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Tab.1 The ilated Bdellovibrio bacteriovorus in double layer plantsof tap water

0.22U m 0.8Um 1.2 m 3.0Um
E XS 56 E XS 56 E XS 56 E XS 56 E XS 56
1
2
3 -
4 +
5
6
1 1—6: + ;  E i XS ; 56:
* ,0.22um ,0.8 1.2 3.0Uum

Notes 1—6: smples number, “ +"

. ilation of B dellovibro bacteriovorus “ - ”: no islation of B dellovibrio bacteriovorus, E: Pssudamonas aerugi-

nosa; XS Aeranonas hudrophila; 56: Pseudamonas fluorescent;  * : the sampleswere not filtered by filters 0. 22U m filter membrane: incubated the used
0. 22 m filter membrane as filtered sanples 0.8, 1.2, 3. 0U m filtrate used the correponding filter membrane © filter the samples
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Fig. 1  The Bdellovibrio bacteriovorus isolated from sewage disposal (1]
work (BD-SPO1) (no filtration, 20000 x ) Hmx0.8Um x1.2um ™",
I WERW RN 2 HiFAE
1. flagellum and the breakpoint; 2. egg white impurity 0.3 m, (0] ,3.0
1.2 0.8 m
3.2
[4] G+C
(50.4+0.99 %), ,
0/129

(B dellovibrio stolpii) G+C
(42—43 ¢ %),
0/129

(B dellovibrio starrii) G +C

2 S 52 T I £
&3} BD-SPO1 & 2% [T {4 (400 x ) , , 0/129 ’
Fig.2 The gram coloration of BD-SPO1 (400 x )
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THE ISOLATION AND THE EL BM ENTARY IDENTIFICATIONOF
BDELLOVIBRIO BACTERIOVORUS

ZHENG Ying-Zhen"?, WANG Jian-Guo', L IMing’, KE XiaoLi"? and GONG Xiao-Ning
(1. Institute of Hydrobiology, Chinese Acadany of Sciences Wuhan 430072, 2. Graduate School of the Chinese Acadamy of Sciences Beijing 100049,
3. Feed Science D gparment, Wuhan Polytechnic U niversity, Wuhan 430023)

Abstract: Bdellovibrio bacteriovorus is a gnall gran-negative bacterium, and distributesover il, fredwater, seavater and
savage. W ith regard 1o its great ability to lyse other gram-negative bacteria, the gpplication of thismicroecological prepara-
tion to aquaculture iswell expected. No identification, however, it has been given by other scholarsprevioudly. In the pres-
ent study, we ilated the B. bacteriovorus and tried to confim its identity.

Double layer plantwas used o ilate B. bacteriovorus from sawvage water. The savage water was collected from six dif-
ferent pools of the sawvage digposal plant of Wuhan, which were intake sump, anaerobic tank, anoxic pond, aeration
tank, outlet amp and primary <ettling tank orderly.W e did the identification of the bacterium for H,O, activity and para-
sitical activity, and took the photo of the bacterium of SBV and the stain of gram after the ilation of theB. bacteriovorus

In the ilation experiment, Aeranonas hudrophila, Pssudanonas fluorescent and Vibrio anguillarum were used as the
host bacteria, and the six kindsof savagewater were filtered through 3. O m, 1. 20 m, 0. 84 m pore-size filters to collect
the B. bacteriovorus individually. Then 100U L host bacteria were added to 200U L filtered water which mixed with 4mL
molten top-layer culture medium, and were plated on bottom layer and incubated at 30 . After the filtration through 0. 8
M m filter, some portion of the left water passed through 0. 224 m filter. The filter membrane was mixed with 10Qu L host
bacteria and the molten top layer culture mediun plated on bottom layer and incubated at 30 . The Bdellovobrio gppeared
asplagues, and then chosed one trangarent and round plaque to purify for obtaining the pure Bdellovobrio after 2-4
days W e could obtain the pure B. bacteriovorus after 4 times purification.W e ilated one strain of B. bacteriovorus fram
aeration tank with Pseudanonas fluorescent as host bacterium using the tgp water plant of wo layers And the sevage water
was not filtrated with any filter membrane.

Then we did the elamentary identification of H,O, activity and parasitical activity. Three percents H,O, lution was
dropped on the microscope dide and one plaquewas cut out fram top layer and immerged in the olution with the invertion
side. If bladder gppeared, the bacterium should be masculine of H,O,; if not, the bacterium should be faminine of H,O,
On the other hand, the ilated bacterium with no host bacteriawas incubated at 30 1 test its parasitical characteris:
tic. If therewas no bacterium grown on the plant, the ilated bacterium was obligate parasitical bacterium. If not, the is-
lated bacterium was not the obligate parasitical bacterium. The wo identification results showed that this bacterium was
masculine of H,O, activity and parasitical activity.

Some plagueswere cut out fram the one plant to a 1. 5mL EP cannulation and dipped in ImL water for 30min o dis
Dciate the B. bacteriovorus fram the plaque. After that, one blob of the disociated bacterium was dropped on the micro-
sope dide and air-dried the blob, then fixed. The bacterium on the microscope side was stained as the followving step:
firstly, stained the bacterium with crystal pumple for Imin and wash; secondly, stained with iodine lution for Imin and
wagh; thirdly, decolored with 95% ethanol for 305 fourthly, stained with safranine slution for 2-3min, washed and air-
dried. Finally, itwasobserved by oil lens The reault of this identification proved the ilated bacterium was negative of
Gran.

Besides, the SEM photo of thisB. bacteriovorus had been taken. The photo showed that the bacterium was rod shaped
and had one flagellum on one side. The size of the bacterium was2. O m.

It was substantiated that the ilated bacterium wasBdellovobrio bacteriovorus

Key words Bdellovibrio bacteriovorus Ilation; Elementary identification



