APPENDIX

Microbiological Procedures

Procedure for Total Viable Count (TVC) according to International Standard
(1SO) 4833:2003(E) using the Drop-plate Method

MRD with 0.0075 agar

Plate Count Agar (PCA) Incubate inverted at 30°C +
1°Cfor72 + 3 hours
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Procedure for Isolation and Enumeration of Enterobacteriaceae based on

International Standard (1SO) 21528-2:2004 using the Drop-plate Method

Incubate
inverted

at 37°C for
24 1 3 hours

MRD with 0.0075 agar

Pinkto red or
4 purple colonies

.

Violet Red Bile Dextrose (VRBD) Agar Q

Biochemical tests Subculture in
for confirmation <:| Nutrient Agar
* Oxidase Test at 37°C for

* Fermentation Test 24 + 2 hours
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Procedure for detection of E. coli and Coliforms in accordance to International
Standard (ISO) 9308-2:1990 using the Ten-tube Most Probable Number (MPN)

Coliform Test

*all tubes incubated
at 37°C 24 to 48 hours
* 2hours for growth
and gas formation

2

10ml
each D-LSB 10ml tubes

tube
? 1ml
each
0.1ml S-1LSB 10ml tubes
(V] [\ ] (V]

tube
each
1L undiluted
water sample
BG (48 + 2 hat 37°C) - coliforms

S-LSB 10ml tubes EC(44°C) - E. coli
TW (44°C) + Kovac’s (indole) — E. coli

24

a a1 S |
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Procedure for detection of Salmonella spp. based on International Standard

(1SO) 6579:2002(E)

1ml
Pre-Enrichment Selective
Enrichment =
BG
o1\ modified
10ml MKTTn Agar

Broth

*to be incubated
at37 °Cfor24
hours + 3hours

*to be incubated 24hours +
3hours at 37°C+ 1°C

J

Swabs in BPW (100ml)

Incubated at 37°C for
18 hours + 2 hours g

Isolation and
Identification

10ml pre-warmed RV BG
Enrichment Broth modified
*to be incubated at 42 Agar
eC for 24 hours
3hours

XLT 4

) ] Biochemical Confirmation

Pink colored colonies

surrounded by red zone g .
Inoculate colonies

that will grow on NA

Characteristic colonies streaked in
Nutrient Agar Plates; incubate for
24hours + 3hours at 37°C+ 1°C

Black-centered red g
colonies

TSI MiIL Urea
Slant Agar Slant

*incubate at 37°C for 18 - 24 hours
Interpret results based in ISO
6579:2002 (E)
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