 SEQ CHAPTER \h \r 1Tangential Flow Filtration of Phage Concentration Experiments
1)  
From various sites collect at least 100 l of seawater.

2) 
Fix 1 ml in 2% formaldehyde for SYBR Gold (54 l of 37% formaldehyde solution per ml)

3)
Filter through the 0.16 m tangential flow centamate.  At this step the Filtrate has the phage.  Therefore, try to maximize the amount of Filtrate and minimize the Retentate.  


a)  Fix 1 ml of the viral concentrate in 2% formaldehyde for SYBR Gold counts. 


b)  Collect the Retentate  and plate 100 l of the Retentate and the original sample onto ZoBell


 plates for isolates (only get about 20 colonies per plate).

4)
Once all of the seawater has been filtered through the 0.16 m membrane, the viruses needs to be concentrated with 100 kD tangential flow centamate.  In this case, the Retentate contains the viruses and it is important to minimize the final volume.

5)
Once a viral concentrate has been obtained, it needs to be put through a 0.22 m syringe filter one more time to minimize carry over bacteria.  Add 1 ml chloroform per 100 mls concentrate.

6)
Fix 1 ml of the viral concentrate in 2% formaldehyde for SYBR Gold counts.

7)
Count bacteria and viruses in the original water sample, the 0.16 m filtered sample, and in the concentrate using SYBR Gold.

8)
ASAP prep DNA from viral concentrate and use concentrate in phage screening.  Also need to save aliquot of concentrate for PFGE analysis (100 l).
