Dich béi Hach Viét Nam

Coliforms-E.coli

Phwong phap mang loc USEPA Phwong phap 8367
m-TEC

Pham vi trng dung: nwéc &n ubng, nuwéc khéng dung &n ubng, nuéc tai tao va nwéc thai
! Puoc chap nhan béi Co quan Mai trirong My-USEPA

Chuén bi thi nghiém

Trwéc khi bat dau thi nghiém

Khi mau it hon 20mL (da pha loang va chwa pha loéng), cho 10mL nwéc dung pha loéng déa thanh
trung vao phéu loc trwdc khi hut chan khong. Cach nay giup phan tan sinh vat dong deu trén toan b
mat giay loc.

Phan thé tich mau da dworc loc xong sé khac nhau tuy thudc loai mau. Chon thé tich mau téi da dé
c6 thé cho két qua tlr 20 dén 200 don vi khuén lac (CFU) trén 1 gidy loc. Thé tich mau ly twéng ddi
v&i nwdc khdng dung &n udng hodc nudce thai cho thi nghiém coliform 1a 20-80 khuén lac trén mét
gidy loc. Thoéng thwong, dbi véi nwéc da xi ly, nwédc &n udng, thé tich mau dem loc sé 1a 100mL.

Tay tring noi lam viéc béng vai diét khuén, dung dich tay pha lodng, phun diét khuan hoac dung dich
i-Ot pha lodng. Rlra sach tay bang xa phong va nwéc.

Phwong phap khang dinh bang m-TEC Agar cho test tién dinh tinh E.coli

Phwong phap m-TEC phat hién vi khuan E.coli trong cac mau nwéc ngot dung cho muc dich gidi tri
qua qua trinh hai buwéc. Budc thir nhat, mang loc dwoc G trén m-TEC agar trong 2 gior & 35°C dé hoi
sinh cac sinh vat bi thwong. Cac sinh vat chiu nhiét nay sau dé dwgc chon lgc béng cach Ién men
lactose & nhiét dé cao 44.5°C. Bwdc tht hai, str dung méi tredng cd chira chét ure dé phan biét E-
coli ure am t coliform chju nhiét khac thiy phan ure. Cac khuén lac c6 mau vang hoac vang nau ure
am la dwong tinh véi E.coli
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Phwong phap 8367, test tién dinh tinh E.coli (m-TEC agar)

1. Gia nhiét beaker
chtra nwéc hodc coc
chtra nwéc nhwng
khéng dé nwéc bi sbi

5. Chuan bj phan dé
pha lodng can thiét dé
thu dwoc mau theo thé
tich thich hop. Bao
mau trong 30 giay dé
x40 tron hoan toan. Bd
mau vao trong phéu
loc. Rira sach vach
phéu v&i 20-30mL
nwdéc pha loang da
dwoc dém va tiét
trung. HUt chan khoéng.
Lap lai bude rira hai
ho&c nhiéu hon.

2. bat bng m-TEC agar
vao trong nuwéd'c nong.
Khi agar bat dau chay
Idng, 14y 6ng ra khdi
nwéc ndng can than
bang kep gilr
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E

6. Tat bom hat chan
khéng va nang dau
phé&u 1én. S& dung kep
tiét trung dé chuyén
mang loc dén dia petri
da chuan bj trwdc do.

3. St dung ki thuat vo
trung, d& mot nira agar
trong dng vao dia petri
47-mm da dwoc tiét
trung. Day nép petri
sau dé ngay lap tirc va
dé cho agar dong lai.

L — 1
4. Lap bd loc mang.
S dung gia kep tiét
trung dé dat giay loc
lén trén phéu loc sao
cho phan ké soc
hwéng 1én.
Dé tiét trung gia kep,
nhung gia d& vao
trong con va dét trong
codn hodc dwédi dén
dét Bunsen. Bé gia
d& ngudi trede khi st
dung

7. V6i viéc di chuyén
l&n tron nhe, dat gidy
loc v&i mat cé ké soc
hwéng 18n trén bé mat
agar. Kiém tra c6 bot
khi bén duéi gidy loc
hay khéng va dam bao
toan bd gidy loc cham
vao agar. Thay nép dia
petri.

4. Quay nguoc dia
petri. D& 0 & 35 + 0.5
°C trong 2 gio va sau
d6¢44.5+0.2°C
trong 22 gio.
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9. D& xac nhan, st 10. Sau 15 phat, dém 11. Ghi lai két qua thi
dung kep tiét traing @& céac khuan lac c6 mau nghiém. Xem phan
chuyén gidy loc dén vang hodc vang nau Dién djch va béo céo
miéng dém da dwoc bang kinh hién vi 10- két qua

bao hoa v&i it nhat 15X. Sw xuét hién cla

2mL dung dich ure. cac khuan lac mau

vang hoac vang nau
Chuan bi dung dich  cho thdy cé sy hién
ure: dién cua E.coli
a. Hoa tan 2.0g
CO(NH2)2 vao 100mL
nwéc khir ion
b. Cho 10mg chét chi
thi natri phenol dé vao
dung dich ure
c. Dung 0.02N axit
sunfuric dé diéu chinh
pH trong khoang 3-4.
Dung dich s& chuyén
sang mau vang.
d. Bao quan dung dich
nay & 2 dén 8°C. St
dung trong vong 1
tuan.

Dién dich va bao cao két qua

Bao cdo mat d coliform theo s6 Ivgng khuan lac co trén 100mL mau. Db véi tong coliform, s dung
cajc mau cho 20 dén 80 kh,uén lac coliform va khéng quéa 200 cho tat ca cac loai, tré:n mot mépg loc
dé tinh mat dé coliform. Dadi v&i test fecal coliform, cac mau nén trong khodng 20 dén 60 khuan lac
fecal coliform.

St dung cong thirc A dé tinh mat do coliform. Lwu ¥ “mL thé tich mau” 1a thé tich cia mau thyc té
khéng phai thé tich pha loang.

Cdéng thirc A-mat dod coliform trén mét mang loc

S6 khuén lac coliform/ 100mL = (s6 khuén lac coliform dé&m dwoc x 100 ) : mL thé tich mau loc
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e Né&u phat trién trén toan bd dién tich phan loc cia mang hodc mét phan clia mang va céc
khuén lac khéng phan tach rd rét, bao cao két qua la “Phat trién lién tuc hoac khoéng co
coliform”

e Néu téng sb6 khuan lac (coliform cong v&i khéng phai coliform) vurot quéa 200 trén mot mang
ho&c khuén lac dinh chum khéng thé dém chinh xac, bao céo két qua la “Quéa nhiéu khoéng
thé dém dwoc-TNTC”

Néu roi vao hai treong hop trén, thie hién lai test voi méu mai v&i mirc pha loang cao hon sao cho
chi khoang 50 khuan lac coliform va khéng qua 200 khuan lac cla tat ca.

Khi kiém nghiém nwéc khong dung an uéng, néu khong co gidy loc nao dap tng s6 lvgng khuén lac
ti thiéu mong muén, tinh mat doé trung binh coliform vé&i cong thirc B

Cong thirc B- trung binh mét dé coliform cho 1) hai lan test, 2) nhiéu lan test hoac 3) nhiéu
hon 1 giay loc/mau

S6 khudn lac coliform/ 100mL = (téng sé khuén lac coliform dém duwoc trong tat ca mau x 100) : téng
thé tich cda tat ca mau loc (mL)

Kiém soat:

Kiém soat dwong va am rat quan trong. Pseudomonas aeruginosa dwoc dé xuét 1a kiém soat dwong
va Escherichia coli la kiem soat am.

Céac mau nudc udng tir cac nha may xi ly dé thi phai am dbi véi tbng coliform va fecal coliform.

Danh muc thay thé va tiéu thu

Méi trwérng va thudc thiv can thiét

Description Unit Catalog number
m-TEC Agar Tubes, 2 testaitube {for £E. coli determination) Bipkg 25611086
Phenol Red Sodium Salt 5g 2063522
Sulfuric Acid, 0.02 N 100 mL 20342
Urea Feagent, ACS 100 g 1123728
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Dung cu can thiét

Description Unit Catalog number
Counter, hand tally each 1489600
Dilution Water, buffered, sterile, 99 mL 25ipkg 1420595
Dish, Petri, with pad, 47-mm, sterile, disposable, Gelman 100/pka 1471795
Dish, Petri, with pad, 47-mm, sterile, digposable, Millipore 1507gka 2838300
Filter Helder, magnetic coupling (use with 24581-00) each 1352900
Filters, Membrans, 47-mm, 0.45-pym, gridded, sterile, Gelman 2000pkg 1353001
Filters, Membrans, 47-mm, 0.45-um, gridded, sterile, Millipors 150/pkag 2836100
Filtering Flask, 1000-mL each 54853
Forceps, stainless steel each 2141100
Incubator, Culiure, 120 VAC, SIVGD Hz each 2619200
Incubator, Culiure, 220 VAC, SIVE0 Hz each 2619202
Microzcope, Compound each 2842500
Pump, vacuum/pressure, portable, 115 VAC, 80 Hz each 2824800
Pump, vacuum/pressure, portable, 220 VaC, 50 Hz each 2824802
Stopper, rubber, one hole, Mo, 8 Gipkg 2115905
Tubking, rubker, 0.8 cm ID 3.7 m (12 1) o60149




