) hay bét ki méi tredng nao dugc liét ké trong
Phu lyc A d&u phil hgp d& kidm tra s ¢6 mit clia Pseudomonas aeruginosa. Nhitng moi treéng nay da
dugc chirng minh 13 phi hop & Didu 11.

Nhitng dung dich pha lodng va méi tnrémg nudi cdy khac ciing c6 thé dugc st dung néu dugc chirng
minh |a pht herp.

5.2 Dung djch pha lodng hén djch vi khuén (dung dich trypton natri clorid)

5.2.1 Quy djnh chung

Dung dich pha lodng dugc sir dung d& chudn bj hén dich vi khudn cing dwoc diing cho kiém tra sy phi
hop cta quy trinh thi nghiém (Diéu 11).
5.2.2 Thanh phin

Tryptone, casein thily phan bdi pancreatin 1,09

1
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Natri clorid 85¢
Nwée 1000 ml
5.2.3 Chuén bj

Hoa tan cac thanh phén trong nwéc bing cach vira khudy vira dun ndng. Phan phéi dung dich vao cac
binh ¢6 thé tich thich hop. Hap tiét khun & 121 °C trong 15 min.

Sau khi hp va dé ngudi, pH phai dat khoang 7,0 £ 0,2 khi do & nhiét 45 phong.
5.3 Mbi treromg nubi cay
5.3.1 Quy djnh chung

MGi treding nudi ¢y duge chudn bi theo mé ta dwéi day hodc tir mdi trrdmg kho theo huéng dén cilia
nha sén xuét. Can tuan thl cac hwdng din tir nha san xult méi trwdng.

CHU THICH: Msi trréng pha san cb thd dwoc st dung khi thanh phan va / hoZic kha ning dinh dudng clia
chiing twong dwong véi cac cdng thire uge dua ra trong tai ligéu nay.

5.3.2 M0 trwérng thach dé kiém tra tinh phil hop clia phwong phép (Didu 11) [méi trwrng thach
casein dau twong (SCDA) hodc médi trwdng thach ddu twong tryptic (TSA)]

5.3.21 Thanh phin

Casein thlly phan b&i pancreatin 15049
Bét dau twong thly phan béi papain 50g
Natri clorid 5049
Thach 15,09
Nuée 1000 ml

5.3.2.2 Chuén bj

Héa tan c4c thanh phan trong méi trrdmg hodc méi truéng khé hoan chinh trong nwéc béng cach vira
khudy vira dun néng. Phan phdi méi tredmg vao cac binh c6 thé tich thich hgp. Hap tiét khuin &
121 °C trong 15 min. Sau khi hap va ¢& ngudi, pH phai dat khodng 7,3 1 0,2 khi do & nhiét dd phong.
5.3.3 Méi trwérng ting sinh long

5.3.3.1 EugonlLT 100

5.3.3.1.1 Quy djnh chung

DAy 1a méi trwdmg c6 chira cac thanh phin @ trung hoa chét (rc ché vi sinh vat c6 mét trong miu:
lecithin, polysorbat 80 va tac nhan phan tan octoxynol 9. Mai trvéng Eugon LT 1dng cai tién c6 thé dwoc
chon sl dung thay thé.
5.3.3.1.2 Thanh phin

Casein thiy phan b&i pancreatin 1509

12
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Bat dau twong thiy phan bdi papain 509
L - cystine 079
Natri clorid 409
Natri sulfit 02g
Glucose 559
Lecithin tir trimng 109
Polysorbat 80 50g
Octoxynol 9 1,09
Nwéc 1000 ml

5.3.3.1.3 Chuin bj

Hda tan hoan toan céc thanh phan polysorbat 80, octoxynol 9 va lecithin tir trieng trong si dé tan hoan
toan. Thém cac thanh phin con lai vao bing c4ch vira khuy vira dun néng. Phan phbi méi trudng vao
céc binh c6 thé tich thich hop. HAp tiét khudn & 121 °C trong 15 min. Sau khi hép va d& ngugi, pH phai
dat khodng 7,0 £ 0,2 khi do & nhiét dd phong.

5.3.3.2 Méi trwng Eugon LT Idng cai tién

5.3.3.2.1 Thanh phin

Casein thly phan bdi prancreatin 15049
Bot dau twrong thiy phan bdi papain 509
L-cystine 0,79
Natri clorid 4049
Natri sulfit 02g
Glucose 559
Lecithin tlr tring 109
Polysorbat 80 50g
Natri lauryl eter sulphate 156g
Nuée 1000 ml

5.3.3.2.2 Chuin bj

Hda tan IAn luot tieng thanh phan polysorbate 80 va lecithin tir trirng trong nwéc soi dé tan hoan toan.
Thém cac thanh phan con lai vao bing cach vira khudy vira dun néng. Phan phdi vao céc binh c6 thé
tich thich hop. HAp tiét khudn & 121 °C trong 15 min. Sau khi hdp va d& ngudi, pH phai dat khoang
khodng 7,0 + 0,2 khi do & nhiét d5 phong.

13



TCVN 13639:2023

5.3.3.3 Cac moi trwrng tang sinh long khac

C6 thé sir dung cac mdi trrdng tang sinh 1ong khac néu phil hep (xem Phuy luc A).
5.3.4 Mai trwdng thach chon loc dé phan lap Pseudomonas aeruginosa
5.3.4.1 MGoi trwdng thach Cetrimid

5.3.4.1.1 Thanh phin

Gelatin thiiy phan bdi pancreatin 200g
Magnise clorid 1449
Kali sulfat 10,09
Cetrimid (cetyltrimethylammonium bromid) 03g
Thach 1364
Glycerol 1009
Nwéc 1000 ml

5.3.41.2 Chuén bj

Hoa tan tt ca thanh phin rén vao nwéc va thém glycerol vira khudy vira dun séi trong 1 min dé hda tan
hoan toan. Phan phdi mbi tnrdmg vao cac binh c6 thé tich thich hop. Hép tiét khudn & 121°C trong 15
min. Sau khi hap va d& ngudi, pH phai dat khodng 7,2 1 0,2 khi do & nhiét do phong.

5.3.5 Mbi tredrng thach chon loc dé dinh danh Pseudomonas aeruginosa

5.3.5.1 MOi trwirng thach Pseudomonas phét hién pyocyanin (thach Pseudomonas P)

5.3.51.1 Thanh phan

Gelatin thiy phan bé&i pancreatin 200g
Magnesi clorid khan 1449
Kali sulfat khan 1009
Thach 1504
Glycerol 10,09
Nwéc 1000 ml

5.3.51.2 Chudn bj

Hoa tan t&t ca cac thanh phan rén vao nwéc va thém glycerol vira khudy vira dun sdi trong 1 min dé hoa
tan hoan toan. Phan phéi méi trrdng vao cac binh ¢6 thé tich thich hop. Hép tiét khudn & 121°C trong
15 min. Sau khi hap va dé nguéi, pH phéi dat khodng 7,2 £ 0,2 & nhiét 69 phong.

6 Dung cu va dung cu thiy tinh
Str dung thiét bj phong thi nghiém va dung cu theo mé ta trong TCVN 13637 (ISO 21148).
14
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7 Chung vi sinh vat
P& xac nhén tinh phit hop clia didu kién th(r nghiém, ching vi khudn sau day dugc st dung:

Pseudomonas aeruginosa ATCC" 9027 (twong dwong véi chiing CIP? 82118, NCIMB® 8626 hodc
NBRC* 13275, KCTC® 2513)

Cac chiing trén cin duoc hodn nguyén theo hwéng din clia nha cung cép.
Cac chiing ¢c6 thé dugce bao quan trong phong thi nghiém theo EN 12353,

8 Xir ly san phAm my phidm va miu thir phong thi nghiém
Git¥ san phdm thir nghiém & nhiét @ phong, néu cin. Khdng duoc G, 1am lanh hoc cép déng sin phdm
va mAu thir nghiém truréc hodic sau khi phan tich.

Qua trinh 14y mAu thr nghiém tir cac san ph&m my phdm dé phan tich cin dwoc tién hanh nhw mé ta
trong TCVN 13637 (ISO 21148). Phan tich miu nhuw mé ta trong TCVN 13637 (ISO 21148) va theo quy
trinh dwa ra trong Diéu 9.

9 Céach tién hanh

9.1 Khuyén céo chung

S(r dyng vat liéu vé khuén, thiét bj va ky thuat vo khudn dé chuan bj mau th® nghiém, pha hén dich
m&u ban dau va mau pha loang. Khi chuén bj hdn dich méu ban d4u, si dyng dung dich pha lodng hop
Iy, khodng thdi gian tir lGc hoan tt viéc chudn bi dén lic hdn dich mau ban d3u va / hoic miu pha
lo&ng bt dAu tiép xtc véi mdi truedng ting sinh khong nén qua 45 min, triy khi c6 yéu cAu d3ic biét khac
trong quy trinh hodc tai liéu da thiét lap.

9.2 Chuén bj hén djch méu ban d4u trong méi trwdmg ting sinh Iéng

9.21 Quy djnh chung

Mau thir dugc téng sinh tir it nhét 1 g hodc 1 mt mau (3.2) @3 dwgc tron ddu dugc phan tan trong it nhat
9 ml méi trwérng téng sinh 16ng.

CHU THICH: Khdi lwong hay thé tich chinh xac cia mAu thr nghiém, S.

Phwong phap thir nghiém nén dugc kim tra @& chéc rdng cac thanh phan (chét trung hoa dugc thém
vao) va thé tich clla mdi tredng Ing 14 phi hep cho thir nghiém (11.3).

CHU THICH: Trong mét sé trurdrng hop, khi c6 thé, loc san phdm m§ phdm qua moét mang loc va sau d6, mang loc
nay duoc chy vao mdi tredng tang sinh 16ng nhém tao diéu kién thuan lgi trong viéc trung hoa cac chét khang

). ATCC = American Type Culture Collection = Bo suru tap ching chudn My.

2).  CIP =B suu tap Vién Pasteur, Phdp

3. NCIMB = National Collection of Industrial and Marine Bacteria

). NBRC = National Biological Resource Center = Trung tam tai nguyén sinh vat quéc gia, Nhat Ban
5.  KCTC = Korean Collection for Type Culture = BS swru tap ching chudn Han Quéc.

15
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khuén clia san pham (11.3).

9.2.2 Céc san pham trén lin dwoc trong nwérc

Chuyén Irgng mAu, S, clia s3n phdm vao trong mét binh chira mét lwgng thich hgp méi trrdng ting
sinh 16ng.

9.2.3 Cac san phdm khéng trdn 1in dwoc trong nwérc

Chuyén lwong mu, S, clia san phdm vao trong mét binh chira mdt lgng thich hop tac nhén phan tan
(vi du Polysorbat 80).

Phan tan mau thir trong tc nhan phan tan va thém mét lwong thich hgp méi triréng téng sinh 18ng.
9.2.4 Cac sin phim cé thé loc dwoc |
St dung mang lgc ¢6 kich thude 18 loc khdng qué 0,45 pm.
Chuyén lwgng méu, S, 1én mang loc clia b loc (TCVN 13637 (ISO 21148)). Loc nhanh va riva mang lgc
bang mot lwgng nuwdc va/ hodic dung dich pha lodng xac dinh. Chuy&n mang loc va nhiing ngap mang
loc vao éng hodic binh c6 chira mdt lugng thich hop mdi trwdng téng sinh 1dng.
9.3 U djch hén djch ban ddu trong méi trrdmg ting sinh léng
U hén dich mAu ban d4u dwgc chun bj trong méi tredng 16ng (9.2) & 32,5°C £ 2,5 °C trong it nh4t 20 h
(tdi da 72 h).
9.4 Phat hién va djnh danh Pseudomonas aeruginosa
9.41 Phanldp
St dung que céy v khuan, lay mot vong que cdy dich & mdi treéng téng sinh 18ng cdy ria Ién bé mat
méi trirérng thach Cetrimide dé thu dugc cac khuén lac riéng 16.
L4t nguoc dia petri, sau 86 G & 32,5°C 1 2,5 °C trong it nhét 24 h (ti da 48 h).
Kiém tra déc diém khun lac (xem Bang 1).

Béng 1 - Dic diém hinh thai khuin lac Pseudomonas aeruginosa trén méi trwdng chon loc

Mbi trwérng chen lgc Pic didm khun lac Pseudomonas aeruginosa

: ey .
M8 truromg thach Cetrimid 2;’;,“;?,‘;{‘?31‘32:;*;_"“@‘- RESCIDIGUSIS MG

9.4.2 Djnh danh Pseudomonas aeruginosa

9.4.21 Quy dinh chung

Tién hanh c4c thir ngiém sau day trén cac khuan lac nghi nger da dwgc phan 1ap trén moi trueng thach
cetrimid. Sy hién dién clia Pseudomonas aeruginosa c6 thé dugc khing dinh bing cac méi trwéng va
céc phan Ung sinh héa thich hop khéc.

9.4.2.2 Nhugm Gram

Phép thlr dwoc md ta trong TCVN 13637 (1SO 21148).
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Quan sat dwdi kinh hién vi sau khi nhudém gram phai 13 tnec khudn gram am.

9.4.2.3 Phan (ng oxidase

Phép thir dwgc mé ta trong TCVN 13637 (1SO 21148).

Kiém tra xem cé phai phan tng oxidase dwong tinh khéng.

9.4.2.4 Nubi cdy trén méi trwdng thach Pseudomonas dé phat hién pyocyanin

Dung que cAy vong 14y mdt phin nhé khun lac nghi ngd trén méi trurdng cetrimid va cAy ria 1én bé mét
méi tredrng Pseudomonas P, sao cho tao thanh tirng khuén lac riéng 18. U & 32,5°C £2,5°C.

Sau 24 h, 48 h va 72 h mé nép dia petri va kiém tra sy phat trién clia vi khudn. Xung quanh khuén lac
Pseudomonas aeruginosa ¢6 viing mau xanh dwong dén xanh I& cay néu c6 pyocyanin hodic c6 mau 46
dén mau nau thdm néu cé pyorubin.

10 Bidu thj két qua (phat hién Pseudomonas aeruginosa)

Néu két qua dinh danh xac dinh duoc sy cd mat cia vi khuén nay thi két qua dwec ghi nhe sau:
— Phét hién Pseudomonas aeruginosa trong mau thiv, S.

Néu khdng thay co sir phat trién trén méi trrdng tang sinh val hodic két qua dinh danh khuln lac khéng
xac dinh dwec sy co6 mét clia vi khudn nay thi két qua dugc ghi nhur sau:

— Khéng phat hién Pseudomonas aeruginosa trong mau thir, S.

11 Trung hoda thudc tinh khang vi sinh vat clia san pham

111  Quy djnh chung _

Céc thir nghiém khac dugc mé ta sau ddy diing d& ching minh céc chiing vi sinh vat ¢6 thé phat trién
dwge trong didu kién phan tich.

11.2 Chuén bj ching céy

Trwéc khi tién hanh thir nghiém, cAy chling Pseudomonas aeruginosa |én trén b& mt thach casein dau
twong (SCDA) hodc mdi trirérng thich hgp khac (mai truémg khang chon loc, khdng chira chét trung hoa).
U &325°C+25°Ctrong 18 h dén 24 h.

P& thu hoach chiing vi sinh vat da nudi cdy, st dung que cly vong vo khuln, 14y khudn lac trén bé mat
moi trréng Va trdn lai trong dung dich pha loang d& dwec hén dich chiing va didu chinh hén dich nay Gé
thu dwge hdn dich chiing hiéu chinh chira khodng 1 x 108 CFU/mI ((vi dy c6 thé sl dung may do quang
phd dé xac dinh ndng a6 twong dbi trong TCVN 13637 (ISO 21148), phy lyc C)).

St dung hén dich chiing hiéu chinh va c4c hdn dich chling pha lodng trong véng 2 h.

11.3 Tinh phi hop ciia phwrong phép phét hién
11.3.1 Céch tién hanh
11.3.1.1  Pha loang hdn dich chling ban d4u trong cac 6ng nghiém chiva 9 ml dung dich pha loang dé
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duoc ndng dj chling cubi cling chira khodng 100 CFU/mI dén 500 CFU/mI. D& dém ndng a4 cuéi cung
clia vi sinh vét séng lai dwgc trong dung dich pha loang, chuyén 1 mi hén dich chiing vao dia Petri va 46
15 ml @én 20 ml méi trwdng thach tan chdy duoc gitr 4m trong b8 didu nhiét & nhiét do khéng qua
48°C. U dia & 32,5 °C 2,5 °C trong 20 h dén 24 h.

11.3.1.2  Chuén bj hai éng hoic hai binh hén dich miu ban d4u theo didu kién @3 dwoc lwa chon cho
thlr nghiém (chira it nhat 1 g hodic 1 ml s&n phdm trong mét thé tich xac dinh méi trang ting sinh 16ng).
Khi st dung phwrong phap mang loc, loc it nhét 1 ml san phm tir 2 éng / binh nhw trén va chuyén méi
mang loc vao mdt dng nghiém hodc binh chira méi truémg tang sinh 16ng trong didu kién da duoc lya
chon cho thir nghiém.

11.3.1.3  Chuyén 0,1 ml hén dich chiing dwoc pha lodng tir hén dich chling ban du 3 biét sé lvong
vi sinh vét (11.3.1.1) vado mét 6ng nghiém hodc binh (thd nghiém tinh pht hep). Tron déu, sau d6 G cac
éng nghiém / binh (th(r nghiém tinh phil hop v& miu kidm tra khéng chia vi sinh vat) &
32,5°C +2,5°C trong 20 h dén 24 h.

11.3.1.4  Phan I4p vi sinh vat tir m&i éng nghiém / binh (trong thi¥ nghiém tinh phit hop va mu kiém
tra khéng chira vi sinh vat). Si dung que ciy vong vd khudn 1y mét veng hdn dich da dwgc O cdy I1én
bé mit dia Petri (dwong kinh 85 dén 100 mm) chira khoang 15 mi dén 20 ml méi trwong thach cetrimid.
U dfa & 32,5°C £ 2,5 °C trong 24 h dén 48 h.

11.3.2  Gii thich cac két qua thir nghiém tinh phu hep

Kiém tra s6 Iwgng vi sinh vat trong hdn djch chling sau khi pha lodng (11.3.1.1) phai chtra khodng tir 100
CFU/mi dén 500 CFU/ml.

Néu Pseudomonas aeruginosa phat trién dic trung trén dia thir tinh phi hop va khdng c6 sy phét trién
ndo trén dia kiém tra thi phuong phap trung hda cé hiéu qua va va phurong phép phét hién 1a phu hep.

Khi trén dfa kiém tra co vi sinh vat phat trién (sén phdm tap nhiém), phuong phép trung hoa ¢ hiéu qua
va va phwong phap phét hién Ia phi hop néu Pseudomonas aeruginosa duec phuc hdi trén dfa thir tinh
phu hep.

Khi khdng thdy sy phat trién clia vi sinh vat & cac dia thi tinh phi hep thi ching td hoat tinh khang
khudn van con va can phai didu chinh céc diu kién clia phurong phap béing viéc tang thé tich méi trwdng
dinh dwréng Idng ma van gilr nguyén lwgng mau, hodic bang cach két hop mot lwong did tac nhan khir
hoat tinh trong méi trwéng ting sinh 16ng hodc sw két hop cac bién phap didu chinh d& Pseudomonas
aeruginosa phat trién duorc.

Maic du co si két hop clia cac téc nhan khir hoat tinh khang khuén thich hop va sy gia ting dang ké thé
tich ctia mdi tredng 1dng nhwng vi sinh vat khong séng lai dwge nhw md 13 & trén thi két luan ring miu
thtr khéng nhiém Pseudomonas aeruginosa.
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12 Bao cao thir nghiém

Bao céo thir nghiém bao gdm:

a)  Vién dan tidu chudn nay, nghfa 1a TCVN 13639 (ISO 22717:2015); Amendment 1:2022;

b)  TAt ca cac thdng tin cin thiét cia san pham;

c) Phwong phap da st dung;

d) Céc két qua @3 thu duor,

e)  Chitiét cac bwdc tién hanh chuan bj hdn dich m3u ban dau;

f)  M&ta phwong phép véi chét trung hoa va mdi tredng da st dyng;

g)  Chirng minh sy phil hep clia phirong phap.

h)  Bét ky diém nao khéng dwgc néu trong tai lidu ndy, hodc dwgc coi 1a tly chon (khdng bét budc),

cling vdi cac chi tiét v& bt ky sy cé ndo co thé anh hwdmg dén két qua.
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Phu luc A
(Tham khao)
Moi trirdrng tang sinh Idng khéc
A1.  Méi trworng soybean-casein-digest-lecithin-polysorbat 80 (SCDLP 80 léng)
A14  Thanh phéin

Pepton casein 17,09
Pepton dau twong 3049
Natri clorid (NaCl) 50g
Dikali hydrophosphat (K:HPO4) 25¢g
Glucose 25g
Lecithin 109
Polysorbat 80 7,09
Nuéc 1000 ml
A1.2  Chulnbj

Hoa 14n lwgt tht ca cac thanh phan trén hodic mai trwdng khd hoan chinh trong nuwéce bing cach vira
khudy vira dun néng. Phan phéi méi trudng vao cac binh c6 thé tich thich hop. Hép tiét khuln & nhiét
dd 121 °C trong 15 min.

Sau khi hap va dé ngudi, pH phai dat 7,2 + 0,2 khi do & nhiét 49 phong.
A.2  Méi trwdng trung hoa D/E 1ong (Mi trwwdng trung hoa Dey / Engley 16ng)
A.21  Thanh phin

Glucose 100g
Lecithin dau tuong 709
Natri thiosulfat pentahydrat (HioNa:0:Sz) 6,0g
Polysorbat 80 509
Casein thly phan béi pancreatin 509
Natri bisunfit (NaHSOs) 25¢
Cao ném men 25¢
Natri thioglycolate (C:HaNaO.S) 1,09
Bromcresol 46 tia 0,02g
Nwéc 1000 mi
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A.2.2 Chuénbj
Hoa I&n luot tit cd cac thanh phan trén hodc méi trwéng khd hoan chinh trong nwée bang cach vira
khudy vira dun néng. Phan phéi méi triong vao cac binh c6 thé tich thich hep. Hép tiét khudn & nhiét
@0 121 °C trong 15 min. Sau khi hdp va d& ngudi, pH phai dat 7,6 0,2 khi do & nhiét d6 phong.
A.3  Méi trwong letheen 16ng cai tién
A.34  Thanhphin

Cao thjt pepton 20,09
Casein thly phan béi pancreatin 50g
Cao thit bd 509
Cao nam men 209
Lecithin 079
Polysorbate 80 509
Natri clorid 509
Natri bisunfit 01g
Nwée 1000 mi

A.3.2 Chulnbj

Hoa tan Ian lwot polysorbate 80 va lecithin trong nwéc ndng. Hoa tan cac thanh phin con lai béing cach
vira khudy vira dun néng. Phan phéi mai trirdng vao cac binh cé thé tich thich hp. Hap tiét khudn &
nhiét d& 121 °C trong 15 min. Sau khi hip va @& ngusi, pH phai dat khoang 7,2 0,2 khi do & nhiét d
phong.
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Phuluc B
(Tham khao)
Céc chét trung hoa hoat tinh khing vi sinh vit cia chét bio quan va cac dung djch rival loc

Chét bao quin

Hep chit héa hoc c6 thé trung
hda hoat tinh khang khudn cla

Vi dy v thanh phdn chit trung hda thich
hegp va cac dung djch rira

chit bao quan (dung cho phuwong phap mang loc)
Céac hop chét phenol: | Lecithin, 30 g/l Polysorbat 80 + 3 g/l lecithin
Cac paraben, Polysorbat 80, 7 g/l Ethylen oxid ngung ty clia cbn béo +
phenoxyethanol, 20 g/l lecithin + 4 g/l polysorbate 80

Phenylethanol, v.v...

Ethylen oxid ngung ty ciia cn béo
(fatty alcohol)

Mai trrérng 1dng trung hoda DIE®

Céc anilin Dung dich rira: nwéc cat vd khudn; 1 g/l trypton,
Chét hoat djng bé mat khéng ion | + 9 g/l NaCl; 5 g/l polysorbat 80

Céc hgp chét amoni Lecithin, saponin, polysorbat 80, 30 g/l Polysorbat 80 + 4 g/l natri dodecyl sulphat

bac bén natri dodecyl sulphat + 3 g/l lecithin

Céc chét hoat dgng bé
mat cation

Ethylen oxid ngung tu ctia cdn
béo (fatty alcohol)

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

Mai trurdrng 16ng frung héa D/E®

Dung dich rira: nuéc cit vd khuan; 1 g/l trypton,
+9 g/t NaCl; 5 g/l polysorbat 80

Cdc andehit Glycin, histidin 3 g/l Lecithin + 30 g/l polysorbat 80 + 1 g/l
. L-histidin

Céc chét giai phéng

formaldehyd 30 g/l Polysorbat 80 + 30 g/l saponin + 1 g/l L-
histidin + 1 g/l L-cystein
M8i truérng 16ng trung hda D/E®
Dung dich rira: nuéc cit vo khudn; 3 ght
polysorbat 80 + 0,5 g/l L-histidin

Céc hop chét oxy héa | Natri thiosulfat 5 g/l Natri thiosulfat

Dung dich rira: 3 g/l Natri thiosulfat

Cac isothiazolinon,
imidazot

Lecithin, saponin

Céc amin, sulfat, mercaptan, natri
bisulfit, natri thioglycolat

30 g/l Polysorbat B0 + 30 g/l saponin + 3 gfl
lecithin

Dung dich rira: 1 g/l trypton + 9 g/l NaCl; 5 g/l
polysorbat 80
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Céc biguanide Lecithin, saponin, polysorbat 80 30 g/l Polysorbat 80 + 30 g/l saponin + 3 g/l
lecithin
Dung dijch rira: 1 g/l trypton + 9 g/l NaCl; 5 g/l
polysorbat 80

Céc mubi kim loai (Cu, | Natri bisulfat, L-cystein 0,5 g/l hay 5 g/l Natri thioglycolat

Zn, H .

9 Céc hop chat sulihydryl, axit 0,8 g/l hay 1,5 g/l L-cystein
Cac mudi thily ngan thioglycolic .
hiru cor M®&i trudrng 16ng trung hoa D/E®

Dung dijch rira: 0,5 g/l Natri thioglycolat

& M6i tredng 1dng trung hoa D/E (Mé6i triréng long trung hda Dey/Engley) — xem Phy luc A
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ISO 18415, Cosmetic — Microbiology - Detection of specified and non-specified
microorgamisms.

EN 1040, Chemical disinfectants and antiseptics — Basic bactericidal activity — Test method and
requirements (phase 1)

ISO 28621, Cosmetic — Microbiology — Guidelines for the risk assessment and identification of
microbiologically low-risk products
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