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Supporting Materials and Methods 

 

Isolation 

Soil samples were collected June 2008 at Port Meadow, Oxford, U.K. (51º46’N, 

01º17’W). The two grids were separated by approximately 100 m. Samples were taken using 

sterile 15 ml tubes as soil cores and processed in the laboratory the same day. Glass beads (4 

mm) and 15 ml M9 buffer were added to 2 g of every soil sample. Samples were vortexed for 1 

min. and incubated overnight (28ºC; 200 rpm). In order to isolate the bacteriophage population 

from each sample, 1.3 ml chloroform was added to 12 ml of each soil suspension, which were 

vortexed for 30 seconds, spun down for 5 minutes (2000 rcf) and stored at 4ºC.  

Dilution plates (Kings B agar) of the bacterial populations were incubated at 28ºC. After 

two days 24 colonies per sample were picked and transferred to new plates. When no 

contamination was obvious after two days of incubation, clones were inoculated in 96-well plates 

filled with 200 μl KB liquid and incubated overnight. The next day, glycerol was added to a final 

concentration of 20% and the plates were stored at -20ºC.  

 

Identification of isolates 

 Partial 16S ribosomal RNA sequences (~800 bp) were obtained from a random sample 

of 51 bacteria taken from the two grids. A 10% dilution of overnight culture was used as a 

template in PCR reactions using universal 16S rRNA primers 63f (1) and 907r (2); purified PCR 

products were sequenced using the 907r primer. 38 isolates were assigned to Stenotrophomonas, 

a further 11 isolates were assigned to other Gammaproteobacteria species and two isolates were 

assigned to a Betaproteobacterium species using the Ribosomal database project classifier tool 
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(http://rdp.cme.msu.edu/). The Stenotrophomonas isolates consisted of both phage resistant and 

sensitive types whereas none of the other sequenced isolates were phage sensitive.  

 

Infectivity assays 

Six ml of each of the 25 phage suspensions was mixed to form a pool of the total phage 

population of each sample grid. We mixed 250 μl of this phage mix (containing 10 μl of each 

phage suspension) with 50 μl of overnight bacterial culture of each clone and 2 ml of soft agar in 

12-well plates. Assay plates were incubated overnight at room temperature and checked for 

phage plaques the next day. Bacterial clones were marked sensitive to phage when plaques were 

observed.  

Clones shown to be phage sensitive were subjected to a second assay in order to reveal 

where in the grid infective phage originated from. In a standard overlay-agar assay, 10 μl of each 

of the 25 individual phage suspensions was spotted on each clone growing in soft agar. Our 

results are also significant when only bacteria-phage pairs displaying 10 or more phage plaques 

are used.  

 Interestingly, in two bacterial clones, several hundred plaques were observed throughout 

the agar plate after incubation. These plaques did not correspond to the phage suspension spots 

and must be the result of lysogeny, possibly because of stress during stationary phase in the soft 

agar. However, lysogenic plaques are not a confounding factor, as the 25 phage spots (with lytic 

phage) on each bacterial lawn were clearly marked. 
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