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Supplementary table 1
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Supplementary table 2 Genotyping results by OLA-Simple and MiSeq
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Supplementary table 3. Specificity and sensitivity of the updated OLA-Simple kit at different diagnostic thresholds.
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MiSeq results were used as the sensitive reference assay; ≥ diagnostic threshold and <diagnostic threshold results by MiSeq were classified as positive (mutant) or negative (wild-type), respectively, for the reference result. TP = True positive, TN = True negative, FP = False positive, FN = False negative. Percent sensitivity and specificity are reported with standard errors. 
Supplementary table 4 Comparison of the workflows of OLA-Simple and MiSeq assays performed in this study
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Supplementary table 5. Comparison of reagent costs, equipment costs, and assay times required in OLA-Simple and MiSeq
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OLA-Simple NGS (performed at CIENI)

Cost of reagents per sample <520 ~$100

Hands-on time <10 minutes ~12 hours
Wait time 2.50r 4.5hours ~46 hours
Minimum equipment cost ~$1,000 $128,000

Note the wait time does not include batching requirement in MiSeq workflow.
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Codon Probe Sequence (5> 3’)
WT Digoxigenin — CTCCARTATTTGCYATAAAGAA

K65R MUT FAM - CTCCARTATTTGCYATAAAGAG
COM Phosphorylated - RAARGACAGTACTAAATGGAGAA - Biotin
WT Digoxigenin — CATCCYGCAGGRTTAAAAAACGAAR
WT Digoxigenin — CATCCYGCAGGRTTAAAAAACAGR

K103N/S MUT FAM - CATCCYGCAGGRTTAAAAAAGAAY
MUT FAM - CATCCYGCAGGRTTAAAAAAGAGC
oM Phosphorylated - ARATCAGTAACAGTACTRGATGTGGG - Biotin
WT Digoxigenin — ACAAAATCCAGAMATRGTTATYTA

Y181C MUT FAM - ACAAAATCCAGAMATRGTTATYTG
COM Phosphorylated - YCAATACATGGATGAYTTGTATGTA - Biotin
WT Digoxigenin — ATCCAGAMATRGTTATCTATCAATAYA

M184V MUT FAM - ATCCAGAMATRGTTATCTATCAATAYG
oM Phosphorylated - TGGATGAYTTGTATGTAGGATCTGA - Biotin
WT Digoxigenin — CATGGATCAYTTGTATGTRGG

Cloor MUT FAM - CATGGATCAYTTGTATGTRGC
oM Phosphorylated - ATCTGAYTTAGAAATAGGRCAGCA - Biotin
oM Phosphorylated - STCTGACTTAGAAATAGGRCAGCA - Biotin
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D Vir_al load OLA-Simple results MiSeq results (Entries are %mutant) Comments. r.egarding sequencef inspecimens
(copies/mL) classified as IND by OLA-Simple
1 3.75E+05 99.00 N/A
2 6.92E+04 98.8 IN/A
3 3.56E+05 IND 8228 N 83’5 Ll 4 mutations on specific probes at 181
22V
4 9.60E+04 FP 98 91.8 68G causing double mutations on common probes
5 2.29E+05 MUT 985 || 39.8 || 991 N/A
6 1.41E+05 98.30 IAAN 98.7 N/A
7 5.55E+05
N/A
8 441E+04 N/A
9 3.77E+05 N/A
10 2.24E+05 N/A
n 4.03E+05 N/A
12 8.51E+04 N/A
13 2.44E+05 N/A
14 2.64E+05 N/A
15 7.24E+05 N/A
16 4.63E+04 N/A
17 1.82E+05 N/A
18 6.63E+06 3 mutations close together on 65 common probes
19 2.97E+04 Double mutations at 179
20 1.12E+06 N/A
21 3.33E+04 N/A
22 1.13E+06 N/A
23 9.03E+04 N/A
24 7.44E+04 N/A
25 5.97E+04 N/A
26 7.69E+04 N/A
27 6.99E+05 N/A
28 6.17E+04 N/A
29 1.17E+05 N/A
30 1.28E+05 N/A
31 2.05E+06 N/A
32 3.24E+04 WT WT 7.85 wWT [N/A
33 6.04E+05 WT WT | 574 WT |Double mutations at 65 common probe
34 8.24E+04 WT WT 3.24 WT N/A
35 4.75E+05 WT WT 2.24 WT IN/A
36 N/A wr | owr [ wr [BEEANA
37 1.52E+05 WT WT WT  [REEEEN1 mutation in common probe (4th base)
38 2.65E+06 WT WT WT 99.16 LA
39 5.81E+05 WT WT WT 99 N/A
40 3.98E+05 WT WT WT e N/A
41 1.00E+07 WT WT WT 9 N/A
42 3.02E+04 WT WT WT 0 N/A
43 2.80E+05 WT WT WT 0.59 LA
44 N/A WT WT WT WT IN/A
45 N/A WT WT WT WT N/A
46 1.80E+04 WT WT |3 mutations on 103 specific probes
47 N/A 8124 96.83 WT |3 mutations on 65 common probe
48 1.84E+04 WT WT WT WT IN/A
49 N/A WT WT WT WT WT IN/A
50 N/A WT WT WT WT |N/A
51 1.96E+04 WT WT WT WT WT WT N/A
52 N/A WT WT WT WT WT WT WT N/A
53 N/A WT WT WT WT WT WT WT WT N/A
54 1.76E+02 R FAILURE WT IN/A
55 1.81E+03 WT WT IN/A
56 1.30E+03 WT WT |Double mutations on 65 common probe
57 1.32E+04 WT WT IN/A
58 113E+04 WT WT IN/A
59 7.05E+03 WT WT WT WT WT WT N/A
60 1.00E+03 WT WT WT WT WT WT |2 mutations on specific probes
MUT by OLA-Simple D WT by OLA-Simple PCR failure - False negative (FN)
210% mutant by MiSeq <2% mutant by MiSeq by OLA-Simple by OLA-Simple

<10%,22% mutant

by MiSeq

Il nobyorasimple [l E;'BELK??;;V;G(FP)
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Diagnostic TP TN e, o % Mutant of codons missed by
threshold (MUT) (WT) FP FN %Sensitivity %Specificity OLA-Simple
4.82 (K65R); 11.94, 10.52, and 22.4 (K103N/S);
2% mutant 54 214 5 13 80.6+2.3 97.7t0.9 373 and 4.57 (Y181C); 2.2, 2.24, 3.24, 3.81, 5.74,
and 7.85 (M184V); 20.59(G190A)
5% mutant 54 221 5 6 90.0:1.7 97.8+0.9 = 11.94,10.52, and 22.4 (K103N/S); 5.74 and 7.85
(M184V); 20.59(G190A)
10% mutant 54 223 5 4 93.1£1.5 97.8+t0.9  11.94,10.52, and 22.4 (K103N/S); 20.59(G190A)
15% or 20% mutant = 54 225 5 2 96.411.1 97.8+0.8 = 22.4 (K103N/S); 20.59(G190A)

25% mutant 54 227 5 0 100 97.8+0.8




