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1. MUC PiCH

Gidi thiéu cac ché pham vi sinh vat chudn déng khd dang vién va céc diéu kién
bao quan. Huéng dan céc phuong phép nudi cdy va bao quan phu hop vaéi timg loai vi
sinh vt ¢6 ngudn gdc tir cac trung tdm ching chuén quéc té, chuing thu thdp tir cac
chuong trinh thir nghiém thanh thao va ching chuin vi sinh phén 14p tir miu. Hudng
dan kiém tra chét lugng va tiéu chuén xéac dinh cac chiing sinh vat chuén.
2. PHAM VI AP DUNG

Ap dung tai phong Kiém nghiém Vi sinh (Trung tdm Kiém dinh hang hoa VNIQ),
sir dung trong chuong trinh dam bao chit lugng thir nghiém, gido duc va thir nghiém
thanh thao ciia phong cho cac chung vi sinh vt chuan st dung trong phong thlr nghiém.
Str dung trong chuong trinh dam bao chét luong thir nghiém, dao tao va thir nghiém
thanh thao cda phong phén tich.

3. TAI LIEU THAM KHAO

- Product insert — P1, 194; NMKL Procedure, No 18, 2006; DMTS Culture Collection
ThaiLand; Cac quy trinh phuong phap thir 4p dung trong phong thtr nghiém

- Quy trinh thao tac chuan vé thir nghiém tinh nhay cam khang sinh theo CLSI, M100-
S21.

4. THUAT NGU, PINH NGHIA VA CHU VIET TAT
5. NOI DUNG

5.1. Hoat hoa vi sinh vit dang dong kho

5.1.1. Gidi thi¢u

Chung vi sinh chuén thudn nhit dugc san xuét dudi dang vién. Cac chung vi sinh
vét chudn tir cdc thu vién ching chudn qubc t, nhu thu vién ching chuin cia My
American Type Culture Collection (ATCC), ngan hang ching chuin ctia Anh National
Collection of Industrial, Food and Marine Bacteria (NCIMB), ngan hang ching chuin
cua Nhét Ban Japan Collection of Microorganism (JCM), ... Vi sinh vat dugc nubi céy
trong moi trudng co gelatin, véng sita, axit ascorbic, dudong dextrose, than hoat tinh.
Gelatin dugc str dung dé gén vi sinh vat. Vang sita, axit ascorbic, duong dextrose bao
vé té bao sinh dudng cua vi sinh vét trong qua trinh dong kho.

5.1.2. M6 td sin phim

M&i ché phdm dong géi bao gbém 10 vién chung vi sinh vat dong kho va mot tdi
chéng 4m hodc dang bot dong kho.

5.1.3. Cinh bdo va gidi han sir dung

- Ché phim chi sir dung cho thir nghiém in vitro.
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- Phai thén trong véi nguy co sinh hoc ciia ché phdm.

- Tranh lam phoi nhiém hodc tiép xuic truc tiép véi cac vi sinh giy bénh.

- Phong thir nghiém phai dugc trang bi cac diéu kién cén thiét dé sir dung, luu tri, bao
quan va xir Iy cac chét thai.

- Nguoi sir dung chung vi sinh vét chuan phai duoc dao tao, c6 kinh nghiém va dugc

ching minh bing chwong trinh thi nghiém thanh thao dé st dung, luu gitt va bao quan
cling nhu xir 1y chét thai.

5.1.4. Lwu giir va han svr dung
- Vi sinh vt dong khé dang vién dugc gitt & nhiét do 2°C — 8°C.
- Khong nén st dung vién dong kho néu:
+ Bao quan khong ding céach
+ Quad nhiét do hodc qua 4m
5.1.5. Vit liéu cin thiét khéng dwoc cung cip cing véi chiing
- Ong eppendorf v trung 1.5 mL
- Canh thang Tryptic Soy
- Canh thang hdn hop no, tim (BHI)
- Nuée mudi hodc nude khtt ion
- Que ciy hodc tim bong vo trung
- Méi truong dinh dudng khong chon loc hodc méi trudng ting sinh gitp cho su phat
trién t0i uu cua vi sinh vt
- Chuén McFarland 0.5
5.1.6. Qud trinh tién hanh
- Pua lo ché phdm ra nhiét do phong.

-Léy vo trung mot vién dong khd cho vao éng nghiém c6 0,5 mL Tryptic Soy Broth
hodc Brain Heart Infusion Broth, nuéc mudi hodc nude thir ion. Ngay 14p tirc, vin chit
nép 1o va bao quan ¢ 2 — 8 °C.

- Str dung t&m bong vo tring thdm dich vi sinh vét, ép kho rdi cdy 1én dia thach dinh
dudng khong chon loc hogc thach ting sinh mot viing dudng kinh khoang 25 mm.

- Bé dia thach & nhiét d¢ phong hodc nhiét d6 nudi céy thich hop.
- Chon cac khuén lac dién hinh dé sir dung tiy muc dich.

- Céc vat liéu thai bo phai xir Iy theo quy dinh dé tranh gdy 6 nhiém theo huéng dén ma
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Hoic: - Lay vién dong kho dang bot cho vao binh chita dung dich ting sinh cén thiét
(BHI, TSB, pepton kiém, thioglycolat, Bolton)

- Léc cho tan vién dong kho thanh thé ddng nhét

- Tién hanh nuéi qua dém hodc nuéi theo thoi gian va diéu kién nudi phu hop véi
timg loai vi sinh vat (Vi khuén ki khi hay vi hiéu khi thi phai nui trong diéu kién ki khi
va vi hiéu khj).
- Chuyén dich tang sinh vao cac 6ng nho dé luu giir & lanh am, ddng thoi ria hogc chuyén
1én céc thach chon loc phi hop véi timg loai vi khuén theo quy trinh phén tich tirmg vi

sinh vat.

5.2. Nuoi va gii chiing vi sinh vit

5.2.1. Mt 56 thu vign chiing chuin da dwoc cong nhin

ATCC

BCCM

CBS

CCUG

CIP

DSMZ

HAMBI

NCTC

NCIMB

VIT

American Type Culture Collection
http://www.lgcpromochem-atcc.com

Belgian Coordinated Collection of Micro-organisms
http://www.belspo.be.bccm/

Centraalbureau voor Schimmelcutures
http://www.cbs.knaw.nl

Culture Collection of University of Gothenburg
http://ccug.gu.se/

Collection de bacteries de I’Institute Pasteur
http://www.crbip.pasteur.fr/

German Collection of Micro-organisms and Cell Cultures
http://www.dsmz.de/

University of Helsinki

http://honeybee.helsiki.fi/ MMKEM/HAMBI/

National Collection of Type Cultures
http://www.hpa.org.uk/nctc/default.htm

National Collection of Industrial, Food and Marine Bacteria
http://www.ncimb.co.uk/

VTT Biotechnology

VNIQ.B.HD05
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http://www.vtt.fi/bel/services/culture collection.htm
Dudng link téi thu vién:
http://www.bacterio.cict.fr/collection.html
http://wdcem.nig.ac.jp/hpcc.html
http://www.microbes.info/resources/general _Microbiology/Culture Collections
5.2.2. Cdc buéc hoat héa chiing chuin

Nhitng chiing chuén c6 ngudn gbc tir nhitng thu vién ching chuén da dugc chung
nhan, c6 thé hoat héa nhanh mot budc dé dung ngay hodc nuéi hoat héa nhanh va giit
dong & nhiét d6 -20 °C (hodc -80 °C), dang dong nay dung dé du trit va co thé hoat hoa
nhanh dé st dung.

Cac chiing vi sinh ¢6 ngudn gbc tir cac chuong trinh thtr nghiém thanh thao hoac
tr miu tu nhién d3 dugc xdc minh bang cac ky thuit MALDI TOF/giai trinh tu
16S/khuéch dai doan gen PCR/Phuong phép vi sinh truyén théng duge sir dung lam
chiing dbi chimg cho cac phép thir nghiém khi PTN khong c¢6 sin chiing chun tir cac
Trung tdm chiing quéc té nhu ATCC. Céc chiing vi sinh vat nay dugc nudi va bao quan
theo muc 5.2.3
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Nhitng chiing chuan di duoc cong
nhén

:

Nudi nhanh mot budc

y

Gift chiing chuan:
Lanh kho, trong nito 16ng, lanh
sau. (Trong timng diéu kién cu thé
s€ c0 thoi gian luu riéng)

) 4

Giir trong nhitng diéu kién dic biét

A

Khéﬁ% cho Lam tan/ Khdi phuc Nubi nhanh
phep mot budc
A 4

Nuoi ching

v

Str dung binh thuong

Kiém tra d6 tinh khiét cung
véi tinh chat hoa hoc

Toan b quy trinh s& dugc 1am tai liéu day du va duge
ghi chép chi tiet trong tat ca cac khau va phai lién tuc

So do: Nudi va bdo quin chiing chuin

5.2.3. Quy trinh thao tdc trén chiing chudn.

- Tién hanh chuyén hoat héa ching theo muc 5.1.6 chudn bj dich nuéi tuoi (nudi qua
dém): vi khuan déng khé dugce cho vao dung dich BHI - 15% Glycerol (céach thirc pha
theo phu luc 2), tién hanh nuéi qua dém. C6 thé sir dung BHI -15% Glycerol hoac sir
dung dich ting sinh riéng phu hop véi timg loai vi khuén. Vi du:

e Thioglycolate broth: Clostridium perfringens
e Peptone kiém: Vibrio
e Bolton broth: Campylobacter
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- Chia dich huyén phii vao n bng eppendorf 1.5 mL ky hiéu tir 1-n (mdi éng chira 1 mL
dich huyén phu) thu duoc chung doi 1 (c6 ghi chép day du thong tin, ky hi¢u ching,
ngay chuyén), dua céc ong vao nito long sau d6 bao quan ¢ -80°C.

- T mdi éng eppendorf chira chiung doi 1, nudi qua dém va chuyén sang m bng
eppendorf ky hiéu tir 1 dén m (vi du tir ng chung doi 1 ¢6 ky hiéu 1, nubi qua dém va
chuyén sang 15 éng c6 ky hiéu tir 1.1 dén 1.15). Mdi 6ng chtra 0.5 mL dich huyén phu,
c6 ghi day du céc thong tin, ky hiéu chiing, ngay chuyén. Tir d6 thu duge ching doi 2,
bng dugc sir dung trong vong 1 nam, trong d6 1 thang str dung 1 éng, cac 6ng ching doi
2 dugce bao quan ¢ nhiét d6 -20°C.

- Tir c4c éng eppendorf chira chiing doi 2, cdy chuyén sang dia thach dinh dudng hoidc
trypton soy agar (tan suat tir 7-10 ngay 1 lan chuyén) trong 1 théng, thu dugc chung doi
3 1a chung lam vi¢c hang ngay dugc ky hiéu theo AB.cd.ef.gh trong d6 AB: ky hiéu viét
tit cta ching chuén, cd: ndm chung duoc dua vao sir dung, ef: thang cdy ching, gh:
tudn cdy ching (Vi du ching E. coli dugc cdy vao tuén 1 thang 9 nim dau tién dua
ching vao st dung, ky hi¢u: E.c.1.9.1), chiing bao quén & 4°C.

- Qua trinh chuyén ching duge thé hién trong biéu mau B.HD05.BMO02.

- Chung lam viéc hang ngay dugc st dung dé dam bao chét lwgng thtr nghiém (d6i
chimg duong, kiém tra chit luong moi treomg nuéi cdy, thir nghiém thanh thao tay nghé
nhan vién). Muc dich st dung chiing 1am viéc hang ngay dugc thé hién trong biéu mau
ghi nhat ky t Iuu gift va bién ban kiém nghiém.

- Danh séach céc chiing va ky hiéu ching dugc thé hién trong bidu miu B.HD05.BMO03.
Ma ching duoc ky hi¢u 1a V, chay theo thu ty tir 1 (vi du V1, V2), va duoc ghi 1én hop
dung chung doi 1 va chiing nguyén ban dong kho. Ky hiéu ching dugc danh theo céc
chir c4i du tién cla ching vi khuan (vi du: Escherichia coli, ky hiéu 14 E.c. Néu c6
nhiéu ching Escherichia coli thi ching dau tién 13 E.c, cac ching tiép theo 12 E.cl, E.clI,
Salmonella enteritidis, ky hi¢u 1a S.en). Ky hiéu ctia ching dugc ghi trén éng eppendorf
doi 1, doi 2 va céac dia thach chira ching doi 3.

Ghi chii I: c6 thé thay thé Nito bang cbn -80 °C dé lam ddng nhanh céc éng eppendorf
gitr chung. Moi trudng gift chung BHI 15% Glycerol ¢6 thoi gian sir dung trong 3 thang.

Vi du: Qua trinh chuyén ching Escherichia coli ATCC 25922, ky hiéu E.c

- Doi 1: Tr chiing dang d6ng kho, nudi qua dém, chuyén vao 50 éng eppendorf
1.5 mL, ma s6 tir E.c.1 dén E.c.50, gir trong ti -80°C
- Doi 2: Tir E.c.1, nudi ting sinh qua dém, chuyén sang 15 6ng eppendorf, ma
s tir E.c.1.1 dén E.c.1.15, gitr  nhiét do -20°C, sir dung trong mot nam
- - Doi 3: Tir chiing doi 2 E.c.1.1, chuyén 1én thach dinh dudng
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Ghi chii 2: D6i véi ching dang dong kho doi 4, chung dugc nudi truc tiép trén
moi truomg 16ng hogc thach dé st dung 1a ching 1am viée. Céc qua trinh kiém tra chét
lugng duoc thuc hién song song.

5.2.4. Lwu giit va bao quan chiing chuin

- POi v6i céc ching gbe doi 01 bao quan ¢ -70 dén -80°C: thoi gian hwu giiy ti da 10
nam.

- Déi véi cac dng ching doi 2 duoe bao quan & nhiét do -20°C: thoi gian luu gitr ti da
1 nam.

- Di v6i cac bng ching ddi 3 duge bao quan ¢ nhiét do -20°C: thai gian luu gitr t6i da
I thang.

- Béi véi cac dia ching 1am viéc hing ngay dugc bao quan ¢ 3 - 5°C: thoi gian luu gitt
t6i da 2 tudn.

- Dbi véi cac 6ng ching 1am viée hang ngay dugc bao quan & 3 - 5°C: thoi gian luu gitt
tbi da 1 tuén.

5.2.5. Hiiy b6 chiing chuin

Ching chuén vi sinh bi hity bé hodc hét han sir dung phai dugc khu tring béng
ndi hap trong diéu kién 121°C/30 phut, truée khi loai bo. Qua trinh loai bé chung déi
v6i ching vi sinh doi 1, doi 2, doi 3 duge thé hién trong biéu miu B.HD05.BMO02 va
nhét ky noi hdp. Chiing vi sinh dong khé nguyén gdc bi hity bo dwoc ghi nhan trong bién
ban huy bo ching (c6 xac nhan cia truéng phong) va biéu miu B.HD05.BMO03.

5.3. Kiém tra chit luwong ching vi sinh vit

Chit lugng ching vi sinh vat dugc kiém tra thé hién trong biu maiu
B.HD05.BMO1, tan suét 1 nam/lan véi céc ching doi 1 cAt tir -80°C (4y nglu nhién 1
6ng chiing va kiém tra) hodc kiém tra luc sir dung d4u tién.

5.4. Nudi cdy va pha lodng chiing vé nong djp mong muon

- Déi vé6i nudi ciy trong moi truomg 1ong: Cac chiing duogc cdy trong moi truong thich
hop (BHI v6i vi khuan hiéu khi, Thioglycolate v6i vi khudn ki khi...), sau khi 0 diéu
kién 37°C/18 — 24 gids s& c6 co ndng db tuwong dﬁong 1-1,5 x 108 vi khuan/mL, pha lodng
thap phan vé nong do mong muén.

- Déi véi chiing nuéi cy trén dia thach: Chiing duge nudi cdy trén moi truong thach sau
khi dé 37°C/18-24 gid (hodc didu kién phu véi timg chung) thu dugc cac khuén lac thuin
kich thuéc tir 1-2 mm, chuyén 1/4 dén 1/2 khuén lac vao éng nghiém thuy tinh chia 2
mL nudc mudi sinh 1y 0.85%, so sanh do duc ctia 6ng chung véi éng chudn McFarland
0.5, néu éng ching duc hon thi bd sung thém nudc mudi sinh 1y 0,85%, con néu bng
chuin McFarland 0.5 duc hon thi b sung thém khuén lac vao éng chung. Khi d6 duc
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hai 6ng twong dwong thu duoc éng chiing c6 ndng do xi 1 x 108 vi khun/mL, pha loang
thap phéan vé nng d6 mong mubn.

6. LUU TRU HO SO

Thyec hién huéng dan nay, can luu giir hd so, noi luy, thoi gian luu theo Quy trinh
kiém soat hd so VNIQ.QM.QTO7.

7. PHU LUC
B.HD05.BMO01 : Biéu mAu kiém tra chét luong chung vi sinh vat
B.HD05.BM02 : Phiéu theo ddi chung vi sinh vét
B.HDO05.BMO03 : Danh sach chung vi sinh vt

Phu luc: Moi trwong va diéu kién nuéi cay vi sinh vit

Phwong phap 1: ap dung dé nudi ciy cac chung E. coli, Salmonella spp., Bacillus spp.,
Proteus spp., Staphylococcus spp., Yersinia spp., Listeria spp., Citrobacter spp...

Moi truong thach va canh thang: Tryptic Soy agar, Plate count agar, Nutrient agar, BHI-
15% glycerol

Diéu kién nudi cdy: 37°C/24 gio

Phwong phap 2: 4p dung dé nudi cdy cac chung Streptococcus sp., Aeromonas sp.,
Rhodococcus sp., Lactobacillus sp. ...

Mai truong thach va canh thang: PCA, Thach mau ctru khéng chon loc, MRS broth,
BHI-15% glycerol

Diéu kién nuéi cdy: (37°C hodc 35°C)/24 gidy

Phwong phap 3: 4p dung dé nudi ciy Bifidobacterium sp-

Mai truong thach va canh thang: MRS broth, PCA, TSA, TOS agar
Diéu kién nudi cy: (37°C hodc 35°C)/24 gid - 48 giy

Phwong phap 4: 4p dung dé nudi cdy nidm va ndm men (4spergillus spp.,
Saccharomyces cerevisiae, Candida ambican,...)

Moi truong thach va canh thang: Sabouraud broth, Sabouraud/DG18/DRBC agar, BHI-
15% glycerol da chinh pH vé 5

Diéu kién nudi cdy: 25°C/2 ngay
Phwong phap 5: 4p dung dé nudi ciy céc chung Campylobacter sp.

MBbi trudng nudi cdy: Bolton broth, Colombia
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Diéu kién nudi cdy: (37°C hodc 35°C) /vi hiéu khi/24 giy
Phwong phap 6: 4p dung dé nudi cdy cac chang Vibrio spp.
MBoi truong nudi cdy: Pepton kiém, TSA, PCA, NA.

Diéu kién nuéi cdy: (37°C hodc 35°C)/24 giv

Phuy luc: Chuin bi méi trwong BHI broth chira 15% Glycerol

- Lam 100 mL canh thang thit BHI theo huéng dan clia nha san xut.

- Thém 15 mL glycerol, va mix déu.
- Khir trong ¢ 121 £ 2°C trong 15 phat.
- Kiém tra pH; nén 7.4 + 0.2.
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5 ----- . TRUNG TAM KIEM PINH HANG HOA VNIQ

CEX

~VNIQ

VNIQ % & #® ZE & @

VIETNAM INSPECTION & QUARANTINE

PHIEU THEO DOI CHUNG VI SINH VAT

Tén ching, nguon goc:

.| Nguoi Ngay .| Nguoi |
Nedy | thwe | Doi Nhit ky sit dung s | NEay |
chuyén n ’ hiy bé n
hién dung hién
-Chuyén lén dia d4nh ma sb
-Chuyén 1én dia danh ma s6
-Chuyén 1én dia danh mi sb
-Chuyén 1én dia ddnh ma sb
-Chuyén 1én dia danh m3 sb
-Chuyén lén dfa danh ma sb
-Chuyén 1én dia danh ma sb
-Chuyén 1én dia d4nh ma sb
-Chuyén lén dia d4nh ma sb
-Chuyén 1én dia danh mi sb
-Chuyén 1én dia ddnh ma sb
-Chuyén lén dia ddnh ma sb
-Chuyén 1én dia danh ma sb
-Chuyén 1én dfa danh ma sb
-Chuyén lén dia danh ma sb
-Chuyén 1én dia d4nh ma sb
-Chuyén 1én dia ddnh ma sb
-Chuyén 1én dia danh mi sb
-Chuyén 1én dia danh ma sb
-Chuyén 1én dia danh ma sb
-Chuyén lén dia danh ma sb
-Chuyén 1én dia danh ma sb
-Chuyén 1én dfa danh ma sb
-Chuyén 1én dia danh ma sb
Cén b0 theo doi: B
B.HD05.BM02 Lan ban homh: 01 Ngay ban hanh: 21/07/2025 Trang: 1/2



... TRUNG TAM KIEM PINH HANG HOA VNIQ
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1o VINTR

VNIQ #§ & ¥ E F 1@

VIETNAM INSPECTION & QUARANTINE

PHIEU THEO DOI CHUNG VI SINH VAT

Tén ching, ngudn goc:

clljf;lgn l\ilg;l;? Doi Nhat ky sir dung ng&ay hﬁ?g& 1\ilgulf’(c)’l
hién dung hién
-Chuyén 1én dia d4nh ma sb
-Chuyén 1én dia d4nh ma sd
-Chuyén ]én dia danh ma sd
-Chuyén 1én dia danh ma sb
-Chuyén 1én dia d4nh ma sd
-Chuyén 1én dia danh ma sb
-Chuyén 1én dia danh mi sb
-Chuyén 1én dia d4nh ma sb
-Chuyén 1én dia d4nh mé sb
-Chuyén lén dia danh mé sb
-Chuyén lén dia danh ma sb
~-Chuyén 1én dia danh ma sé
-Chuyén 1én dia d4nh ma sé
-Chuyén 1én dia danh mi sb
-Chuyén 1én dia d4nh mi sb
-Chuyén 1én dia danh ma sd
-Chuyén 1én dia danh ma sé
-Chuyén 1én dia danh ma sé
-Chuyén 1én dia d4nh ma sd
-Chuyén 1én dia danh ma sd
-Chuyén 1én dia danh ma sb
-Chuyén 1én dia d4nh ma sd
-Chuyén 1én dia danh mi sb
-Chuyén Jén dia danh ma sb

Céan b0 theo doi:

B.HD05.BM02

Lén ban hémh: 01

Ngay ban hanh: 21/07/2025

Trang: 2/2
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VNIQ % B # & F i
VIETNAM INSPECTION & QUARANTINE

DANH SACH CHUNG VI SINH VAT

Mi Ky | Ngubn | Ngay | Pai
St ching Ten hiéu | nhap nhap su Lot chun
B . : . dung g
l Vibrio cholerae
LI VI arecia0ss | VS
Escherichia coli
2.1 V2 | Tarccosenn | B
Salmonella
3.1 V3 enteritidis S.e
ATCC 13076
Vibrio
4.| V4 | parahaemolyticus | V.p
ATCC 17802
Listeria
5. V5 monocytogenes | L.m
L ATCC 13932
Staphylococcus
6. V6 aureus S.a
ATCC 25923
Salmonella
7.1 V7 Typhimurium S.t
ATCC 14028
Listeria innocua .
8.1 V8 | “atcc3zeon | M
Staphylococcus
9.1 V9 epidermidis S.ep
ATCC 12228
Salmonella
10, V10 Typhimurium S.t
ATCC 14028
Pseudomonas
11} V11 aeruginosa P.a
| ATCC 10145 |
Ngay  thang nam
Nguoi 1ap bang
B.HDO05.BM03 Lan ban hanh. 01 Ngay ban hanh: 21/07/2025 Trang: 1/1



