METHOD STATEMENT

Determinand:
Enterococci

Matrix:
Sample Type: Effluents and Recreational Waters

Principle of Method:

A known volume of water is filtered through a membrane filter with 0.45um pores upon which
bacteria are entrapped. The filter is then placed on a selective growth medium, Slanetz and Bartley
Agar (S&B) and incubated at 37°C + 1 for 40-48 hours or 30°C = 1 for 4 hours followed by 44°C +
0.5°C for 44 hours after which characteristic colonies are counted and picked off for confirmation.
Confirmation is carried out on presumptive colonies using Kanamycin Aesculin Azide Agar. The
confirmation is based on the ability of isolated colonies to hydrolyse aesculin.

Sampling and Sample Preparation:

Once taken, microbiological samples should be transferred immediately to dark storage conditions
and kept at a temperature between 2 - 8°C for transport to the laboratory. If samples are not analysed
immediately on receipt in the laboratory, they should be kept at a temperature between 2 - 8°C, in
dark conditions until analysis commences.

Samples should be analysed as soon as practicable on the day of collection. In exceptional
circumstances, if there is a delay, storage under the above conditions should not exceed 24 hours
before the commencement of analysis.

Where an exceedance has occurred, the customer should be informed or a statement reflecting this
should be included with the report (except where the customer has been already made aware that
this is occurring on a regular basis and requests this not to be applied).

Interferences

Samples with high turbidity’s may not be suitable for this method. The particulates may block the filter
and limit the volume that can be examined. Accumulated deposits on the membrane may mask or
inhibit the growth of the target organisms. High numbers of competing organisms may also mask or
inhibit the growth of the target organisms.

Accumulated deposits on the filter membrane may also inhibit the growth of indicator organisms. For
samples containing a lot of debris, the debris should be allowed to settle before filtration. More than
one sample volume/dilution should also be filtered to enable easy reading of the final plates.

Performance of Method:
Range of Application:
Presumptive and confirmed Enterococci are expressed in colony forming units (cfu) per 100ml

of sample.

Limit of Detection:
The limit of detection is not calculated for this method

Uncertainty of measurement:
The uncertainty of measurement is not calculated for this method
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