Discussion with Barry Stein  

(also with Steve Helms, p13, 84 of Lee Swem  Notebook, Shu-Hui et al. 1995, Cell)
Preparing carbon coated mica:
1.  set up time with Barry for use of vacuum evaporator 
2.  with clean forceps split off a thin section of mica from sheet using tweezers (wear gloves) 

3.  carbon rods are ground to desired thickness and mica coating thickness is monitored by use of 

a tile with vacuum grease spot (doesn’t get coated)  (takes 1-2 hrs to coat a sheet)
4.  keep coated mica in clean box in a dessicator, only cut off a small piece for each expt.
Preparing grids:

1.  (fume hood) place scotch tape in bottle of xylene overnight (stuff it with tape), remove tape, discard
2.  dip em grid into solution just to wet the dull side with a droplet, let dry on filter paper with 
shiny side down

3.  release carbon from mica by dipping a small piece into (45º) or floating on dH2O

4.  coat grids on rough side by dipping under floating carbon and pulling out through the carbon  

layer, let dry on filter paper (carbon side up)
5.  keep prepared grids in dessicator
Preparing samples
1.  assemble at desired pH for 5 – 10 min: 

(100 uL of 0.3 mg/mL (or OD280 = 0.4) protein in 10 mM Tris pH 7.9 + 4 uL 1 M Bis-Tris)

2.  dilute sample 5 – 7-fold into (100:4 combination of 10 mM Tris pH 7.9 and 1 M Bis-Tris)

3.  sonicate (need to establish a protocol – may need to sonicate before diluting)

4.  spot 7 – 15 uL onto the carbon surface, let sit 5-20 min, wick excess moisture w/ whatman paper

5.  add 7 – 15 uL uranyl acetate solution (2% in 50% EtOH), incubate 5 – 15 min, wick excess 

and then let dry  (may need to control for pH – see Hayat, 2000 for discussion of the 

properties of negative stains)
Viewing samples  ($35/hr, $1/photo – develop in dark room)

1.   make appointment at least 1 week ahead (email Barry to check for availablilty/reserve)

2.   can process about 4 grids/hr

Supplier for materials – Electron Microscopy Sciences 
Dissolve uranyl acetate in alcohol or  water – (max 8% solution in water), can try other stains e.g. phosphotugnstate 1% soln pH 7.6
Atomization/spray application onto grids only for single particle samples, probably won’t work for assembled clathrin.
See papers by J. Heuser, Wash U. St. Louis
M.A. Hayat, S. E. Miller Negative staining 1990 (BIO QR 387,5.H39)

I.A. Watt Electron Microscopy 1997 (BIOL QH 212.E4 W38)
