
Supplementary File 1

Dissection, 
acute sectioning 

First fixation

Glycine rinse

Rinse

Primary antibody

Rinse

Secondary antibody

Rinse

Second fixation

SeeDB refractive index 
matching

2P imaging & NIRB

Return tissue to PB

Third fixation

EM staining/embedding

  EM imaging

~10 min

4% PFA + 0.005% GA
in 0.175 M PB*, pH 7.4 

0.05 M glycine in
0.175 M PB, pH 7.4 

0.175 M PB, pH 7.4

2 - 7 days

0.175 M PB, pH 7.4

20 → 100% fructose

2 days

Figure 1-figure supplement 2 - Optimization of fixation parameters
Figure 1-figure supplement 3 - Optimal duration of primary fixation4 - 16 hr
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Figure 1-figure supplement 4 - Effect of serum blocking

Figure 1-figure supplement 5 - Effect of prolonged antibody incubation

Figure 1-figure supplement 7 - Antibodies tested

Figure 1-figure supplement 6- Effect of SeeDB clearing
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