Protocol for Staining environmental samples with SYBR I
Before beginning:


Put SYBR working solution (in the -80 °C) on ice to thaw


Get out one tube of PEDA and let it thaw at RT

1) Moisten backing filter and place on a 25mm filter base.

2) 2) Put analystical filter (0.2 μm for bacteria, 0.02 μm for virus) on backing filter and assemble rest of the filter tower.

3) Turn on vacuum and adjust to 20 kPa or 150 mm Hg.

4) Load sample onto filter and let it filter through

5) While it is filtering, put a 95 μl drop of H20 onto a foil-covered Petri dish; add 5 μl of SYBR working solution (10%), and mix well.

6) With vacuum still on, remove the top filter and wick excess moisture with a kimwipe.  You may rub the back of the filter on the kimwipe to insure that it is dry, but make sure that you don’t contact the sample-side.

7) Place filter sample-side up on the drop of stain in the Petri dish and stain for 15 min @ RT.
8) While staining, add 100 μl of glycerol to your thawed PEDA and mix well.

9) Remove filter from stain and again wipe on a kimwipe until COMPLETELY DRY.

10) Place a small (c.a. 5μl) drop of your mountant (0.1% PEDA, 50% PBS, 50% Glycerol) on a clean slide.

11) Place your filter sample-side up on the drop of mountant.

12) Pipette 30 μl of mountant onto a clean 25mm cover slip, invert cover slip and carefully place on slide.

13) Wick off excess moisture and view with either the triple-pass filter or the FITC filter.

