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Supporting Information Figure S1. Sequences for spike RBD protein of Alpha, Omicron BA.5, and
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RVQPTESIVRFPNITNLCPFGEVFNATRFASVYAWNRKRISNCVADYSVLYNSASFSTFK
RVQPTESIVRFPNITNLCPFDEVFNATRFASVYAWNRKRISNCVADYSVLYNFAPFFAFK
RVQPTESIVRFPNITNLCPFDEVFNATRFASVYAWNRKRISNCVADYSVLYNLAPFFTFK

CYGVSPTKLNDLCFTNVYADSFVIRGDEVRQIAPGQTGKIADYNYKLPDDFTGCVIAWNS
CYGVSPTKLNDLCFTNVYADSFVIRGNEVSQIAPGQTGNIADYNYKLPDDFTGCVIAWNS
CYGVSPTKLNDLCFTNVYADSFVIRGDEVRQIAPGQTGNIADYNYKLPDDFTGCVIAWNS

NNLDSKVGGNYNYLYRLFRKSNLKPFERDISTEIYQAGSTPCNGVEGFNCYFPLQSYGFQ
NKLDSKVGGNYNYRYRLFRKSNLKPFERDISTEIYQAGNKPCNGVAGVNCYFPLQSYGFR
NKLDSKVSGNYNYLYRLFRKSNLKPFERDISTEIYQAGNKPCNGVAGFNCYFPLQSYSFR

PTNGVGYQPYRVVVLSFELLHAPATVCGPKKSTNLVKNKCVNF 541
PTYGVGHQPYRVVVLSFELLHAPATVCGPKKSTNLVKNKCVNF 550
PTYGVGHQPYRVVVLSFELLHAPATVCGPKKSTNLVKNKCVNF 550

Omicron BA.1 Similarities relative to alpha in highlighted in orange.
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First Trial
1. Casein
2. HS, RB, GNS-Ab1, target
3. HS, RB, NP-Ab2 IgG
4. Casein
Second Trial
1. HS, RB, GNS-Ab1,
Quencher, target
2. HS, RB, NP-Ab2 IgG
3. Casein
Third Trial
1. HS, RB, GNS-Ab1, Tris
Buffer, target
2. HS, RB, NP-Ab2 IgG
3. Casein
Fourth Trial
1. HS, RB, GNS-Ab1, Tris Ab1
Buffer, target
2. Casein
3. HS, RB, NP-Ab2 IgG Ab2
4. Casein
Fifth Trial
1. HS, RB, GNS-Ab1, Tris Ab1
Buffer, target
2. Casein
3. HS, RB, NP-Ab2 IgG
4. Higher Volume- Casein  Ab2
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Supporting Information Figure S2. ML trials used to iterate on different running conditions and
resulting LDA and confusion matrix showing the test accuracy. For each trial it results in strip
images for the strips run with the negative control, Alpha, and BA.5 (a, d, g, j, m); LDA plots of the
resulting image analysis (b, e, h, k, n) where misclassified classes are shown as X’s; and
confusion matrices (c, f, I, I, 0) where diagonals are correctly classified and off diagonal
incorrectly classified classes.
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a GNS-Ab1/Ab1 run with alpha
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Supporting Information Figure S3. a-d) Strips run for LODs in Sl Figure S7. Antigen
concentrations in nM. e) RGB values for LOD strips.
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Supporting Information Figure S4. Concentration dependence of the strip signals for LOD
calculations (points) and fit to a Langmuir equation (line): y = (k1x)/(1+k2x). a) GNS-Ab1/Ab1 run
with alpha; b) GNS-Ab1/Ab1 run with BA.5; c) NP-Ab2/Ab2 with alpha (pink squares) and BA.5
(blue circles); d) zoom in of non-hook region for NP-Ab2/Ab2 with alpha. Fits: For Ab1 with alpha,
k1= 0.8927 and k2= 0.0144. For Ab2 with alpha, k1= 0.0436 and k2= -0.049. For BA.5, reliable Keff
values could not be determined.

Mata Calidonio, et al.



¢ q Y
Ab1 "’t,.f; w, V|

Ab2

»

4 1 F S &

Supporting Information Figure S5. BA.1 unknowns run in triplicates.
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Supporting Information Figure S6. PCA in 3D of unknowns run (control, alpha, and BA.5, green
triangles) and BA.1 (orange triangles).
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Blue GNS-Ab2
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Supporting Information Figure S7. Spotted Blue GNS-Ab2 and Red NP-Ab1 in aliquots for
measuring the range of possible RGB values.
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