FIGURES

A Polymerized cell monolayer

Rl .y)‘ea
eyl '

Cell monolayer in TC dish

flipped
non-sample side sample side
Step 30
B
Mark off the ROI with a square Mark off the ROl with an ‘X’ RO is marked off Center the ROl on a slot grid cut out a rectangular piece
on the sample side on the non-sample side mark off the grid boundaries of resin at grid boundaries
180°
|
— —
Step 31 Step 32 Step 33 Step 35

Glue resin sample side down o Sputter coated, thinned sample
to a 3View SEM pin stub Sample after being thinned glued to a 3View SEM pin stub

Step 39 Step 42
P P Step 47

Figure 1: Key steps in trimming and mounting of en face embedded samples. (A)
Image of an en face embedded sample with the ROI highlighted. (B) Pictures
highlighting the steps in the workflow for trimming and mounting of the ROI highlighted
in (A) onto a 3View pin stub. Steps noted in the figure correspond to steps of the

protocol. Created in part with Biorender.com.
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Figure 2: GeminiSEM 300 with a 3View2XP setup. (A) 3View2XP stage setup. Insets
show the retractable nozzle for the Focal Charge Compensation system and the sample
at higher magnification. (B) Picture of the retractable ultramicrotome system in the
3View2XP stage.



