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Figure S1. (A) CslA-GFP, (B) tobacco Chitinase A (RFP-Chi) and (C) merge distributions in the presence of Cytochalasin
D (Cyt D) after longer treatment (15 h). Scale bar = 10 pum.

Figure S2. (A) CslA-GFP, (B) RFP-Chi and (C) merge distributions in the presence of Taxol (Tax) after longer treatment
(15 h). Scale bar = 10 um.
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Figure S3. RFP-Chi and Aleu-GFP after 24 h (A—C) co-localizing in small compartments; (D-F) distributing in vacuoles
with RFP-Chi persistent in the endoplasmic reticulum (ER) and pro-vacuoles. (G-I) Treated with Cyt D for 24 h, with
small compartments no longer co-localizing; (J-L) both markers arrive to the vacuoles less efficiently, co-localizing in
probably aberrant pro-vacuoles. (M—O) Tax treatment has a lesser effect on Aleu-GFP than on RFP-Chi. Scale bar =10 pum.
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About Supplemental Figure 3: The evaluation of interfering effects of cytochalasin D
(Cyt D) and Taxol (Tax) on vacuolar transport is difficult when the effect is not drastically
different. In the case of cytoskeleton alteration, both markers finally suffer an effect.
Moreover, the fluorescence in the central vacuole may be influenced by other parameters
such as pH, which may possibly be altered as well. In the figure, we see two examples of
what we can see in control conditions. A) Small compartments nearly completely co-
localizing and B) Aleu-GFP mostly in the central vacuole and tobacco chitinase A (RFP-
Chi) reaching the central vacuole more slowly, persistent in the ER and accumulated in
small pro-vacuoles as previously shown for the GFP variant [55, 15]. Cyt D induces the
complete separation of small compartments and disturbs the arrival in the vacuole of both
markers, causing the co-localization of both in medium size pro-vacuoles, which, in this
case, may probably be aberrant compartments. Tax seems to be more specific in slowing
down RFP-Chi sorting, since Aleu-GFP seems to normally arrive to the central vacuole.
Despite these observations, it was anyhow difficult to quantify these parameters because
cells appeared all somehow affected by the inhibitors. Thus, we preferred to concentrate
the observation on the early steps of sorting.
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