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BD™ Legionella Agar with Vancomycin and Colistin

INTENDED USE
BD Legionella Agar with Vancomycin and Colistin is a selective media for the isolation of
Legionella species from clinical specimens.

PRINCIPLES AND EXPLANATION OF THE PROCEDURE

Microbiological method.

Since the first description of Legionella pneumophila as the agent of legionaire’s disease, a
large number of species has been described, some of which are also associated with human
disease.’® Although Legionella is not extremely fastidious, it needs cysteine and ferric ions for
growth.?* Since the organism is quite sensitive to oxygen radicals, media containing charcoal
are superior to Chocolate Agar for the growth of Legionella. The medium described by
Edelstein, BCYEa (Buffered Charcoal Yeast Extract a-Ketoglutarate) Agar, is the medium
used most frequently as a base for Legionella media.* In order to inhibit the accompanying
flora, several supplements have been described.?**

In BD Legionella Agar with Vancomycin and Colistin, yeast extract supplies nutrients, and
L-cysteine, alpha-ketoglutarate, and ferric pyrophosphate satisfy the specific nutritional
requirements of Legionella. ACES [N-(2-acetamido)-2-aminoethanesulfonic acid] is a buffer.
Vancomycin inhibits Gram positive organisms and colistin inhibits sensitive Gram negative
bacteria, such as Enterobacteriaceae, except Proteus.

REAGENTS
BD Legionella Agar with Vancomycin and Colistin
Formula* Per Liter Purified Water

Yeast Extract 10.0g
Ferric Pyrophosphate 0.25
ACES Buffer 10.0
Charcoal, activated 2.0
Alpha-Ketoglutarate 1.0
Agar 15.0
L-Cysteine HCI 0.4
Vancomycin 0.002 g
Colistin 0.015¢
pH 6.9 +/- 0.2

*Adjusted and/or supplemented as required to meet performance criteria.

PRECAUTIONS
. For professional use only. ®

Do not use plates if they show evidence of microbial contamination, discoloration, drying,
cracking or other signs of deterioration.

Consult GENERAL INSTRUCTIONS FOR USE document for aseptic handling procedures,
biohazards, and disposal of used product.

STORAGE AND SHELF LIFE

On receipt, store plates in the dark at 2 to 8° C, in their original sleeve wrapping until just prior to
use. Avoid freezing and overheating. The plates may be inoculated up to the expiration date
(see package label) and incubated for the recommended incubation times.

Plates from opened stacks of 10 plates can be used for one week when stored in a clean area
at 2 to 8° C.

PA-254414.07 -1-



USER QUALITY CONTROL

Inoculate representative samples with the following strains (for details, see GENERAL
INSTRUCTIONS FOR USE document). Incubate for 3 to 4 days aerobically at 35to 37° Cin a
moist chamber.

Strains Growth results
Legionella pneumophila ATCC™ 33152 Growth good to excellent; bluish-gray colonies
Legionella bozemanii ATCC 33217 Growth good to excellent; bluish-gray colonies
Legionella micdadei ATCC 33218 Growth good to excellent; bluish-gray colonies
Legionella anisa DSM 17627 Growth satisfactory to excellent; bluish-gray
colonies

Escherichia coli ATCC 25922 Inhibition partial to complete
Staphylococcus aureus ATCC 25923 Inhibition partial to complete
Uninoculated Shiny black

PROCEDURE

Materials Provided
BD Legionella Agar with Vancomycin and Colistin (90 mm Stacker™ plates).
Microbiologically controlled.

Materials Not Provided
Ancillary culture media, reagents and laboratory equipment as required.

Specimen Types

This is a partially selective medium for the isolation of Legionella from lower respiratory tract
specimens, including sputa (see also PERFORMANCE CHARACTERISTICS AND
LIMITATIONS OF THE PROCEDURE). Consult the references for further details on specimens
and specimen collection.?® The medium may also be used for the detection of Legionella from
water and water supply systems. Faucets and showers should be swabbed after removal of the
aerator or showerhead. Specimens or samples on swabs may be transported in a small volume
of sterile tap water to avoid desiccation.?®

Test Procedure

All clinical specimens with high counts of accompanying flora may first be treated by heat
(waterbath: 30 min 50° C) or acid-treated (dilute specimen in 1/10 ratio with 0.2 M KCI/HCI
buffer pH 2.2; allow to incubate for 5 to 15 min at room temperature, neutralize afterwards to
pH 7.0 before inoculation) to enhance recovery. Clinical specimens may also be homogenized
by shaking in Trypticase Soy Broth or other suitable liquids and should then be streaked on
the medium.

Water samples must first be concentrated by centrifugation and filtration before it is plated. For
details of the pretreatment and collection procedures, consult the reference.?

Streak the specimen onto the medium using an approved isolation technique. Avoid
desiccation during specimen handling and cultivation.

Incubate for 3 to 4 days, eventually up to 2 weeks, in ambient air in a moist chamber at 35 to
37° C.

Results

Legionella species appear as small to large, shiny, often mucoid, colorless, bluish or reddish
colonies on BCYE-based media. Several Legionella species autofluoresce, but not L.
pneumophila. Confirm the diagnosis using appropriate staining methods and serological
tests.?

PERFORMANCE CHARACTERISTICS AND LIMITATIONS OF THE PROCEDURE
BD Legionella Agar with Vancomycin and Colistin is one of the formulations used for the
isolation of Legionella from lower respiratory tract specimens and from water.*®

This medium is only partially selective. Specimens or water containing contaminating flora
must be pretreated to reduce an overgrowth of fungi or bacteria.
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Confirmatory tests are necessary for the identification of the genus and species. Antigen and
antibody tests used for confirmation of an infection with Legionella have been described.?®
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PACKAGING/AVAILABILITY

BD Legionella Agar with Vancomycin and Colistin

Cat. No. 254414 Ready-to-use Plated Media, cpu 20
Cat. No. 254543 Ready-to-use Plated Media, cpu 120

FURTHER INFORMATION
For further information please contact your local BD representative.

al

Becton Dickinson GmbH

Tullastrasse 8 — 12

D-69126 Heidelberg/Germany

Phone: +49-62 21-30 50 Fax: +49-62 21-30 52 16
Reception_Germany@europe.bd.com

http://www.bd.com
http://www.bd.com/europe/regulatory/

ATCC is a trademark of the American Type Culture Collection
BD, BD Logo and all other trademarks are property of Becton, Dickinson and Company. © 2013 BD
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