Quantitative Analysis of Androgen Receptor Transcriptional Complexes
Using Directed Mass Spectrometry
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androgen-depletion (96 hr in 10% charcoal-stripped FBS + 1 hr with vehicle) or
androgen-stimulation (96 hr in 10% charcoal-stripped FBS + 1 hr with R1881).

« The nuclear protein extracts were subjected to affinity-purification with a biotinylated
DNA template containing the proximal promoter of the androgen-regulated rat probasin

« The probasin DNA template had been re-engineered to enable the release of DNA-
bound protein complexes by BamHI| cleavage and subsequent separation of the

Figure 2. Affinity-purification of AR transcriptional complexes. A) Recovery of
probasin promoter DNA using restriction enzyme, BamHI. B) Biochemical workflow for
DNA-based affinity-purification of androgen-sensitive AR protein complexes.
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Figure 5. Androgen-sensitive AR protein-protein interaction network identified

In sucrose gradient fraction 2 of the AS sample. The network comprises proteins

involved in the organization of cellular macromolecular complexes, assembly and

Step 3 Mass Profiler Professional (MPP)
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Figure 4. Steps in directed MS (dMS): 1) acquisition of MS1 profile; 2)
molecular feature extraction of ions; 3) filtration of ions of interest using
Mass Profiler Professional and generation of preferred list for dMS; 4)
acquisition of dMS spectra; 5) search against database.

DNA complexes.
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disassembly of chromatin, disassembly of nucleosomes, and disassembly of protein-

protein complexes between vehicle-, androgen-, and SARM-treated samples: 1)
affinity-purification; 2) addition of spiketides; 3) multiple reaction monitoring (MRM) of
endogenous and heavy-labeled spiketides; 4) comparison of relative abundance of
transcriptional complexes between samples.
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We expect a quantitative model of androgen-mediated transcription
to provide a molecular framework for studying the biological
actions of SARMs Iin the therapies for patients afflicted with
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