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Figure 1. Phamerator map of Bacteriophage Island3 and Sbash. Colored rectangles represent genes in the genomes of each phage. Genes above the measuring tape represent forward genes and below the measuring tape represent reverse genes. Functions deduced by bioinformatics and phamily s B T eseer
numbers (with the number of pham members in parentheses) are associated with each gene (if known). Ea 2 o g g
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Comparing Island3 and Sbash Using a Genetic Screen
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bacteriophages by identifying patterns in their protein structure. In our experiments, we |
immunized BALB/c mice using whole phage or ~71 kDa proteins extracted from Sbash and e 37 '
Island3. We tail-bled the mice to collect antibodies raised against these phages, then used Sbash (123, e I T e O 4
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Island3, Sbash, and several other bacteriophagesthat infect Mycobacterium smegmatis. UEHE immunized with Island3 phage. B: Primary antibody = serum from mice
immunized with Sbash phage. + = positive control, | =Island3 antigen, S = Figure 8. Representative preparatory gel from which phage proteins -
5 Sbash antigen, - = negative control. Secondary antibody = goat anti-mouse were cut and eluted (zinc stain). Figure 9. SDS-PAGE of 14 phage high titer lysates.
i 1 g e : |gG*HRP. Corresponding Western blots shown in Figure 10.
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Figure 2. Phage characteristics. A. Plaque assay of phage Island3: 4mm/bulls-eye/24 hours/37°C B. Transmission electron E : T e = R g X ‘
micrograph (TEM) of phage Island3 C. Plaque assay of phage Sbash: 2-7 mm/24 hours/37°CD. TEM of phage Sbash. A i-Sbash p' . . 4 | S, . ,
graph (TEM) of phag q y orphag / / phag - C: Anti-Sbash prot - D: Anti-Island3 protein ~.ExNegative control

Figure 10. Western blot analysis shows that anti-Sbash antiserum recognizes several proteins in other viruses (A) and anti-Island3 antiserum recognizes a protein in a few other viruses (B). We were unable to detect antibodies in serum

Figure 3. Comparison of Island3 and Sbash cytotoxic and defense genes. Cytotoxic genes are shown in red, defense genes in blue. Genes that are
from mice immunized with Sbash protein or Island3 protein (Cand D). Molecular weight markers of 250, 150, 100, 75, 50, 37, 25, 15,and 10 kDa are in the left-most lane of all blots.
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