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Whole Chip SCALE Protocol Section SCALE Protocol

Day1 4o PFA Fixation [1hr] Day1 49, PFA Fixation [1hr ]
ScaleS0 [20min x 3] ScaleSO0 [1hrs]
ScaleA2 [40min x 3] ScaleA2 [2hrs]
ScaleB4(0) [20min x 3] ScaleB4(0) [1hr]
ScaleA2 [30min x 3] ScaleA2 [1.5hrs]
PBS(-) [10min x 3] PBS(-) [30min]
Primary Ab in [24hrs] Primary Ab in [24hrs]
AbScale Solution AbScale Solution

Day 2 AbScale Solution [10min x 2] Day 2 AbScale Solution [10min x 2
Secondary Ab in  [24hrs] Secondary Ab in  [24hrs]
AbScale Solution AbScale Solution

v ¥

Day 3 DAP| 1:1000in  [5min] Day 3 DAPI 1:1000 in  [Smin]
AbScale Solution AbScale Solution
AbScale Solution [10min x 3 AbScale Solution [30min]
AbScale Rinse [10min x2] AbScale Rinse [10min x2]
4% PFA Fixation [20min] 4% PFA Fixation [20min]
PBS(-) [10min] PBS(-) [10min]
ScaleS4 [20min x 3] ScaleS4 [1hr]

Supplemental Figure 1: Flow diagrams depicting the timing of whole chip SCALE and section SCALE.
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Supplemental Figure 2: Representative phase contrast imaging of d28 chips taken
prior to staining or clearing applications. BMEC channel is shown at the top and
neuronal channel is indicated at the bottom.



