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Hygienic-microbiological sterility testing according to the German Pharmacopoeia DAB 10 V. 2.1.1

Material: PERMANENT MAKE-UP COLOURS / HiCon colours
(pigment dye, permanent colour)
Colour: medium brown / 10 ml dropping bottle
Batch: 20111 /01 /2017

Product arrival: 07.03.2011
Beginning of the examination: 08.03.2011
End of the examination: 22.03.2011

1. Direct plating for quantitatively determining the bacterial count
- on CASO agar EP + USP (casein-pepton soymeal-peptone agar) and Sabouraud agar
- 48-hour incubation at 37 °C + 2°C and 20°C # 2°C
2. Pour plate method for analysing decimal dilutions
- nutrient agar according to the German Standard Methods (DEV)
- 48-hour incubation at 37 °C + 2°C and 20°C + 2°C
3. Direct inoculation method
- Use of thioglycolate broth, casein-peptone soya-peptone broth (CASO)
and Sabouraud broth
- put in 10 ml nutrient medium at a ratio of 1 : 10 / double replicates
- for detecting bacterial contaminations: period of incubation at least
12 days at 30 - 35 °C (thioglycolate and casein-peptone soya-peptone broth)
- for detecting fungi contaminations: period of incubation at least
12 days at 20 - 25 °C (Sabouraud broth)
- nutrient media are shaken daily
- after 12 days of incubation isclation on CASO agar EP + USP with double replicates, incubation period
48 hours at 37 °C + 2°C and 20°C + 2°C

4. Controls

Negative controls: Sterility of the nutrient media: after 14 days of incubation of the nutrient media at 37 °C + 2°C
and 20°C + 2°C no growth of bacteria

Positive controls: Inoculation of the casein-peptone soya-peptone broth (CASO) in the presence of

the product to be verified with the following test germs:
Staphylococcus aureus ATCC 6538

Enterococcus faecium ATCC 6057

Escherichia coli NCTC 10538

Pseudomonas aeruginosa ATCC 15442

Evaluation: growth of all 4 test germs
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Hygienic-microbiological sterility testing according to the German Pharmacopoeia DAB 10 V. 2.1.1

Material: PERMANENT MAKE-UP COLOURS / HiCon colours
(pigment dye, permanent colour)

Colour: medium brown / 10 ml dropping bottle
Batch: 20111/01/ 2017

Product arrival:
Beginning of the examination:
End of the examination:

07.03.2011
08.03.2011
22.03.2011

Evaluation of the hygienic-microbiological examination

1. Direct plating for quantitatively determining the bacterial count: no growth of bacteria and fungi

2. Pour plate method for analysing decimal dilutions: no growth of bacteria and fungi

3. Direct inoculation method

Evaluation after 12-day incubation of the liquid media and subsequent isolation on
CASO agar EP + USP with double replicates {incubation period 48 hours at 37 °C + 2°C and 20°C 2°C)

Sample material CASO Thioglycolate Sabouraud
broth broth broth
PERMANENT MAKE-UP COLOURS / HiCon
(pigment dye, permanent colour) no no no
Colour: medium brown / 10 ml dropping bottle growth growth growth
Batch: 20111 /01 /2017

Evaluation:

Under aerobic and anaerobic experimental conditions, no germ growth was found after 12 days of incubation.
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