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 FIG. 7B
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Expected MW
Ring1 ORF1-CHis - 90.1 kDa
Ring1 ORF1/1-CHis - 24.3 kDa
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Cell Lysates

imary Antibody: Anti-6xHis Tag (1:100)
Secondary Antibody: Goat anti-Mouse AP (1:1000)

FIG. 10

3. | SmSc Ring 2 N-HIS (PS) #4-1-1 cells |
6. | 10L Ring2-6xHIS P2 #4-1 cells
7. | SmSc EmptyBV #3 cells

1. | SmSc Ring 2 N-HIS #2-1-1 cells
2. | SmSc Ring 2 N-HIS #2-2-1 cells

8. ||See Blue Plus2 Marker 3ul]
9, | SmSc Ring 2 N-HIS #2-1-1 UC
10.] SmSc Ring 2 N-HIS #2-2-1 UC

15.] SmSc EmptyBY #3 UC
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1.32 g/cm3 1.21 g/cm3
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Expression of several ORF1s in insect cells
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FIG. 24

FIG. 25
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WT LY2 IVC
15

1.2 1.3
Density

DNAse protected LY2 copies/ cell

WT LY2 Plasmid

154

1.2 1.3 1.5

Density

FIG. 30

DNAse protected LY2 copies/ cell
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<Lyt AARM
<Lyt AARM Fragment

anti-P1 anti-IR anti-C-Term

FIG. 31C

FIG. 31D
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FIG. 33C

180¢

FIG. 33B

FIG. 33A
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Ly1 Full-Length
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crYOLO picks 58,391 particles

.

Two 2D classifications
{1.846A/pixel)
Results in 11,185 particles

Relion de novo 3D initial model

(0.923A/pixel)

Refine3D of the entire particle set
with initial angular sampling 3.7°
and local angular search 0.9°

Transfer all alignment parameters
to Relion 3D classification, with
angular sampling interval 0.9 and
local angular search 5°

PCT/US2023/067168
42/65

9.1% 553% 22.2% 13.4%

CtfRefine

Bayesian polishing
3D refinement/Post-
Processing

~Unmaksed
- Masked

F3C=0143%
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a-helix fi-sheet Turns Unordered

SELCON 60.1% 4.4% 14.6% 21.6%
CONTILL 70.2% 2.2% 7.9% 19.8%
CDSSTR 87.7% 2.2% 3.8% 5.5%
average 72.7% 2.8% 8.8% 15.6%

4 - e Calculated CD

. — Measured CD

E
210

:
220

:
230

Wavelength (nm)

FIG. 378
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FIG. 39B FIG. 39C

FIG. 39A
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A

0 ELISA o ]
Ring 2 WT SLKSPEATKNEW 360
Ring2.10 al-4 SLESPTQIKNEW 360
Ring2.10 a3-6 SLKSPTQIENEW 360
Ring2.10 o5-8 SLKSPEATEQIW 360
Ring2.10 o7-10 SLKSPEATKQIY 360

Ring2.10 Full Helix SLKSPTQIEQIY 360

dhkhhhd Koo 2

Ring 2 point mutations K357E, N3580Q and E359I
Permit western blot recognition by AB3725
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buffer for the specific prep
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mM Sodium dye to protein React] -
Borate pH 8.5 eaction Run gel/WBto
quenched by confirm
addition of 10mM conjugation
Tris HCLpH 7.4
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FIG. 478
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~90 kDa
Sample
Ladd
0.5 mg/mi RBD
pRTX-2652 + 0.5 mg/ml RBD

RBD (26kDa) + ORF1
(~62 kDa) =
band
pRTx-2652 (R2 ORF1 Cterm 611}
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