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Abstract
amoebal trophozoite .

Objective  To establish a rapid staining method for facilitating initial identification of Legionella pneumophila in
Methods  Acanthamoeba polyphaga and Legionella pneumophila were co-cultured under laboratory condition.

At consecutive time points during the culture smears of the cultured products were made on glass slides for staining purposes. Different

types of stainings including Gram's staining Gimenez staining Giemsa staining and immunofluorescence were used to determine the best

method for the identification of amoebal pathogens.

Results  Gimenez staining technique is simpler and yields better results as com-

pared with the other three stainings. Gimenez stain gives the best color and contrast for amoeba and amoebal Legionella Amoeba tropho-

zoites and/or cysts showed a distinct purplish blue with amoebal Legionella in red. Amoebal Legionella can be distinguished clearly at an

earlier time of co-culture providing a proper sensitivity. It takes only 10 minutes to finish the operation. The other techniques require

the use of expensive reagents are relatively time-consuming and involve complex staining procedures.  Conclusion  Gimenez
staining is of value for the initial identification of amoebal pathogens and it is suitable for laboratory diagnosis.
Key words  Gimenez staining Staining and labeling Amoeba trophozoite Legionella pneumophila
1980 Legionella pneu-
mophila FIA
! Gimenez
Legionella-like amoebal Giemsa
pathogens LLAPs  1-15
Chlamydia-like endosymbionts My-
cobacterium avium Listeria mono-
cytogenes Francisella tularensis
Cryptococcus neoformans
giant minivirus >’
American Type Culture Collection
FITC
Sigma Difco

200032

Difco



2005 8 23 4 Chin J Parasitol Parasit Dis  Aug.2005 Vol.23 No.4

241 -

100%
95%
2
712 peptone-
yeast-glucose broth PYB712 difco
0118 20.0 ¢ difco 0127 1.0 g 1
18.0 ¢ 25 C 1~2d
1~2ml 2
109 25 <C 1 2 3d
amoebal saline AS  NaCl
120 mg MgSO,; 4 mg CaCl, 4 mg Na,HPO,; 142 mg
KH,PO, 136 mg 3 Giemsa
3
1 min
S5¢g 10 g 1 min
30 s 1 min
4
4 Gimenez
37 C 48 h 5 min 0.8%
1 min
0.8% 1 min
5 Giemsa
10 Giemsa "
30 min
6 amoebae-resisting bacteria °
-20 C 5 min 20
37 C !
30 min PBS
pH 8.0 ‘ !
7
4 Olympus X
1 000 Olympus
x 1 000 Gimenez

1 Gimenez

Glemsa



242 - 2005 8 23

Chin J Parasitol Parasit Dis  Aug.2005 Vol.23 No.4

Amoeba trophozoites stained in blue with bacteria inside in red x 1 000
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A In early co-culture a few bacteria can be detected within amoebae B In anaphase
of co-culture number of bacteria in red increased and filled in amoeba vacuole or plasma
in amoeba vacuole or plasma

C  In anaphase of co-culture some bacteria shown in short or long rod with-

D In anaphase of co-culture bacteria in the shape of long rod within amoebae .

Fig.1 Gimenez staining

x 1 000
In anaphase of co-culture showing amoebal bacteria in dark blue x 1 000
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Fig.2 Giemsa staining
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Fig.3 Immunofluorescent staining
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