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Supplementary Information



Table S1: Optimized MS/MS parameters for the detection of bulevirtide using heated

ESI and SRM in the positive ion mode.

Capillary voltage [kV] 0.8 1.8
Cone voltage [V] 12 20
Source temperature [°C] 150
Desolvation temperature [°C] 600

Cone gas (N2) flow [L/h] 150
Desolvation gas (N2) flow [L/h] 1000

BLT mass transition SRM [m/z] 1080.8 - 1155.2

IS mass transition SRM [m/z] 1086.6 > 1162.4
Collision gas (Ar) flow [mL/min] 0.15

Collision energy [V] 17 22

ESI: Electrospray ionization; IS: internal standard; SRM: selected reaction monitoring.



Table S2: Recovery data of the plasma validation.

QCA 51.3 24.3 57.8 102 126 101
QCB 53.0 13.4 14.8 107 08 119
QccC 51.5 19.3 53.2 95 95 95
QCD 53.8 25.8 58.1 95 100 98
QCE 52.2 12.5 15.8 111 135 108
QCF 52.6 12.9 14.1 115 168 108
Low IS 53.6 95 100 98
High 1S 49.3

Hem: hemolytic plasma; IS: internal standard; Lip: lipemic plasma; Pool: pooled plasma.

N = 3 replicates at each QC concentration.



Table S3: Matrix effect data.

QCA 441 54.2 49.5 44.0 55.4 57.1 55.4 56.5 18.6

QCB 756 77.0 72.8 72.3 80.3 79.9 82.3 80.3 50.5

QCC 36.7 45.0 38.8 43.2 48.9 49.6 44.2 48.4 17.1
QCD 36.3 43.1 37.4 41.6 46.2 45.6 43.6 41.6 15.9

QCE 96.3 102.2 97.2 92.0 98.2 96.0 91.3 96.4 56.3

QCF 90.0 94.5 93.5 88.2 94.0 90.1 86.8 90.9 55.8
Hem: hemolytic plasma; Lip: lipemic plasma; Pool: pooled plasma.

N = 3 replicates at each QC concentration.

Table S4: 1S-normalized matrix effect data.

QCA 1073 107.3 1085 98.8 107.3 97.6 108.,5 106.1 107.3

QCB 1095 1074 1054 106.8 106.8 106.1 108.8 110.8 113.5
QCC 946 97.1 92.0 97.6 99.3 97.3 97.4 103.9 103.7
QCD 96.8 95.7 93.2 94.5 96.2 95.8 98.6 100.2  100.7

QCE 936 94.5 94.6 95.7 96.0 100.7 101.0 98.6 101.7

QCF 923 94.5 95.3 96.8 98.0 99.5 101.6 99.3 100.8
Hem: hemolytic plasma; IS: internal standard; Lip: lipemic plasma; Pool: pooled plasma.

N = 3 replicates at each QC concentration.



Table S5: Calibration curves of validation batches calculated with linear regression and

1/x? weighting.
s R G

#1 high 0.9985 y =0.01884 x + 0.00079

#2 high 0.9985 y =0.01945 x + 0.00094

#3 high 0.9944 y =0.01856 x + 0.00067

#1 low 0.9962 y =0.0915 x + 0.0012

#2 low 0.9946 y =0.1013 x + 0.0005

#3 low 0.9894 y =0.0961 x + 0.0018

Table S6: Accuracy and precision data for the determination of minimally diluted plasma

QC with spiked calibration samples.

QCB 107.8 3.5
QCE 104.4 4.1
QCF 108.2 1.5

N = 3 replicates at each QC concentration.



Table S7: Cross-validation of low and high concentration assays.

1 0.25 6.30 7.58 18.5
1 0.5 9.12 11.02 18.9
1 1 14.7 16.89 13.8
1 2 18.9 19.87 5.0
1 4 11.4 13.63 17.8
1 6 8.20 10.0 20.1
1 SS-0 46.2 52.5 12.8
2 0.25 11.0 13.2 17.9
2 0.5 13.8 16.6 18.2
2 1 15.1 15.8 4.3
2 2 17.4 19.7 12.2
2 4 13.6 13.0 4.8
2 6 9.54 9.9 4.0
2 SS-0 156 1.73 10.1
3 0.25 20.7 18.9 9.0
3 0.5 257 27.8 7.9
3 1 244 23.1 5.3
3 2 20.0 30.6 42.0
3 4 19.1 18.7 2.1
3 6 17.4 17.1 1.7
3 SS-0 0.856 0.722 17.0
4 0.25 11.0 14.4 26.5
4 0.5 14.0 17.7 23.6
4 1 12.9 16.8 26.4
4 2 9.24 10.3 11.3
4 4 5.06 5.94 16.1
4 6 553 5.88 6.2
4 SS-0 6.92 5.71 19.2
5 0.25 20.6 22.7 9.7
5

0.5 23.4 28.6 20.1
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SS: single dose at steady-state.



Table S8: Incurred sample reanalysis of the high concentration assay.

1 0.25 6.30 7.39 15.9
1 0.5 9.12 9.68 6.0
1 1 14.7 16.1 8.9
1 2 18.9 20.5 8.2
1 4 11.4 12.9 12.7
1 6 8.20 9.37 13.3
1 SS-0 46.2 49.9 7.8
1 SS-0.25 55.4 60.4 8.7
1 SS-0.5 82.4 87.0 5.4
1 SS-1 150 148 11
1 SS-2 217 242 10.8
1 SS-4 316 329 4.0
1 SS-6 294 312 5.9
2 0.25 11.0 11.6 4.6
2 0.5 13.8 14.8 7.2
2 1 15.1 13.9 8.3
2 2 17.4 18.1 3.9
2 4 13.6 13.2 3.2
2 6 9.54 10.1 5.5
2 SS-0 1.56 1.82 15.5
2 SS-0.25 12.4 12.6 1.8
2 SS-0.5 25.9 26.9 3.7
2 SS-1 27.3 29.6 8.2
2 SS-2 55.0 56.5 2.6
2 SS-4 66.1 71.5 7.9
2 SS-6 43.6 43.4 0.3

SS: single dose at steady-state.



Table S9: Incurred sample reanalysis of the low concentration assay.

1 0.25 7.58 7.71 1.7
1 0.5 11.0 111 0.7
1 1 16.9 16.5 2.3
1 2 19.9 24.7 21.7
1 4 13.6 14.0 2.7
1 6 10.0 10.9 8.2
1 SS-0 52.5 56.9 8.0
2 0.25 13.2 14.0 6.2
2 0.5 16.6 19.7 17.3
2 1 15.8 15.9 0.9
2 2 19.7 22.1 11.7
2 4 13.0 16.5 23.7
2 6 9.93 12.0 18.9
2 SS-0 1.73 2.07 18.1
4 0.25 14.4 13.8 4.0
4 0.5 17.7 19.5 9.4
4 1 16.8 18.0 6.7
4 2 10.3 13.6 27.2
4 4 5.94 6.66 114
4 6 5.88 7.00 17.4
6 0.25 10.1 11.9 16.3
6 0.5 14.2 16.2 13.3
6 1 18.6 24.8 28.7
6 2 24.6 24.2 1.5
6 4 154 16.5 7.0
6 6 7.60 12.4 48.0
6 SS-0 7.23 8.87 20.3

SS: single dose at steady-state.



Table S10: Accuracy and precision data for the freeze-and-thaw stability determination.

QCB 99.6 1.5
QCE 107.7 3.0
QCF 86.5 0.4

N = 3 replicates at each QC concentration.

Table S11: Accuracy and precision data for the 14 days (-20 °C) plasma stability
determination.

QCB 108.7 0.6
QCE 107.2 0.8
QCF 108.8 1.0

N = 3 replicates at each QC concentration.



Table S12: Accuracy and precision data for the 24 h autosampler stability determination.

QCA 88.8 3.1
QCB 98.3 5.7
QCcC 105.9 35
QCD 111.8 4.3
QCE 95.9 1.7
QCF 93.1 2.2

N = 3 replicates at each QC concentration.

Table S13: Accuracy and precision data for the 7-week stock solution stability

determination.

QCB 101.6 5.8
QCcC 107.5 1.5
QCD 110.2 1.7

N = 3 replicates at each QC concentration.



