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Table S1. Logistic regression models comparing the relationship between cycle threshold value (CT value) and
femtogram per microliter (fg/ul) with successful detection of MTB by tNGS and successful resistance detection by tNGS

OR* 95%Cl
Odds Ratio calculated by logistic regression for Detection of MTB by tNGS in relation to 0.75 0.63-0.85
the gPCR CT value
Odds Ratio calculated by logistic regression for successful resistance detection by tNGS | 0.68 0.54-0.80
in relation to the gPCR CT value
Odds Ratio calculated by logistic regression for Detection of MTB by tNGS in relation to 1.59 1.17-2.28
the gPCR MTB DNA concentration in femtogram per microliter (fg/ul)
Odds Ratio calculated by logistic regression for successful resistance detection by tNGS | 1.80 1.29-2.69
in relation to the gPCR MTB DNA concentration (fg/ul)
*Odds of successful tNGS for each unit increase in CT value or fg/ul. As expected the relationships for CT value
and fg/ul with tNGS success are inverse.







Table S2. Logistic regression models assessing for an association between the timing of stool collection within the study
window (up to 14 days from TB treatment initiation) and detection of MTB by gPCR, successful detection of MTB by
tNGS, and resistance detection by INGS

Odd’s Ratio 95% CI
Odds Ratio calculated by logistic regression for detection of MTB by qPCR in 1.12 0.96 - 1.43
relation to the time of stool collection vs. TB treatment initiation
Odds Ratio calculated by logistic regression for Detection of MTB by tNGS in 0.98 0.90-1.08
relation to the time of stool collection vs. TB treatment initiation
Odds Ratio calculated by logistic regression for successful resistance prediction in 0.97 0.88 — 1.06
relation to the time of stool collection vs. TB treatment initiation







Table S3. Comparison of genotypic DST vs phenotypc DST resistance detection

Antibiotic Corhort 1 (Eswatini) Cohort 2 (Germany)
Rifampicin k=0.62 pDST k=0.73 pDST
0 1 b3 0 1 b3
5 0 14 0 14 o 5 1 6
& 1 2 2 4 ) 1 o 6 6
z 16 2 18 5 7 12
Isoniazid k=0.73 pDST k=1 pDST
0 1 b3 0 1 b3
[ 0 12 2 14 % 0 6 0 6
5 1 0 4 4 & 1 0 6 6
2 12 6 18 2 6 6 12
Pyrazinamide| k=061 pDST k=1 pDST
0 1 b3 0 1 b3
[ 0 7 1 8 [ 0 9 0 9
) 1 0 1 1 o) 1 0 2 2
b3 7 2 9 b3 9 2 11
Ethambutol k=1 pDST k=1 pDST
0 1 z 0 1 z
I3 14 0 14 o 0 7 0 7
& 1 0 4 a ) 1 0 5 5
14 4 18 b3 7 5 12
Streptomycin k=1 pDST
0 1 b3
3 13 0 13
& 1 0 4 4
13 4 17
Fluoroquinolones k=1 pDST
0 1 b3
2 5 0 5
) 1 0 2 2
5 2 7
Tionamide K=0.08 pDST
0 1 b3
[ 0 1 4 5
o) 1 0 1 1
1 5 6
Clofazimine K=0.59 pDST
0 1 b3
i
o) 5 0 5
1 1 1 2
6 1 7
Bedaquiline k=1 pDST
0 1 b3
% 0 6 0 6
o) 1 0 1 1
b3 6 1 7
Overall K=0.82 pDST K=0.84 pDST
0 1 z 0 1 b3
3 0 60 3 63 = o[ so0 5] 55
& 1 2| 15| 17 ) 1 1| 25| 26
b3 62 18 80 b3 51 30 81

Legend: Sensitive results are delineated by a 0 and resistant results are delineated by a1, the sums are represented by 2
Abbreviations: gDST (genotypic drug susceptibility testing), pDST (phenotypic drug susceptibility testing)






Table S4: Mixed infection and lineage data from cohort one

Composite .
target Average . . . . . SNP-based lineage Potgntlal
ID Fg/uL coverage coverage Species best match (main population (%)/min population (%)) (main (s6)/min (%) if mixed) . mlxgd
breadth % EIEEtn (63) infection

1 8.807 100 3052.72 Mycobacterium tuberculosis complex Lineage 4.3 (M. tuberculosis) n/a
2 1460.08 100 5898.61 Mycobacterium tuberculosis complex Other than H37Rv n/a

137.357 99.99 2781.11 Mycobacterium tuberculosis complex Lineage 4.3 (M. tuberculosis) n/a
4 201 9999 2052.28 Mycobacterium tuberculosis complex :83.8/ Mycobacterium Other than H37RvV n/a

seoulense or Mycobacterium branderi : 15.7

5 205.01 100 3556.78 Mycobacterium tuberculosis complex Lineage 4.3 (M. tuberculosis) n/a
6 623.22 99.99 2951.18 Mycobacterium tuberculosis complex Lineage 4.3 (M. tuberculosis) n/a
7 44.25 99.98 687.04 Mycobacterium tuberculosis complex Other than H37Rv n/a
8 28.54 100 3181.43 Mycobacterium tuberculosis complex Lineage 2 (M. tuberculosis) n/a
9 42.36 99.99 3631.57 Mycobacterium tuberculosis complex Lineage 4.3 (M. tuberculosis) n/a
10 45.24 99.86 2866.22 Mycobacterium tuberculosis complex Lineage 1 (M. tuberculosis) n/a
11 51.172 99.94 2438.46 Mycobacterium tuberculosis complex Other than H37Rv n/a
12 10.17 100 3774.00 Mycobacterium tuberculosis complex Other than H37Rv n/a
13 18.71 99.98 570.04 Mycobacterium tuberculosis complex Lineage 4.3 (M. tuberculosis) Yes
14 30.71 99.96 1253.46 Mycobacterium tuberculosis complex Lineage 2 (M. tuberculosis) n/a
15 42.22 99.98 2866.14 Mycobacterium tuberculosis complex Other than H37Rv n/a
16 9.83 99.99 1343.27 Mycobacterium tiﬂﬁ;ﬁgﬁi‘;;g?ﬂﬁﬁg 9?3/ Mycobacterium Lineage 4.3 (M. tuberculosis) n/a
17 57.67 99.79 413.57 Mycobacterium tuberculosis complex Other than H37Rv n/a
18 0.03 99.98 894.44 Mycobacterium tubercu;gfiecnosrzg?lgzz 93.4/ Mycobacterium Lineage 4.3 (M. tuberculosis) Yes
19 2.39 99.99 1859.3 Mycobacterium tuberculosis complex Other than H37Rv n/a
20 6.088 99.98 2586.46 Mycobacterium tuberculosis complex Lineage 2 (M. tuberculosis) n/a
21 36.08 99.94 578.95 Mycobacterium tuberculosis complex Lineage 4.3 (M. tuberculosis) n/a
22 11.03 99.98 1205.79 Mycobacterium tuberculosis complex Lineage 4.3 (M. tuberculosis) n/a
23 243.37 99.99 5221.00 Mycobacterium tuberculosis complex Other than H37Rv n/a
24 0.1 99.84 188.34 Mycobacterium tuberculosis complex Other than H37Rv n/a
25 0.009 99.90 307.05 Mycobacterium tuberculosis complex Othigh(i/ln. 1111?!“;01?2)'??;;226‘96 Yes
26 1.112 99.98 2449.33 Mycobacterium tuberculosis complex Other than H37Rv n/a
27 5127.15 100 5236.54 Mycobacterium tuberculosis complex Lineage 1 (M. tuberculosis) n/a
28 2834 99.99 2070.04 Mycobacterium tuberculosis complex Other than H37Rv n/a







Table S5: Mixed infection and lineage data from cohort two

Composite

target Average Species best match (main population (%)/min SNP-based lineage POt?ntlaI
ID Fg/uL coverage . ) ) B mixed
coverage depth () population (%)) (main (%)/min (%) if mixed) i fection
breadth %
B1 46.8737 99.59 3506.66 Mycobacterium tuberculosis complex Other than H37Rv n/a
B2 0.9187 100 4422.03 Mycobacterium tuberculosis complex Lineage 2 (M. tuberculosis) n/a
Mycobacterium tuberculosis complex : 87.6 , .
B3 0.0075 99.99 1552.83 / Mycobacterium bohemicum : 12.2 Lineage 2 (M. tuberculosis) n/a
B4 1.9766 99.99 2265.29 Mycobacterium tuberculosis complex Other than H37Rv n/a
B5 1.7734 99.98 1338.48 Mycobacterium tuberculosis complex Lineage 3 (M. tuberculosis) n/a
B6 3.541 100 5108.63 Mycobacterium tuberculosis complex Lineage 1 (M. tuberculosis) n/a
B7 0.5198 100 1267.52 | Mycobacterium tuberculosis complex : 93.6 Other than H37Rv n/a
B8 93.5956 99.98 4664.92 Mycobacterium tuberculosis complex Other than H37Rv n/a
B9 919.4069 100 5384.32 Mycobacterium tuberculosis complex Lineage 2 (M. tuberculosis) n/a
B10 26.8838 99.99 3763.04 Mycobacterium tuberculosis complex Lineage 2 (M. tuberculosis) n/a
B11 3817.9069 |99.9924282| 4752.38 Mycobacterium tuberculosis complex Other than H37Rv n/a
B12 4.3692 99.98 783.88 Mycobacterium tuberculosis complex Other than H37Rv Yes
B13 0.00002 69.55 778.32 Mycobacterium tuberculosis complex No lineage specific SNP detected n/a
B14 0.0817 9.03 2.77
B15 0.0124 56.78 213.53 Mycobacterium tuberculosis complex
B16 0
B17 0
B18 0.0316
B19 0 28.03 37.32
B20 0 46.16 78.79
B21 0 64.03 655.03 Mycobacterium tuberculosis complex










