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Starting materisl: lysate from virus-infected algal culture

Primary clarificalion
Centrifuge at 9,500 g, for 30 min.

Pel{et
Discard

1
Supernatant

Filter through Whatman
No.2 filter paper.

Secondary clarification
Filter through 0.45 mm pore size cellulose acetate membrane.

Concentration

Concentrate about 10-fold using Amicon XM-300.
|

Centrifuge at 160,000 g for 2 hr

[
Supernatant EEJLQ&
Discard Resuspend and layer 1-2 ml onto pre-

formed linear gradients(0.3 M to 1.0M
sucrose in 10 mH Tris-HCl buffer, pH
8.0)

}
Centrifuge at 80,000 g for 30 min.

Fractionate and collect zones containing
purified virus.

|
Dialyze immediately against 10 mM Tris-HCL
buffer, pH 8.0, to remove sucrose.
'

.
Centrifuge at 160,000 g for 2 hr and resuspend in small
amount of the buffer.

Fig. 1. Flow diagram of purification procedure for
cyanophages.

Fig. 2. Synechococcus sp. isolated from Baekwoon
reservoir.  Stained with acridine orange and
photographed with fluorescent microscope. Bar
represents 10 um.
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Fig. 3. Viral plaques on lawns of Synechoccocus sp.

Fig. 4. Electron micrograph of the Synechococcus sp.
cyanophage negatively stained with 4% uranyl
acetate and its diagrammatic representation.
Bar represents 20 nm.
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for 60 minutes.
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phage after exposure to various pH levels at
30°C tor 60 minutes.
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ABSTRACT: Isolation and Identification of Cyanophage from Eutrophic Water
Kim, Min and Yong-Keel Choi (Department of biology, Hanyang University,
Research Center for Molecular Microbiology, Seoul National University)

Synechococcus sp. cyanophage was isolated from Baekwoon reservoir located in Kyonggi-
Do. The cyanophage was purified by employing ultrafiltration. differential centrifugation,
and sucrosc density gradient centrifugation. Electron microscopic observation indicated that
the sizes of its isometric head and contractile tail are 89 nm and 111 nm. respectively, which
means that the isolated cyanophage is included in the group, Myoviridae. The cyanophage
maintained the stability of more than 50 percent from 20°C to 40°C and from pHS to
8 and had the maximal infectivity at 30°C and pH9 implying its ecological signifi-

cance.



