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FIGURE 4.Distinct slow and fast migrating aggregation species are formed by polyglutamine-expanded AR, contain full-length AR protein, and
are proteolyzed with time. A, lysates of DHT-treated PC12 cells expressing AR112Q or AR10Q were resolved using 1% SDS-agarose gel electrophoresis.
Total AR and full-length AR were detected using AR(H280) and AR(441), respectively. Slow and fast migrating AR species (indicated) form in a polyglu-
tamine length- and hormone-dependent manner and contain full-length AR protein (AR(441) immunoreactivity); fast migrating species correlate with
inclusion load as determined by immunofluorescence imaging (right graph).Error barsrepresent S.D.B, PC12 cells were induced with doxycycline to
express AR112Q or AR10Q and treated with DHT for 8 or 120 h. Protein lysates were resolved using 1% SDS-AGE; Western analysis was performed with
AR(441) and AR(C19) followed by AR(H280) and AR(N-20).C, fast migrating species of AR112Q are pelleted by ultracentrifugation; slow migrating species
remain soluble. Both species contain full-length AR.S, supernatant;P, pellet;WCL, whole-cell lysate. Theright sideof each panel represents a darker
exposure than theleft sideto reveal the fainter slow migrating species. Western analysis for GAPDH was performed to control for soluble contaminant
in the insoluble fraction (not shown).D, left, PC12 cells were induced with doxycycline to express AR112Q and treated with DHT for 8, 48, or 120 h. After
120 h, expression of new protein was stopped by withdrawal of doxycycline, but DHT treatment continued for an additional 8, 24 or 48 h. Protein lysates
were resolved using 1% SDS-AGE, Western analysis was performed with AR(441), and then blots were stripped and probed for AR(H280) to show the loss
of C-terminal epitopes over time.Right, cells treated inA were immunostained for AR(H280) and AR(441), and cells containing AR(441)-positive and
AR(441)-negative inclusions were quantified.IB, immunoblotting.
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