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Pour-plate

method
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Sample s pipetted
into sterile plate

Sterile medium is added and
mixed well with inoculum

Surface
_ Colonies

Subsurface
colonies _

Incubation

Typical pour-plate
results
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Spread Plate
Technique

Principle, Procedure and Uses
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(a) The pour plate method (b) The spread plate method

1.00r 0.1 ml 0.1 ml

o Inoculate
empty plate  {\ /)

Bacterial dilution

Inoculate plate
containing
solid medium

) Add melted
nutrient agar

Spread inoculum
over surface
evenly

£) colonies Colonies grow
grow in and only on surface
on solidified of medium

medium
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Spread-plate method
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; Incubation colonies
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Sample is pipetted Sample is spread evenly over Typical spread-plate
onto surface of agar surface of agar using sterile results
plate (0.1 ml or less) glass spreader
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Sample is pipetted Sterile medium is added and Typical pour-plate
into sterile plate mixed well with inoculum results
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Invert the sample or the
diluted sample for

30 seconds (25 times) to
make sure that the sample

Is mixed well.
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Figure 6.16 Serialdilutions and plate counts.

1mi 1ml 1ml 1mi 1ml
_Original ] - 9 m broth 1] ] 1] 1]
inoculum - | ineachtube
Dilutions' 1:10 '1:100 u1:1000 ’ |1:10,000 l l 1:100,000
l1m| l1ml l1ml l1ml l1ml

1:10 1:100 1:1000 1:10,000 1:100,000
(107) (10?) (10%) (109) (10)

Plating =~

Calculation: Number of colonies on plate X reciprocal of dilution of sample = number of bacteria/ml
(For example, if 54 colonies are on a plate of 1:1000 dilution, then the countis 54 X 1000 = 54,000 bacteria/ml in sample.)
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Use a pipet to add the

sample (or dilution) to a . S o e
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Pour half (10 to 12 mL)

of the melted agar from one
tube into the petri dish. Do

not spill the agar. Close the
lid.
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Move the petri dish in a

m figure-eight motion on a flat Put the petri dish on a

surface to mix the melted level surface. Wait
@ agar with the sample. Do approximately 10 minutes
not invert the petri dish.
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Invert the plates, (
place them in a plastic

bag, and seal the bag. (¥¥ gk (53185 bo 35 0599 30 Cagb y (o S H il eol O (S dy A’ 50 1 oy (G A
Place the bag in an

incubator that has been

prewarmed to 35 °C.
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Report all counts as colony-forming units (CFU)/mL. Include in the report the
method used, the incubation temperature and time, and the medium.
For example: 75 CFU/mL, pour plate method, 35 °C/48 hours, plate count agar.
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colonies counted

CRU/ML = actual volume of sample plated. ml
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