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4 Rinse fluid and culture media

4.1 Rinse fluid

Use the peptone/salt diluent described in BS 4285 :
Section 1.2.

4.2 Media

Use the general medium described in BS 4285 : Section 1.2
or a specific medium described in Sections of BS 4285 :
Part 3 as necessary.

5 Apparatus

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

5.1 Usual microbiological laboratory apparatus.

5.2 Loop inoculation equipment, for manual or automated
use, which, when not purchased as a unit, can be made up
from the following components (see figure 1).

(a) Loop, delivering a known volume of milk, usually in
the range 0.001 mL to 0.02 mL, made of inert wire, true
circle loop, internal diameter 1.45 £ 0.05 mm, attached
to a 70 mm length of wire and prepared as follows:

Make a 30 ° bend about 3 mm to 4 mm from the loop.
Kink the opposite end of the wire in several places.
Insert the kinked end of the wire in a Luer-lock hypo-
dermic needle, 13-gauge, sawn off 24 mm to 26 mm
from the point where the barrel enters the hub, to a
point where the bend is about 12 mm to 14 mm from
the end of the barrel.

NOTE. Prepared loops are available for delivering various
amounts e.g. 0.001 mL, 0.01 mL, 0.02mL.

(b) Continuous pipetting outfit, consisting of a metal
pipetting holder, a Luer-lock syringe and a filling outfit
of 2 mL capacity.

(c) Rubber tubing, of internal diameter 3 mm,

of sufficient length to facilitate the sampling process,
attached to the syringe and extending into a capped
rinse container of capacity 150 mL to 2560 mL.

5.3 Autoclave, operating at 121+ 1 °C.

5.4 Water bath or steamer, for melting agar media.
5.5 Water bath, maintained at 45+ 1 °C.

5.6 Colony counting equipment.

5.7 Petri dishes.
6 Sampling

Take the laboratory sample in accordance with BS 4285 :
Section 1.1.
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7 Preparation of test sample

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

8 Procedure

8.1 Melting of an agar medium

Melt the necessary amount of the appropriate medium for
the plates being prepared as quickly as possible in a water
bath or steamer. Transfer the containers of the medium
to a water bath at 45 + 1 °C, allow to reach this tempera-
ture and keep in the water bath until required.

Determine the time needed to reach 45 °C by the use of a
separate container with a thermometer in the agar medium.

8.2 Preparation of the loop inoculation equipment
Adjust the Luer-lock syringe to deliver 1 mL.
Attach the Luer-lock hub to the Luer-lock fitting.

Assemble the equipment including the rinse fluid as shown
in figure 1. Autoclave at 121 £ 1 °C for 20 min. Allow the
equipment to cool. Depress the syringe plunger rapidly

several times to pump the rinse fluid into the glass syringe.

Before the initial transfer is made in examining a series of
samples, dip the loop in a freshly prepared solution of
sodium hypochlorite (50 mg/L active chlorine). Discharge
several 1 mL portions of rinse fluid to waste, then discharge
one 1 mL portion of rinse fluid into the first Petri dish.
Label this dish ‘Sterile instrument control’.

8.3 Charging the loop

Carefully dip the loop into the test sample as far as the
bend in the shank.

NOTE 1. The bend serves as a graduation mark and also permits
vertical removal of the loop.

Insert the loop vertically into the sample three times,
moving the loop with a uniform up and down movement
over a distance of about 30 mm. Each complete up and
down movement should last about 1 s.

NOTE 2. The speed of removal of the loop from the surface of the
milk sample affects the accuracy of the measurement. Removing the
loop slowly reduces the amount delivered. Removing the loop
rapidly increases the amount delivered.

8.4 Inoculation

Raise the cover of a Petri dish, insert the loop and depress
the plunger causing 1 mL of rinse fluid to flow across the
charged loop and thus wash a loopful of sample into the
dish. Do not depress the plunger so rapidly that the rinse
fluid fails to follow the shank and flows across the loop.
Repeat the inoculation using a second Petri dish.
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