Technical Data Sheet

Ordering number: 1.46314.0006

Thioglycollate Broth with LTH is a universal complex medium for the isolation and cultivation of fastidious
anaerobic as well as for aerobic microorganisms. It is used for sterility testing of pharmaceutical products
in the presence of disinfectant residues.

The medium is used for sterility testing of substances, preparations and products according to European
Pharmacopoeia (EP) and the United States Pharmacopoeia (USP).

Thioglycollate Broth + LTH is available in 250 ml-bottle with screw cap, filling volume 180 ml.
Mode of Action

Thioglycollate and L-Cystine in the medium reduce the redox potential of the culture medium in order to
create an anaerobic atmosphere. In addition, mercury and other heavy metal compounds are inactivated
by these agents. The content of agar further reduces a rapid diffusion of oxygen through the medium,
but may lead to a slight turbidity in larger volumes (filled bottles). Resazurin indicates the reduction
potential of the medium. An increased concentration of oxygen is indicated by a color change to pink.
The neutralizing additives lecithin, Polysorbate (Tween®) 80 and histidine reverse the growth inhibitory
effect of most disinfectants and antiseptics. Neutralizing efficiency of histidine could be shown against
formaldehyde and formaldehyde releasing agents. Lecithin, particularly in combination with Tween® 80,
is effective against quaternary ammonium compounds, amphoteric surfactants, benzamidines,
chlorhexidines and dequadin. Tween® 80 inactivates benzyl alcohol, carbanilides, dichlorbenzyl
alcohols, benzoic acid, p-hydroxybenzoic acid and its esters, phenols, phenylethyl alcohols and Solbrols
(PHB esters).
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Typical Composition

Casein Peptone 15 g/l
Yeast Extract 59/l
Meat Peptone 0.5g/
Thioglycollate 0.5g/
Resazurin 1 mg/l
Cysteine 1.45 g/l
Cystine 0.5g/
Glucose Anhydrate 5g/l
NaCl 2549l
K2HPO4 1.8 g/l
Na2HPO4 3.6 g/l
Lecithine 1.5¢9/
Polysorbate (Tween®) 80 15 g/l
Histidine 0.5 ml
Agar 0.75 g/l

The appearance of the medium is slightly turbid and yellow-brown. The pH value is in the range of 6.9-
7.3. The medium can be adjusted and/or supplemented according to the performance criteria required.

Application and Interpretation

The surface of the containers is not sterile. Therefore, please be aware about a risk of secondary
contamination due to handling. In order to reduce the risk of secondary contamination by defect glass
containers or handling the following recommendations may be helpful:

e Please control each single container for visible defects or turbidity. Do not use such containers.

e Please avoid the contamination of culture media by contact with skin or body fluids. Such
contaminated media cannot be used anymore.

e In the case of negative pressure due to prior heat-sterilization, the containers should be
ventilated by sterile filter-units before usage in order to avoid aspiration of potential
contaminated air.

e The risk of transfer of microorganisms from the surface of the containers into the sterile culture
medium can be minimized by disinfection of these surfaces followed by handling in sterile
environments, e.g. isolators. The inoculation of the containers or the media transfer into
membrane filtration units by sterile cannulas is safer than procedures which require opening of
media bottles or tubes.

Media which contain ingredients of animal or human origin such as blood, meat extract or animal tissues
have to be considered potentially infectious. After contact of such media a disinfection of the affected
skin area is recommended.

Strictly anaerobic microorganisms such as Clostridium sporogenes are growing in the lower, yellowish
part of the broth medium. The growth of facultative anaerobic microorganisms such as Staphylococcus
aureus is distributed in the complete broth medium. Aerobic microorganisms such as Pseudomonas
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aeruginosa are able to grow in the upper, oxidized part of Thioglycollate Medium indicated by a slight
pink color. Usually the incubation is performed under aerobic conditions. In order to provide sufficient
oxygen for the growth of aerobic microorganisms in bottles, which are filled under vacuum, a sterile
ventilation device may be necessary to provide sufficient oxygen for the growth of aerobic
microorganisms. But not more than the upper half of the medium should has been undergone a color
change to pink indicative of oxygen uptake at the end of the incubation period.

Thioglycollate Medium is recommended for sterility testing of pharmaceutical products according to the
European and US Pharmacopoeia. According to the Pharmacopoeia a membrane filtration method
should be performed wherever possible, but also direct inoculation methods are possible.

For direct inoculation the amount of the inoculated sample material should not exceed 10 % of the
volume of Thioglycollate Medium. Thioglycollate Medium is incubated for 14 days at 30 to 35 °C and
visually inspected for growth.

The sterility test is passed, if no growth is visible at the end of incubation.

It is recommended to identify grown microorganisms in order to find out the origin of contamination and
to implement corrective actions.

Storage and Shelf Life

The product can be used for tests until the expiry date if protected from light and properly sealed at
+2 °C to +25 °C.

The testing procedures as described on the CoA can be started up to the expiry date printed on the
label.

Disposal

Please mind the respective regulations for the disposal of used culture medium (e.g. autoclave for 20
min at 121 °C, disinfect, incinerate etc.).

Quality Control

Control Strains ATCC # I(?'SLcjulum Incubation Expected Results
Clostridium sporogenes 11437 10-100 24-48 h at 33-35 °C good growth; -
pronounced turbidity
Escherichia coli 8739 10-100 | 24-48hat33-3s°c | Jood growthi
pronounced turbidity
Pseudomonas aeruginosa | 9027 10-100 24-48 h at 33-35 °C good growth; -
pronounced turbidity
Staphylococcus aureus 6538 10-100 24-48 h at 33-35 °C good growth; -
pronounced turbidity
Bacillus subtilis 6633 10-100 | 24-48hat33-3s°c | Jood growthi
pronounced turbidity
Candida albicans 10231 | 10100 | 24-48hat3s3sec | dood growthi
pronounced turbidity
Escherichia coli . good growth;
+ 200pI Aerodesin 2000 8739 10-100 24-48 h at 33-35°C pronounced turbidity

Please refer to the actual batch related Certificate of Analysis.
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Ordering Information

Product Cat. No. Pack size
Thioglycollate Broth + LTH 1.46314.0006 6 x 180 ml bottle
Merck KGaA, 64271 Darmstadt, Germany Find contact information for your country at:

Fax: +49 (0) 61 51/ 72-60 80 www.merckmillipore.com/offices
mibio@merckgroup.com For Technical Service, please visit:
www.merckmillipore.com/biomonitoring www.merckmillipore.com/techservice
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