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IMPORTANT NOTE. It is essential that Parts 0 and 1, which are published separately, be read in conjunction with this Section.

Foreword

This Section of BS 4285 has been prepared under the
direction of the Dairying Standards Policy Committee.
It supersedes 1.19 of BS 4285 : 1968, which will be
deleted by amendment.

Compliance with a British Standard does not of itself
confer immunity from legal obligations.
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BS 4285 : Section 5.1 : 1989
[Resazurin reduction]

1 Scope

This Section of BS 4285 describes the resazurin reduction
test for raw milk.

NOTE. The titles of the publications referred to in this standard are
listed on the inside back page.

2 Principle

Resazurin solution is added to a sample of the raw milk and
the mixture incubated for 10 min. Incubation lowers the
oxidation/reduction potential of the mixture and as a
result the resazurin exhibits a series of colour changes from
blue through purple and pink to colourless. The colour
after incubation is taken as a reflection of the original
quality of the raw milk.

3 Reagents

3.1 Water. Use glass distilled water or deionized water
known to be free from toxic substances, complying with
grade 3 of BS 3978. Prior to use, sterilize the water by
autoclaving.

3.2 Resazurin (7-hydroxy-3H-phenoxazin-3-one 10-oxide)
solution. Aseptically add one standard resazurin tablet to
50 mL of cold sterile water in a sterile stoppered bottle.
Allow the tablet to dissolve. Mix well by inversion and
shaking. When not in use store the solution in a cool, dark
place. Do not use if either:

(a) it has been exposed to sunlight;
(b) it is more than 4 h old; or
(c) contamination is suspected.

NOTE. For information on the availability of standard resazurin
tablets, specially formulated for this test and certified by the
Laboratory of the Government Chemist to conform to the
requirements of the Ministry of Agriculture, Fisheries and Food,
apply to BSI Enquiry Section, BSI, Linford Wood, Milton Keynes,
MK14 6LE, enclosing a stamped addressed envelope for reply.

4 Apparatus

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

4.1 Ordinary microbiological laboratory apparatus.

4.2 Water bath, capable of being controlled at 37 = 0.5 °c,
fitted with a lid and thermometer, complying with BS 593,
and accurate to 0.5 °C.

4.3 Stoppered bottle, graduated at 50 mL.

4.4 Test tubes, rimless, 150 mm X 16 mm, graduated at
10 mL, with a stopper that does not react to the reagents
or sample.

NOTE. Stoppers of rubber or plastics are suitable.
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4.5 Pipette, total delivery, calibrated to deliver
1+0.02 mL.

4.6 Comparator, Lovibond resazurin disk 4/9 type,
containing seven standards numbered O to 6, and a
comparator stand.

NOTE. For information on the availability of a suitable comparator

apply to BSI Enquiry Section, BSI, Linford Wood, Milton Keynes,
MK 14 6LE, enclosing a stamped addressed envelope for reply.

5 Sampling

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

6 Preparation of test sample

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

Aseptically pour raw milk from the laboratory sample into
a test tube (4.4), up to the 10 mL mark so that only one
side of the tube is wetted.

7 Procedure

Using the pipette (4.5), add 1 mL of the resazurin solution
(3.2) to the test sample (see clause 6) without allowing the
pipette to come into contact with the milk or with the
wetted side of the interior of the test tube. After a lapse

of 3 s, expel the solution remaining in the pipette and close
the test tube with the stopper.

Mix by slowly inverting the tube twice so that the whole
column of contained air rises above the level of the milk
and place immediately in the water bath (4.2). Do not
make the test in bright sunlight. Keep the water in the bath
above the level of the milk in the test tube and maintain

its temperature at 37 £ 0.5 °c. Carry out the incubation
with the lid closed.

Incubate the tube for 10 min = 30 s. At the end of the
incubation period, remove the tube from the water bath
and examine.

8 Examination of tubes

8.1 Record as 0 a tube showing complete reduction i.e.
white or colourless.

Record as % a tube showing an extremely pale pink, pink
and white mottling or'a deeper pink band at the top with a
paler pink band below. Otherwise invert the tube and
match immediately in the comparator (4.6), using the
method described in 8.2.
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