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B, i Gadined Fig. 4. CryoEM characterization of
gy TN the LCB1 and LCB3 minibinders in

PR ;B/N complex with SARS-CoV-2 S. (A)

P ..t »:)\@o Molecular surface representation of

s ‘w\“u\év,\,v, T LCB1 bound to the SARS-CoV-2 S
avean O W B¢ 5 » T ectodomain trimer viewed along two
=\ XS orthogonal orientations. (B)
u§\ﬂb Superimposition of the designed
e model (silver grey) and refined

cryoEM structure (magenta) of LCB1
(using the map obtained through
local refinement) bound to the RBD
(cyan). (Cand D) Zoomed-in views of
computational model (silver grey) of
LCB1/RBD complex overlaid on the
CryoEM structure (cyan for RBD and
pink for LCBI) showing selected
interacting  side  chains.  (E)
Molecular surface representation of
LCB3 bound to the SARS-CoV-2 S
ectodomain trimer viewed along two
orthogonal orientations. (F
Superimposition of the designed
model (silver grey) and refined
cryoEM structure (salmon) of LCB3
(using the map obtained through
local refinement) bound to the RBD
(cyan). (G and H) Zoomed-in view of
the interactions between LCB3
(salmon) and the SARS-CoV-2 RBD
(cyan) showing selected interacting
side chains. In (A) and (E), each S
protomer is colored distinctly (cyan,
pink and gold). For (B) and (F), the
RBDs were superimposed to
evaluate the binding pose deviations
between designed models and
refined structure of each minibinder.
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Fig. 5. Neutralization of live virus by
designed miniprotein inhibitors.
Neutralization activity of (A) AHB1 and
AHB2 or (B) LCB1-5 were measured
by FRNT. Indicated concentrations of
minibinders were incubated with 100
FFU of authentic SARS-CoV-2 and
subsequently transferred onto Vero
E6 monolayers. AHB1, AHB2, LCBI,
and LCB3 potently neutralize SARS-
CoV-2, with ECso values < 50nM (AHB1
and AHB2) or < 50pM (LCB1 and
LCB3). Data are representative of two
independent  experiments, each
performed in technical duplicate.
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