
Li etal-6 

SUPPORTING FIGURES and LEGENDS 
 
 
Supporting Figure 6 
 
 

 
 
Figure 6:  (A) The expression of Huα-SynFL in SH-SY5Y cells leads to the generation of 
carboxy-terminally truncated α-Syn12 that is recognized by antibodies that react with amino-
terminal region (N-1) and the NAC region (Syn-1) but not by antibody that react to the 
carboxy-terminal region (Hu-Syn).  (B)  Expression of amino-terminal Myc-epitope tagged 
Huα-Syn (Myc-Syn) truncated α-Syn detected by anti-Myc antibody (*).  Also shown is a 
parallel immunoblot analysis with Syn-1 mAb.  The accumulation of the truncated 
polypeptide with the intact amino-terminal myc-tag, confirms that α-Syn∆C contains intact 
amino-terminus.  (C) Steady state accumulation of α-Syn12 is not affected by the inhibitors 
of lysosome and proteasome in i293T cells and in SH-SY5Y cells.  Shown are representative 
results from the analysis of three independent cultures.  The top panel shows the levels of α-
SynFL determined from less protein loading that the bottom panel shows a blot where the 
levels of α-Syn12 were determined.  In i293T cells, Huα-Syn expression was induced for 6 
hours followed by exposure to various protease inhibitors for 12 hours in presence of 
muristerone-A.  SH-SY5Y cells were exposed to inhibitors for 24 hours.   In all cases, the 
relative levels of α-Syn12 (determined from the mean of 3 independent cultures) following 
inhibitor treatments were between 90-110% (SEM of less than 10%) of the untreated control 
cells and were not significantly different from controls.  The lanes are untreated control (c), 
200 nM Bafilomycin A1 (Baf, autophagy/lysosome), 10 µM Lactacystin (Lact, proteasome), 
1 µM MG132 (MG, proteasome), and 25 mM NH4Cl (NH4, lysosome).   Treatment of cells 
with the caspase inhibitor (20 µM Z-VAD-CMK) also did not affect the relative levels of α-
Syn12 (not shown). 


