Emulsion Coating of Slides

This procedure must be performed in the darkroom under extremely stringent conditions. No extraneous light can be allowed into the room. Leave all glow-in-the-dark and illuminated watches and timers outside. The only light source allowed is a 15-watt bulb with a Kodak #2 Safelight filter. 

1. Warm the Kodak NTB-2 emulsion in a 45ƒC water bath in the dark room. The emulsion is stored at 4ƒC and is gelatinous at room temperature. 

2. Prepare a container in which the slides will be dipped. A Coplin Jar with a block of clean glass slides to take up the excess space works well. The idea is to have enough emulsion to coat the entire clear portion of the slide without wasting a lot of the emulsion. 

3. Prepare slide boxes with Dri-Rite cigars (Dri-Rite wrapped in paper to absorb moisture) 

3. Pour the warmed emulsion into the dipping container. Pass a clean slide through the emulsion to remove any air bubbles 

4. Dip the slides into the emulsion one at a time, and allow the excess to drip back into the container. Refill the container with emulsion as needed. 

5. Place the slides in a clean slide box and allow them to dry for at least 1 hour. 

6. Place the Slide boxes at 4ƒC where they will not be subjected to shocks. 

7. Wrap slide boxes in dark in aluminum foil to prevent light exposure – leave for 3-4 weeks 

8. Before developing, allow the boxes to warm to room temperature. 

9. Develop with Kodak D-19 and fix with Rapid Fix 

a. D-19 3.5 minutes 16ƒC 

b. H2O Dip 

c. Fix 5 minutes RT 

d. Fix 5 minutes RT 

e. H2O (cold) 5 changes RT 

f. Hoechst (bisbenzamide fluorescent nuclear dye 5 minutes RT (200 ul 0.5% / 200ml) 

note: there are many options available at this point for counterstaining the cells below the emulsion silver grain deposits.  We have used this Hoechst dye because it is invisible except when viewed as a nuclear dye with DAPI fluorescent filters.  However, it photobleaches rapidly!  Other counterstains such as nissle, thionin, etc. may be used.  However it is important to test stain some slides first before doing the important ones, because the counterstain often obscures the silver grain reflectivity --- obscuring the signal when viewed under dark-field optics.

g. H2O (cold) 5 changes RT 

Note: 0.01 N HCl can be used to destain if needed. 

10. Dehydrate through a series of ethanol solutions for 2 minutes each. 50%, 70%, 85%, 95%, 100 x2 

11. Xylene 2x 10 minutes each 

12. Apply cover slips with Cryoseal Mounting Media 60 and allow to dry while laying flat. 

Fixer:

89.5 g Kodak Fixer

Bring up to 500 mls d2H20

Developer:

Heat 400 mls H20 to 52º C (while stirring)

When 52º C is reached add 62.6g Developer

Immediately cover up in tinfoil

Stir until dissolved

Put on ice until 16º C is reached

