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Guidelines for Environmental Sampling
of Burkholderigoseudomallel

1. Morphology

2. Latex Agglutination Test

3. Antimicrobial Susceptibility Test

4. L-arabinose agar, Glucose agar & Ashdown agar

Note: No need to do molecular diagnosis R
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Burkholderia pseudomallei

Colony Morphology

or mucoid at 48 h on Blood Agar (BA)
* Heavy growth at 42°C

Gram Stain

* Gram-negative rods 1-3 um x 0.3 um
* Possible bipolar staining

Biochemical /Test Reactions
* Oxidase: Positive

* Motility: Motile
* plosarery Level £ agent

(Use BSL3 for large or high titer volume culture)
* Transmission: Inhalation, wound contamination

Acceptable Specimen Types
« Abscess material, tissue aspirate, tissue biopsy

» Whole blood: 5-10 ml blood in EDTA, and/or

Inoculated blood culture botile
s Urine (2 5 ml)

* Smooth, creamy-white colonies at 24 h that may become dry

* Pink or colorless colonies after 24 h that may remain pink or
turn colorless at 48 h on MacConkey (MAC) agar

» May appear as long thin bundles or irregularly arranged

* TSI: No change or slight oxidation (picture on back of card)

Oxidase

Positive

Motility Slight Oxidation

Motile

Gram §t_ain '

http://www.health.ny.gov/guidance/oph/wadsworth/berkholderia.pdf



Biochemicalidest

Biochemical test

Alriple Sugar Iron (TSI)

Agar Slant = Slant: variable;

Butt = red (no change), TS|
ATSI = No change (N/N)



Oxidasertest

Oxidase : Positive



L-arabineseand:glucosesassimilation

n elle)
QlO[O]0
BP on LB agar Drop 3 ul @O Q| Q Q%
QIQIQIQ
N j> 0.5 MacFaland %%%70/
NSS

L-Arabinose agar

elle)

iig:;ﬁ olo[olo
@OOOo@
Qo000 d

Incubate at 37 °C, 48 hrs <; SR

Glucose agar




L-arabinose-and:glucosesassimilation

B.pseudomallei

Glucose assimilation Non l-arabinose assimilation



Charateristicof B. pseudomallel

A TSI : No change (N/N)
A Oxidase : Positive
A Latex agglutination : Positive

A Susceptibility to amoxicillialavulanate(clear
zone around)

A Non l-arabinose assimilation



BiochemicalrdestusingPIl 20NNE

The analytical profile index or APl is a classificationof bacteriabasedon
experimentsand is developedfor quick identification of clinically relevant
bacteria Becausef this, only knownbacteriacanbe identified.

A API test strips consists oficrotubes(cupules) containing dehydrated substrates to detect the
enzymatic activity or the assimilation / fermentation of sugars by the inoculated organisms.

A Duringincubation, metabolism produces colour changes that are either spontaneous or
revealed by the addition of reagents.

A Whenthe carbohydrates are fermented, the pH within the cupule changes and is shown by ar
indicator. Assimilation tests are inoculated with a minimal medium (APl AUX medium) and the
bacteria grow if they are able to utilize the corresponding substrate: a positive result is
indicated by growth. Test results are entered into an online database to determine the
bacterial identity.



API 20 NE kit

APl 20 N
E\ 12 Assimilation test
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* Weak reactions may occur.
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Reading table

aTy RESULTS
TESTS | ACTWE INGREDIENTS [{mglcup.) REACTIONS/ENZYMES
gicup. NEGATIVE | POSITIVE
NIT 1+ MIT 2/ 5 min
MO pokassivm gk 0.136 reduction of nitrates to nifriles. coloress | : pink-rad
£n {5 min
reduction of nitrates to nirogan pink | colorkess
JAMES [/ immediate
TRP L-trypiophans 02 |indole producfion (TRyptoPhane) coloriess pink
pale green [ yallow
GLuy D-glucose 1.82 fermentafion (GLUcosa) blue fo green yedbow
ADH L-arginina 182 | Amginine DiHydrolase yellow ':"‘E'"E‘gpi"“ f
URE uras 076 |UREass yollow ‘:"a"ggpi"" f
esculin 0.58 ) ) § { birown
ESC it e o7z | Mwdralysis (f-glucosidase) [ESCulin) yellow ek
gelatin . ; no pigment diffusion of
GEL (bowine arigin) 06 | mpdrobysin (prokame) (GFL otin) diffusion black pigment
4 -rifrophenyi- AD- fgalactosidase (Para-MitroP hemyl-RO-
PNPG galaciopyranoside 022 Galactopyrancsidase ) coloress yad o
GLU D-glucaosa 1.58 assimilafion (GLUcoss) tramspanent opaque
ARA L-arabinosa 14 assimilafion (ARAbinosa) transparent apague
MME D-mannose 14 assimilafion (ManMosE) transparant apagque
MAN DO-mannitol 1.36 assimilafion (MAMNmital) transparant apaguea
MAG M- acetyl-glucosamine 1.28 assimilafion (N-Acatyl-Glucosamine) transparant apagque
hAL O-maliose 14 assimilation (MALtose) transparant opague
GNT potassium gluconate 1.84 assimilation (potassium GlucoMate) transparant apague
CAP capric add 0.78 assimilafion (CAPRc acid ) transparant apague
AD adipic acid 1.12 assimilafion (ADlpic acid) transparant apague
MLT malic acid 156 assimilafion (MalaTe) tramspanent opaque
|ciT frisodium dirate 225 assimilafion {irisodium ClTrats) transparant opagua
FAC phenylacefic acd 08 assimilafion (PhenylACeafic acid) transparent apague
(see cxidasse test 3 ) .
(54 paduga insert) - cytochrome oxidase (see codase lest package insart)

= The quantities indicated may be adjusted depending on the titer of the raw materiale used .
» Certain cupules contain products of animal orgin, notably peptones.




Interpretation

24 hrs

48 hrs

1 556 577
Burkholderiapseudomallei



