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Analysis of relationship between free-living amoebae and amoeba-resistant
bacteria in living environment

Edagawa, Akiko

3,400,000

we carried out a survey to determine the prevalence of free-living amoebae
and Legionella spp. in environment (puddles), and compared the association of these microorganisms.
Free-living amoebae was found at high rates in puddles, and there were detected simultaneously in
Legionella-positive samples. The coexistence of amoeba with puddle samples using the amoeba
co-culture method showed increases or decreases in legionella and other bacteria counts and changes
in the bacterial flora, suggesting the involvement of amoeba in the bacterial population.



Amoeba Resistant Bacteria ARB

ARB
ARB
n=96
1
D
100 2 gPCR
16S rRNA 1500bp PCR
BLAST
gPCR
DNA CycleavePCR® Legionella 16SrRNA Detection Kit Applied
Biosystems 7900HT fast Applied Biosystems
2
Acanthamoeba castelanii ATCC30234
30°C 57 2
DNA gPCR
gPCR
gPCR
1Log
16S rRNA PCR 386bp
PCR
3

1Log



4
Applied Biosystems 7900HT

gPCR Femto Bacterial DNA Quantification Kit
fast Applied Biosystems gPCR
5Log
1
96 74 771 Vannellasp.  Acanthamoeba sp.
1 3 31 3
L. pneumophila
1500bp BLAST
L. pneumophila  100% gPCR
1
Vannella sp. -floating form,
locomotive form
Acanthamoeba sp.
3
No.
CFU/100mL
1 puddle- 23 10 L. pneumophila SG2-14
2 puddle- 79 10 L. pneumophila SG1
3 puddle- 82 30 L. pneumophila SG1 8
2
96 gPCR
10 104 1Log
10 5
1 L. pneumophila 4 Legionellasp.  99%
gPCR
T-test>0.05
3
3 gPCR 1
Log 10 16S rDNA

Sphingomonadaceae  Flavobacteriales

0 2.5%



Rhizobiales Incertae
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1. puddle- 2 0.1 % 25%
2. puddie- 30 0.4 % 1.6 %
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6. puddle- 49 01% 0.2%
7. puddie- 53 0.0 % 03 % o
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11. puddle- 23 0.0 % 0.0 %
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