








Supplemental Table 1. DNA-encoded libraries used in screening

Library ID* | Library structure** Fragment combination*** | Library Size (Million) | Hits resynthesized
108 2-mer 11,279x13,440 151.6 15

122 3-mer 384x329x960 121.3 -

123 2-mer 8,807x14,496 127.7 5

126 2-mer 5,814x18,513 107.6 30

* For more detail on the encoding libraries, see Kontijevskis, 2017
** Number of encoding positions in DNA-encoded combinatorial library
*** Number of fragments in each encoding position.
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Suppl. Fig. S1. Preparation of the agonist-
occupied B,AR in HDL particles and analysis
of primary 50 candidates. (A) Coomassie
stained gel showing NeutrAvidin pulldown of
biotinylated-,AR-HDL particles. Following
pulldown, aliquots of input (IN), unbound flow
through (FT), and eluate (EL) material were
resolved by SDS-PAGE and stained with
Coomassie-blue to visualize efficient capture of
B,AR-HDL. (B) '*I-CYP saturation binding
comparing binding affinities of B,AR-HDL vs.
B,AR in membrane preparation. Binding curves
represent specific '2I-CYP binding normalized
to respective Bmax values compiled from three
independent experiments. (C) '2I-CYP vs [ISO]
competition binding showing functional
validation of B,AR-HDL. Compared to
uncoupled B,AR (black curve), heterotrimeric
Gs (100 nM) mediates high-affinity binding of
ISO (green curve), and GTPyS leads to
uncoupling of Gs-mediated high-affinity
binding (red curve). (D) 50 primary candidate
compounds were tested at either 10 or 50 pM
for their ability to enhance *H-FEN binding to
the B,AR in the absence or presence of either
trimeric Gs protein (Gofy) or B-arrestinl
(Barrl). The level of relative *H-FEN binding is
expressed as fold-increases over the control
value obtained in the vehicle (DMSO)-treated
control in the absence of Gafy or Parrl.
Numbers on the graph indicate selected seven
structurally-related compounds. (E) Dose-
dependent increases in *H-FEN binding to the
B,AR alone by the seven hit compounds in the
absence of Gs or Parrl. Points on curves
represent specific *H-FEN binding expressed in
CPM (counts per minute).



