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Page filter technique (DEFT) (see clause 5), the direct

Foreword 1 microscopic count technique (see clause 4) being identical
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2 Definition

For the purposes of this Section of BS 4285, the following
definition applies.

bacteria. Those organisms which can be recognized from
experience, under the microscope, as having the
characteristic size and appearance of organisms known as
bacteria which, in method A, are stained the appropriate
colour or, in method B, fluoresce green, yellow or orange-
red after staining with acridine orange.

3 Principle

3.1 Method A

A small test portion is fixed on a microscope slide 4.2.4,
defatted, and stained with methylene blue or Newman’s
stain 4.1, The prepared film is examined, the bacteria
counted and the number per millilitre of sample calculated.

3.2 Method B

A known quantity of sample or primary dilution is treated
with trypsin and surfactant and then filtered so that bac-
teria are concentrated on the filter where they are stained
with acridine orange. The bacteria are counted and the
number per millilitre of sample calculated.

4 Method A. Direct microscopic count
technique

4.1 Reagents
4.1.1 Methylene blue stain
Methylene blue (3,7-Bis(dimethylamino)

phenothiazin-S-ylium chloride) 0.3¢g
Ethanol, 95 % V/V 30 mL
Water 100 mL

Dissolve the methylene blue in the ethanol and add the
water.

4.1.2 Newman's stain

Methylene blue 109
Ethanol, 95 % V/V 54 mL
1,1,2,2-tetrachloroethane 40 mL
Glacial acetic acid 6 mL

Add the ethanol to the tetrachloroethane and heat on a
water bath in a fume cupboard to a temperature not
exceeding 70 °C. Add the methylene blue and shake until
the dye dissolves. Cool, add acetic acid slowly, mix and
filter.

Warning. The vapour of tetrachloroethane is toxic and all
operations involving Newman's stain shall be carried out
in a fume cupboard.

4.1.3 Xylene, or other suitable fat solvent
4.1.4 Ethanol, 95 % V/V
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4.2 Apparatus

NOTE. For details of apparatus including its preparation and
sterilization, see BS 4285 : Section 1.2.

4.2.1 Ordinary microbiological laboratory apparatus.
4.2.2 Pipettes or syringes, calibrated to deliver 0.01 mL.r
4.2.3 Microscope, with 2.1 mm oil immersion objective
and x 10 eyepiece.

4.2.4 Microscope slides, having a square with 10 mm sides
either:

(a) outlined on the surface by etching or other suitable
means; or

(b) using a template to outline this area on a plain slide.
The slides shall be new and fat-free.

4.3 Determination of the microscope factor

Measure the diameter of the microscope field with a stage
micrometer with 0.01 mm divisions using the 2.1 mm
objective, the x 10 eyepiece and a standard draw tube
length. Take the mean of three measurements and
calculate the radius in millimetres.

If 0.01 mL of sample is spread over an area of 100 mm?,
calculate the microscope factor from the formula:

10 000

nr?

where
r is the radius of the microscope field (in mm).

Table 1 gives the microscope factors corresponding to
different field diameters.

Table 1. Microscope factors

Diameter Factor for the average
number of bacteria
per millilitre

mm

0.206 300 000

0.178 400 000

0.160 500 000

0.146 600 000

4.4 Sampling

Take the laboratory sample in accordance with BS 4285 :
Section 1.1.

4.5 Preparation of test sample

Prepare the test sample from the laboratory sample in
accordance with BS 4285 : Section 1.1.

4.6 Procedure

4.6.1 Preparation of film. Using the pipette (4.2.2)

remove 0.01 mL of the well-mixed sample, wipe the

exterior of the pipette except the tip with absorbent paper
and spread the sample evenly over the area on a slide (4.2.4).

Documents

Document Sharing Hub


http://www.avadocuments.com/doc/bs-4285-2-5-1989
http://www.avadocuments.com/doc/bs-4285-2-5-1989

