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NOI QUI PHONG THI NGHIEM

Mot s6 vi sinh vat dudc st dung trong cdc bai thi nghiém c6 thé giy bénh cho ngudi va
dong vat, vi th& cdc ndi qui dugc ban hanh d€ ngin ngira nguy cd nhiém bénh cho sinh vién va
cén bd phong thi nghiém. Bat ky c4 nhan nao khong tudn thd 8t cdc ndi qui hay gy nguy hai
cho ngudi khac déu khong duge phép vao phong thi nghiém. Khi c6 bat ky thic mic nio cin
phdi yéu cAu sy huéng din ciia gido vién hoic cian by phong thi nghiém.

1. Cac qui dinh chung

+ Sinh vién vao phong thi nghiém phdi mic trang phuc bdo ho (40 khodc tring) c6 bing
tén (thé sinh vién)

+ Sinh vién phai tham dy 100% cic budi thi nghiém

+ Sinh vién phai dén ding gid, n€u d€n tré qud 15 phit, sinh vién khong dugc phép vao
phong thi nghiém va dugc xem nhu ving mit khong 1y do

+ Né&u vi bat ky 1y do bat khd khdng nao sinh vién khong tham dy dudc budi thi nghiém,
sinh vién phdi bdo true (hoic vao budi thi nghiém) cho cin bd cdc trach nhiém (DT: 38505520,
bam ti€p s6 ndi bd. PTN Cong nghé sinh hoc: 318 hoidc PTN Chat lugng: 317)

+ Khi lam hu hdng céc trang thi€t bi/dung cu ctia phong thi nghiém, sinh vién c6 nghia
vu phdi hoan tré lai

+ Sinh vién phdi doc k¥ bai truGc khi vao thi nghiém va khong dugc mang tai li€u thi
nghi€ém vao phong

+ Khi 1am d6/tran cdc dung dich hodc lam bé dung cu thily tinh phdi bio cdo cho cdn bd
phong thi nghiém va xin y ki€n gidi quyét.

+ Sinh vién phdi nim vitng cdc thao tdc vo tring.

+ Gidm thi€u sy hinh thanh khi dung khi thao tic.

+ Rra tay truGe va sau khi thi nghiém.

+ Khong dugc dn/udng/nghe nhac/doc sdch-bdo trong phong thi nghiém.

+ Poc k¥ cdc ndi qui/qui dinh c6 & clra phong thi nghiém.

+ V& sinh ban/ghé&/ké va cdc dung cu trudc va sau khi thi nghiém.

+ D3 bd rdc thai ding qui dinh.

+ Khong ngdm cdc d6 dung (viét, ki€ng...) trong miéng hay gin vio tai.

+ Poc va ky tén vio cdc qui dinh/ndi qui d€ chic chin sinh vién di doc va hiéu.

+ Trd ddy di dung cu sau khi hoan thanh xong bai thi nghiém. Dung cu phdi dugc rira
sach.

+ V& sinh phong thi nghiém theo yéu cau clia ngudi phu trach

2. C4c yéu cau an toan

+ Cot téc, mic cdc phuc trang bdo hd (4o khodc tring, ging tay chong nhiét..) va ding
dung cu/thi€t bi ding lic, ding ndi.

+ Nghiém cdAm ding miéng hiit pipette.



3. Trong céc tinh hudng khan cip

+ Luu y vi tri cdc trang bi cAp citu khi cAn (dung cu y t&, binh cifu hda, voi nudc, dién
thoai va s dién thoai cAp citu).

+ Bdo cdo cdc tinh hudng khan cAp ngay lap tic cho gido vién huéng din hoic cin bod
phong thi nghiém.

+ Binh tinh khi c6 tinh huéng khan c4p.

PTN Chi't Lugng Thyc Phim



BAI 1
PINH LUGNG TONG SO VI KHUAN HIF U KHi

1 Pinh nghia va nguyén tic

Vi khu&n hi€u khi 13 nhitng vi khuén ting trudng va hinh thanh khuin lac trong diéu
kién c6 sy hién dién clia oxi phan ti. Tdng s6 vi khudn hi€u khi hién dién trong mau chi thi
mifc d6 vé sinh clia thyc pham. Chi s6 nay dugc xdc dinh bing phuong phap d€m khuén lac
moc trén mdi trudng thach dinh dudng trong mot lugng miu xdc dinh trén co sd xem 1
khuén lac 12 sinh kh&i phét trién tir mot t€ bao hién dién trong mau va dugc bi€u dién dudi
dang mdt don vi hinh thanh khu&n lac (Colony Forming Unit, CFU), trong 1 don vi khdi
lugng thuc pham. Chi s niay c6 mot s6 tén goi khac nhau nhu sau: s§ vi sinh vat hi€u khi
(Aerobic Plate Count, APC), tdng s6 d€m trén dia (TotalViable Count, TPC), tdng s6 vi sinh
vat sdng (Total Viable Count, TVC), s6 d€m dia chuin (Standard Plate Count, SPC)

Qui trinh phén tich bao gdm cdc budc caAn miu, ddng nhat miu, pha lodng thanh cic
diy ndng dd thap phan, chuyén va phan phdi déu mot thé tich xdc dinh miu 1én trén bé mit
moi trudng rin trong dia petri bing phuong phép tridi hop (spread plate) hay dd hop (pour
plate). U & diéu kién nhiét d6 va thdi gian qui dinh.

Phuong phdp d8 hop duge st dung phd bi€n trong cdc phong ki€m nghiém vi sinh.
Piéu kién nhiét do va thdi gian G thay ddi tiy theo yéu cdu phan tich va qui dinh clia tiing
qudc gia. Tiéu chuin clia nhiéu qudc gia qui dinh G & 30°C trong 3 ngay.

Chi tiéu tdng s6 vi sinh vat hi€u khi dugc diing dé danh gia chi't lugng cia mau vé vi
sinh vat, nguy cd hu hdng, thi han bdo quan clia sdn phdm, mic d6 vé sinh trong qua trinh
ché& bi€n, bio quin sdn phim.

2 Mbi truong va héa chat

Moi trudng st dung la Plate Count Agar (PCA) c¢6 pH 7.0 £ 0.2. Méi trudng dugc pha
ch€&, phan phdi vao cdc binh thdy tinh va hap tiét tring § 121°C trong 15 phiit.

Céc binh hodc dng nghiém chita moi trudng chua sit dung phdi dudc bdo quin trong
td lanh 2 — 8°C. Trudc khi st dung phdi dudgc dun chdy va lam ngudi khodng 45 — 50°C
trong bé diéu nhiét.

Nudc cat dudc chita trong cdc binh thly tinh va hap truing & 121°C trong 15 phiit. Sau
d6 phdi dugc bdo quan trong ti lanh 2 — 8°C.

3 Qui trinh phan tich (miu dang 16ng)

3.1. Chuén bi miu truéc khi phan tich

M3iu dudc pha lodng theo diy thip phan bing cich ding pipet vo triing chuyén 1ml
mau vao 6ng nghiém chita 9ml nude vo trung. Tron miu that k. Dung dich nay c¢6 dd pha
lodng 10" Ti€p tuc chuyén 1 ml miu tir d6 pha lodng 10" sang 6ng nghiém chita 9 ml nudc
vo tring thi 2. Tron miu that k§. Dung dich ndy c¢6 do pha lodng 107 Ti€p tuc ti€n hanh
tuong tu dé ¢6 cdc do pha loang 107, 10™...

* Ly y:



+ Pipet ¢6 nguy co bi nhiém trong qud trinh thao tdc (cham tay, cham mdit
ngodi 6ng nghiém, mdt ngoai binh chita...), cdn phdi thay pipet vé triing
khdc.

+ Cdc thao tdc tién hanh trong diéu kién vé tring (sit dung den con)

+ Cdc dung cu (pipet, dia petri...) phdi dugc tiét triung trudc khi sit dung
(sdy ¢ 150°C/3 gio)
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3.2. P4 hop (cAy miu)

i.  Dulng biit 16ng diu ghi chd 1én dia petri (tén miu, ngay ti€n hanh, d6 pha
loang...)

ii. Dung pipet v tring chuyén 1 ml dich miu pha loing vao giita dia petri.
Tuong tng v6i mdi dd pha lodng thuc hién it nhat 2 — 3 dia (tdc 1a 2 — 3 1an
lap lai).

iii.  Sau khi cdy, d6 vio mdi dia 10 — 15 ml mdi trudng PCA di dugc dun chiy va
dn dinh & 45 - 50°C.

iv.  Tron déu dich miu v6i mdi trudng bing cidch xoay tron dia petri xudi
vangudc chiéu kim ddng hd, mdi chiéu 3 — 5 14n ngay sau khi d8 moi trudng.

v. Dit cdc dia trén mit phing ngang va dé€ yén cho mdi trudng dong dic hoin
toan (khodng 15 phuit).

vi. 6. U trong td #m & nhiét do 300C trong 48 — 72 gid (48 gid 14y két qui so b,
72 gid 14y két qua chinh thic)

% Luu y: khi 1i phdi dé hdp petri & trang thdi 4t up (phdn méi truong & trén, phdn
ndp ndm bén dudi)
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U 30°C/3 ngay

Dém s6 khuén lac
va tinh két qua

% Cdch tinh két qua
Pé&m ta't ca s6 khuin lac xud't hién trén cdc dia sau khi 4. Chon cdc dia c6 s6 khudn lac d€m
dugc tir 25 — 250 d€ tinh toan. Mat d6 tong vi khuin hi€u khi:

N
n; Vi, +..+ n;V{;

A (CFU/g hay CFU/ml) =

Trong do:

A: 56't€ bao (CFU) vi khudn trong Iml (hay trong 1 g) mdu

N: téng s6 khudn lac dém dugc trén cdc dia da chon

Ni: s6 lugng dia cdy tai do pha loang thit i

V: thé tich dich mdu (ml) cdy vao trong méi dia

fi: do pha loang tuong iing
Lam tron k&t qua cé dudgc, chi giit lai 2 s6 ¢6 nghia va bi€u thi k&t qui dudi dang
thap phan gitta 1.0 va 9.9 nhan véi 10" (n 12 s6 mi)
Trudng hop c6 khudn lac vi sinh vit moc loang, mdi vét loang dugc tinh 12 1 khuin lac. Néu
s6 khudn lac loang chi€m hon 1/3 dia thi phdi ghi nhan diéu nay va ddnh ddu két qua nhan
dugc.



<+TRUGNG HQP PAC BIET:

% N&u § dé pha loang cao nhdt trong diy cic dng nghiém néi trén, s khuidn lac d€m
dudc trén 1 dia > 250: vi du & 10 (d6 pha lodng cao nhdt) c6 s6 khuinlac d€m dudc
> 250, k€t qua dudc ghila : > 2.5 x 10’ CFU/ml

% N&u & do pha loang thdp nhat trong diy cdc 6ng nghiém néi trén, s6 khudn lac d€m
dudc trén 1 dia < 250: vi du ndng do 107 (d0 pha lodng thdp nhat) c6 s6 khudn lac
dém dugc < 25, két qui dudc ghi 1a: < 2.5 x 10° CFU/ml

Vi du: ta thu dudc két qua sau

Noéng do pha loing 10° | 10™
Dia 1 235 26
Dia 2 246 14 21%

235 + 246 + 2 ‘
A= DHMOTI0 541429 = 2.4 % 10° (CFU/ml)

2x1x10” + 1x1x10™




BAI2
PINH LUONG COLIFORMS BANG MOI TRUONG PAC TRUNG

1. Pinh nghia Coliforms, Coliforms chiu nhiét, Coliforms phan

Coliforms 1a nhitng truc khudn gram 4m khong sinh bao ti, hi€u khi hoic ki khi tiy
¥, ¢6 khad ning 1én men lactose sinh acid, aldehyde va sinh hai 6 37°C trong 24 — 48 gid, dic
biét c6 khd ning moc dugc trén mdi trudng c6 mudi mat (Bile Salt). Nhém Coliforms hién
dién rdng rdi trong ty nhién, trong rudt ngudi va dong vat. Coliforms dudc xem la nhém vi
sinh vat chi thi: s& lugng hién dién clia chiing trong thuc phdm, nudc hay cé loai mdi trudng
dugc dung dé chi thi kha ning hién dién clia cdc vi sinh vt gdy bénh khac. Nhiéu nghién
ctfu cho thdy ring khi s& Coliforms ciia thyc phd&m cao thi kha niing hién dién cla céc vi
sinh vat gy bénh khdc ciing cao. Tuy nhién, mdi lién hé giita vi sinh vat gdy bénh va vi
sinh vat chi thi ndy vin con nhiéu tranh cdi. Nhém Coliforms gom 4 giong: Escherichia v6i
1 loai duy nhit 1a E.coli, Citrobacter, Clebsiella, Enterobacter. Tinh chat sinh hod dic trung
clia nhém nay dugc thé hién qua cdc thi nghiém indol (I), Methy Red (MR), Voges-
Proskauer (VP) va Citrate (iC) thudng dugc goi tém tit chung 1a IMViC.

Coliforms chiu nhiét 12 nhitng Coliforms c6 khd niang 1€n men lactose sinh hoi trong
khodng 24 gid khi 4 & 44°C trong moi trudng 16ng EC. Coliforms phan (faecal coliforms hay
E.coli gid dinh)la Coliforms chiu nhiét c6 kha niang sinh indole khi dugc i khoang 24 gis &
44.5°C trong mdi trudng 18ng Trypton. Coliforms phin la mot thanh phin clia hé vi sinh
dudng rudt & ngudi va dong vat mau néng khic va dugc st dung d€ chi thi mic d6 vé sinh
trong qud trinh ché bién, bdo quin, vin chuyén, thuc pham, nudc udng ciing nhu dé€ chi thi
st 6 nhiém phan trong mAu mdi trudng. E.coli 1a Coliforms phan cho k&t qud thi nghiém
IMViC la ++-- (Indol + , Methyl Red +, Voges-Proskauer -, Citrate -)

Céch xdc dinh dua vdo nguyén tic sau: cdy mdt lugng quy dinh miu thi (dd dudc
pha thanh day thdp phan lién ti€p) vao modi trudng dic trung VRBL 0 & 35-37°C trong 24-
48h. P&m s6 khuin lac dic trung va biéu thi thanh sd coliform trong 1g hoic 1ml mau.

2. Céch ti€n hanh:

2.1 Nubi cay

Chan bi moi trudng VRBL & 45°C.

Pha ling miu thanh ddy thip phin va tié€n hanh phuong phip dd dia nhu bai 1 véi
moi trudng VRBL

P& 1 dia méi trusng VRBL nhung khong chita miu dé ki€m tra d6 vo triing cia moi
trudng

Sau khi ti't ¢4 cdc dia di dong dic, d6 thém 4-5 ml mdi truSng VRBL & 45°C tréang
phti kin bé mit dia va d€ dong dic

U trong t cdy vdi nhiét do 35 hodc 37°C trong 24-48h

2.2 Poc két qua:
Sau 24 gid cdc khuin lac dic trung c6 mau dé tia, dudng kinh 0,5 mm hoic
hon, d6i khi bi bao quanh bdi mot viing mat két tiia hai dd.
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Mt VRBL 10-15ml
45°C —

Lac déu

Mt VRBL

5ml
45°C i
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U 37°C trong 24-48h

2.3 Tinh két qua:

* Truong hgp chung:

Giit lai cdc dia chita tir 15-150 khuén lac dic trung giita hai d6 pha lodng lién ti€p
(c6 mot dia chifa it nhat 15 khudn lac dic trung). S& coliform trong 1g (hodc 1ml) miu dudc

tinh nhu sau:
_2¢c
~(n, +0.1n,)d

$.C: Tdng cdc khudn lac dic trung trén cdc dia dugc giff lai
nl: s6 dia dugc giff lai véi do pha lodng diu
n2: s6 dia dugc giit lai véi dd pha lodng ti€p theo
d: hé s6 pha lodng clia do pha lodng dau
* Truong hgp mdi dia chifa it hon 15 khudn lac dic trung:
S6 coliform van dudc tinh theo cong thic trén
* Trudng hgp s6 nho
N&u 2 dia ng vdi dang huyén phit ban diu déu chia it hon 15 khudn lac dic
trung thi k€t qui c6 thé xem nhu sau:
X: it hon 15 coliform/ml (cdc sdn phdm & thé 18ng)
X: it hon 150 coliform/g (cdc san phim khong & thé 16ng)
* Truong hgp khong cé khuin lac dic trung:
N&u 2 dia ng v6i dang huyén phit ban diu déu khong chita khuin lac dic
trung nao thi k&t qué c6 thé xem nhu sau:
X: it hon 1 coliform/ml (sdn phim 18ng)
X: it hon 10 coliform/g (sdn phdm dang rin)
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BAI 3
PINH LUGNG TONG SO NAM MEN VA NAM MOC

1. Pinh nghia va nguyén tic

Nim men va nAm mdc 1a nhém vi sinh vat rit da dang, cho dén nay c6 hon 4 trim
ngan loai nAm men va nAm moc da dugec md ti. Ching thudc nhém Eukaryote, c6 vach t&€
bao 1a 16p v4 chitin. NAm men va nAm mdc 1a cdc vi sinh vat di dudng, ching tiéu thu
ngudn carbon hitu cd dugc cung cip tif mdi trudng bén ngoai t&€ bao.

HAu hét nAm mdc va nAm men thudc nhém mesophiles, mot s6 it thudc nhém
psychrophiles, hoic thermophiles. Hiu hét nim men va ndm mdc phat trién trong moi
trudng c6 hoat d6 nudc tir 85% trd 1én, mot sd it lodi c¢6 thé ting trudng trong mdi trudng co
hoat d6 nudc 60 — 70%. NAm mdc va ndm men ting trudng dugc trong khodng pH tir 2.0 —
9.0, trong d6 pH thich hgp nhat 1a 4.0 — 6.5. Pa s nAm men va nim mdc déu thudc nhém
hi€u khi bit budc, mot s& c6 thé phat trién trong diéu kién vi hi€u khi. Mot s6 loai c6 thé
ti€p nhan oxi nguyén ti¥ tir cd chi't, nhung dit & dang nio, oxi vin 1a nguyén t& can thi€t cho
qué trinh phét trién ctia nAim mdc va nim men.

Trong thuc phdm, sy hién dién va sinh trudng clia ching cé thé lam thay d6i cdc tinh
chi't clia thuc phdm (mau sic, mii vi..), gdy hu hdng va cé thé tao thanh mot s& doc td gay
ngd doc thuc phadm.

Mat @6 nAim mdSc va nAim men trong miu dudc xdc dinh chung dudi dang tdng s6
ndm men va nim mdc bing cdc ky thudt pha lodng, trdi dia va d€m khuin lac trén moi
trudng Dichloran Glycerol Agar, hay Dichloran Rose Bengal Chloramphenicol Agar (DRBC).
Mbi trudng Dichloran Glycerol Agar dugc st dung cho cic loai thyc phdm c6 ham lugng
nudc thap (thuc phdm kho, ngii cdc, tiéu.., cdc loai thyc pham cé diu, c6 ham lugng
dudng/mudi cao). Moi trudng DRBC dugc st dung cho cdc miu c6 ham lugng nude cao
(sifa, cdc san phadm tir sita, 36 hop, cdc loai rau qua...). P8i vdi cic miu c6 mat dd nAm mdc
thap, cdc moi trudng thudng dugc st dung 1a Malt Extract Agar (MEA), Potato Dextrose
Agar (PDA) chita 40ppm chloramphenicol hay chlotetraciline.

2. C4ch ti€n hanh
a. Ti€n hanh pha lodng thap phan miu ban dau
b. St dung k§y thuat trdi dia d€ ti€n hanh xdc dinh chi tiéu t6ng s6 nAm men, nAm
mdc trong miu
v" Ghi nhin 1én dia petri (tén miu, tén k§ thuit vién, ngay...)
v P& moi trudng vao trong dia petri (khodng 15ml). Chd cho moi trudng dong
dic hoan toan (khodng 15 phit)
v' Dung pipette cho 0.1 ml miu vao chinh gifta dia thach
v Nhiing que thiy tinh hinh L vao mot cdc chita ethanol. Sau d6 gé nhe que
thdy tinh vao thanh cdc d€ loai bét ethanol thira
v Khé dua que thdy tinh gdn ngon lta dén ethanol dé 1am bdc chdy que thiy
tinh. LAm ngudi bing cdch cham que thdy tinh vio phin ndp bén trong dia
thach.
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v' Trai mAu vi sinh vt sao cho miu dan déu khip bé mit moi trudng thach.

Nhiing que thiy tinh vao ethanol, g& nhe vao c¢dc va dot chdy que thiy tinh.

v' Lip lai thao tdc v6i dia thach k& ti€p. Tuong tng v6i mdi dd pha lodng thuc
hién it nha't 2 — 3 dfa (tdc 1a 2 — 3 14n lip lai).

v/ Ti€n hanh nudi cay trong th G vi sinh & 300C trong 5 — 7 ngay

v" Tié€n hanh quan sat hinh thai dai thé clia khudn lac, d€m s6 khudn lac nim
men/nim mdc va ghi nhan lai k&t qua.

AN

3. Poc két qua
a. Tuong ty bai “Pinh lugng tdng s& vi khudn hi€u khi”
b. DPoc két qué tir ngay 5 -7

% Luu y: trong thoi gian i, ndm mdc cé thé tao bao tik va phdt tdn vao trong moi
truong nudi cdy, tao thanh khudn lac mdi. D€ han ché hién tuong nay, trong suét thoi
gian i, khéng dwgc cham tay hodc di chuyén cdc dia cho dén khi dém két qud. Mt
khdc, khi tién hanh dém khudn lac cdn han ché viéc mé dia dé trdnh sy phdt tdn cia
bao it vao khong khi, gdy nhiém vao mdu hay méi truong nudi cdy khdc. Cdc dia khi
dem i phdi dé mdt thach ndm phia dudi, ndm hdp petri ndm trén.
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BAI 4
XAY DUNG PUONG TUONG QUAN TpYE'N TINH GIUA PO PUC
VA MAT PQ TE BAO

1. Pinh lugng tryc ti€p t& bao bing buong dém

C6 thé sir dung budng d€m d€ dinh lugng vi sinh vat cé kich thudc t& bao 16n nhu
ndm men, bio tf nAm mdc..v6i @6 phéng dai x100 d&€n x400. Vi t€ bao vi khudn, do kich
thu6c nhd, nén phai st dung budng d€m Petroff-Hasser. Phuong phdp d€m tryc ti€p con
gitp quan sit dugc hinh thdi t&€ bao.. K&t qui d€m dugc 1a tdng s6 t&€ bao cé trong miu,
khong phan biét dugc t&€ bao con song hay t€ bao chét (chi phan biét t€ bao nAm men chét
khi ti€n hanh nhuém véi dung dich methylen blue )

Cau tao budng d€m hdong cau

— Budng dém hdng ciu 12 mot phi€n kinh day hinh chit nhat, giita 12 phdn 16m phing, tai
diy c6 k& mot luéi gdm 400 6 vudng nhd c6 dién tich tdng cong 1a 1mm?*. Bao gdm 25 6
vudng 16n; mdi 6 vudng 16n nay gdm c6 16 6 vudng nhd. Vi thé, dién tich mdt hinh vudng
nhé 12 1/400 mm? va mot hinh vudng 16n 1 1/25mm>.
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cach 2 & vudng lom

Buong dém hong cau

Céch ti€n hanh

1. Pha lodng huyén phu t€ bao vi sinh vat thanh 5 d6 pha lodng lién ti€p (sao cho trong
mdi 6 16n ¢6 tir 10 — 50 t€ bao).

2. Lic manh dich huyén phi t&€ bao (dd pha loing), ding pippet Pasteur d€ hiit dich
huyén phii nay.

3. Day budng d€m bing mdt phi€n kinh méng

4. Nhe nhang diing diu pippet (c6 mdt giot huyén phii vi sinh vat), dit vao canh budng
d&€m (noi ti€p gidp v6i phi€n kinh méng). Dich huyén phi s& di vao budng d€m nhd
cd ch&é mao din. Budng d€m dudc chudn bi ding khi chi c6 viing khong gian nim
gifta 14 kinh va budng d€m dudc dién bdi dich huyén phil t& bao, con cdc rinh chung
quanh thi khong bi dinh udt.
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5. Di chuyén nhe nhang khung d€m d€ dich huyén phu tran diy cdc khoang. Khi d6,
dich ndm trong khoang c6 do day khodng 0.1mm

6. Ditbudng d&€m lén kinh hién vi, st dung vat kinh x4 d& tim budng d&€m. Sau d6, 1in
lugt chuyén sang cdc vat kinh x10 va x40 d€ quan sit.

7. Diéu chinh cudng d6 dnh sing bing clra sip d€ c6 thé quan sit 1d rang ca t&€ bao lin
cdc dudng ké. Tuy vio s6 lugng t€ bao ma cé thé chon cdch d€m tit ca cdc t& bao
c6 trong 6 trung tAm hay chi dé€m cdc t&€ bao c6 trong modt s6 & vudng 16n dai dién.
Thong thudng ta chon 1 6 trung tAm va 4 6 ndm ngoai bia hodc 5 6 theo dudng chéo
(cdc 6 ddnh diu X)

8. Bit diu d€m t&€ bao sau khi nhd giot dich tir 3 — 5 phiit; phdi d€m cdc t€ bao nim
trén 2 dudng ké ké nhau dudc chon cia tirng 6.

2. Pinh lugng biing phuong phap do d6 duc

Mat d6 vi sinh vat c6 thé dugc xdc dinh mot cach gidn ti€p thong qua do do duc. Khi
mot pha 16ng c6 chita nhiéu phan ti khong tan thi sé hinh thanh mot hé huyén phi va c6 do
duc bdi cdc phan tif hién dién trong mdi trudng 16ng cin 4nh sdng, 1am phan tin chim 4nh
sdang t6i. TE bao vi sinh vat ciing 12 mot thyc thé nén khi hién dién trong mdi trudng ciing
1am moi trudng trd nén duc. P duc clia huyén phi ti 1& v6i mat do t&€ bao. Trong mot gidi
han nhi't dinh ctia d6 duc va mat dd t&€ bao, c6 thé xdc 1ap dugc quan hé ti 1& tuyé&n tinh giita
mat do t& bao va dd duc. Do vay, c6 thé dinh lugng mat dd t€ bao mot cich gidn ti€p thong
qua do d6 duc bing miy quang phd k&€ & cdc budc séng tir 550 — 610nm. Trong trudng hop
ndy, trudc tién cAn phai thi€t 1dp dugc dudng quan hé tuyén tinh gitta d6 duc va mat do t&
bao biing cich st dung mdt s& huyén phi t&€ bao c¢6 d6 duc xdc dinh va mat do t&€ bao cia
mdi huyén phii dudc xdc dinh bing mot phuong phdp truc ti€p khdc, vi du nhu phuong phap
d&m khudn lac, phuong phap dé€m truc ti€p bing budng d&€m...

Cich ti€n hanh
1. St dung 5 do pha lodng & trén. V&i mdi do pha loing ta dem di do & do hdp thu
A600nm
2. Ghi nhan két qud

3. Xay dung dudng chuin

Véi 5 d6 pha lodng tir huyén phu t&€ bao vi sinh vat ban diu, ta thu dugc 5 két qua s6
lugng t€ bao vi sinh vt bing budng d€m hdng ciu va 5 gid tri Agoonm. ST dung cdc két qui
nay dé vé do thi xy véi truc tung 13 gid tri Agoonm V2 truc hoanh 1a s8 lugng t€ bao vsv d€m
dugc.
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MOT SO MOI TRUONG THONG DUNG

% M1 (mdi trudng gia ddu dudng)
Can 100g gid dau (da rira sach), thém 1000ml nudc. Pun s6i 30 phiit. LAy phan dich
trong. Thém nudc cho di 1000ml. b8 sung thém glucose vdi ham lugng 5% (w/v)

% M2 (mdi trudng khoai tdy dudng cim): 1000ml

Khoai tay cit nhd, rita sach, can 14y 300g. Thém 500ml nuSc, dun sdi 30 phit. Loc
14ty nudc trong. Can 100g cdm, thém 500ml nu6c, dun sdi 30 phit. Loc 18y nu6c trong. Tron
2 loai dich loc trén va thém sucrose 5% (w/v). B3 sung nuéc cho di 1000ml.

Khoai tdy 30% Cam 10%

Sucrose 5% Nuégc da 1000ml

% M3 (mdi trudng Sabouraud): 1000ml

Pepton 1% Glucose 4%
Agar 2% Nudc @i 1000ml
pH5.6-6.0

% M4 (mdi trudng Hansen)

Glucose 5% Pepton 1%
K2HPO40.3% MgS04.7H20 0.2%
Agar 2% Nude di 1000ml

s M5 (mdi trudng Potato Dextrose Agar)

D& chudn bi chit chiét khoai tdy, dun s6i 200g khoai tdy xat 1at, khong got vé véi
1000ml nuSc trong 30 phit. Loc qua vdi thua, giit lai phan dich, d6 1a chat chi€t khoai tay.
Tron vé6i cdc thanh phin khic rdi dun so6i d€ hoa tan (d6i vdi moi trudng Potato dextrose
salt: chudn bi nhu méi trudng M5 rdi thém: 7.5% NaCl)

ChAa't chi€t khoai tay 20% (v/v) Dextrose 2%

Agar 2% Nudce @i 1000ml

% M6 (mdi trudng thach malt)

L4y 250g malt, nghién nhd, hoa vao 1000ml nuéc cit. Dung diia thdy tinh khudy déu
va gia nhiét tr tr, d€n 45 — 500C, gitt & nhiét do nay trong 30 phit. Sau d6 nang nhiét do 1én
65 — 680C, c6 khudy, cho dén khi qud trinh dudng héa xdy ra hoan toan (khdng thdy mau
xanh xudt hién khi thit dich chdo véi dung dich Lugol). Loc tdch bd qua vai thd (hay bong
gdn thim nuéc), dem hap phan dich 121.C / 30 phiit, 14y ra d€ ling. Loc bd két tia, pha
lodng d€ dat 6 — 8o Brix, thém 2% agar, dun va khudy déu cho dé&n khi thach tan hét. Cho
mdi trudng thach vao cdc dung cu chita, hap tiét tring 1210C / 15 phuit.

% M7 (mdi trudng BGBL 2% Broth — dang pha sin)
Peptic digest of animal tissue 1%
Lactose 1%
Oxygall 2%
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Brilliant green 0.0133g/L
Diing 40g hdn hgp pha sin d€ pha thanh 1000ml mdi trudng.

s M8 (mdi trudng Plate Count Agar — ATCC medium 1048): 1000ml
Agar 150 g
Yeast extract 2.5
Pancreatic digest of casein 5 g
Glucose 1.0g

% M9 (mbi trudng LST - Lauryl Sufate Broth/Lauryl Tryptose Broth): 1000ml
Pancreatic digest of casein 20 g
Lactose 5 g
NaCl5¢g
K2HPO42.75 g
KH2P0O42.75 g
Sodium lauryl sufate 0.1 g
pH 6.8 + 0.2 NuGc b 1000ml

% M10 (M6bi trusng VRBL- Crystal Violet neutral Red Bile Lactose agar):

Pepton g
Yeast Extract 3g
Lactose 10g
NaCl 5g

Mudi mat 1,5¢
Neutral Red 0,03g

Crystal Violet 0,002¢g
Agar 15¢
Nudc dé€n 1000 ml

Hoa tan cdc thanh phan trén trong nuéc, d€ yén vai phit, dit 1én bép dun s6i va
khudy déu, dé s6i 2-5 phiit. LAm nguoi d&€n 45°C d€ st dung.

Chu y: ‘

- Khéng dé séi qua ldu

- Khéng duoc tiét trung moi truong

- Méi truong phdi dwoc sw dung trong vong 3 gio sau khi pha ché xong
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