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Supplementary Figure 1. Cryo-EM workflow. (A) Identification of M. abscessus cyt-bcc:aaj; particles in grid screening. (B) 2D-classification of picked particles in CryoSPARC.
(C) Cryo-EM data processing workflow. The data processing pipeline was performed in cryoSPARC v3.3.1. 6,845 movies were collected and subjected to motion correction
(MotionCor2) and CTF estimation (CtFind4). The processed micrographs were subsequently curated with the following thresholds: CTF fit resolution Min: 3,97 A; Max: 7 A and
Astigmatism Min: 0.47 A; Max: 500 A resulting in the acceptance of 5,541 exposures for downstream processing. The M. smegmatis cyt-bcc:aa; oxidase structure (PDB: 6ADQ)
was imported into cryoSPARC and used to generate templates for template-based picking yielding 956,580 particles. The particles were binned by a factor of 4 during the particle
extraction process to reduce computational time and subjected to multiple rounds of 2D classification. 26 classes containing 334,881 particles were selected to construct an ab
initio model with C1 symmetry. The ab initio model accepted 252,300 particles which were then reextracted at full resolution and subjected to non-uniform refinement resulting
in a refined map with 249,718 particles with an overall resolution of 3.29 A. A 3D classification job was performed to classify the particle into 3 classes using C1 symmetry. Class
0 emerged as the largest class with 137,735 particles which was then subjected to local CTF refinement followed by non-uniform refinement. The resulting map, which had an
overall resolution of 3.08 A, was refined further using global CTF refinement and another round of non-uniform refinement yielding a final cryo-EM map with an overall
resolution of 3.29 A with 137,735 particles. (D) Data processing in CryoSPARC and Relion resulted in a M. abscessus cyt-bcc:aay structure at 2.66 A. (E) Local resolution
gradient map (2.0 A, Blue; 4.0 A, Red) reveals high resolution in core and key reaction centers. (F) Map vs Model FSC curve.
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Supplementary Figure 2. Cryo-EM density maps of the M. abscessus cyt-bcc:aa; supercomplex structural and accessory units. The density maps were visualized using ChimeraX

(Step:1, Contour level: 0.326).
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Supplementary Figure 3. Cryo-EM density maps of the M. abscessus cyt-bcc:aa; regulatory elements. The density maps were visualized using ChimeraX (Step:1, Contour level: 0.326).
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Supplementary Figure 4. Cryo-EM density maps of the M. abscessus cyt-bcc:aa; ligands and lipids. The density maps were visualized using ChimeraX (Step:1, Contour level: 0.326).



Mab
DF

Day 0

Day 2

Day 3

Day 4

Supplementary Figure 5. Validation of the Mab QcrB mutants. (A) Respiratory profile of the Mab QcrB mutants were similar to Mab WT in the methylene blue assay confirming
that the mutants did not alter the function of the cyt-bcc:aa; oxidase. (B) Real-time monitoring of respiration in the presence of Q203 (100 nM, Black circle; 5 uM, Orange square),
Q203 (grey triangle) and DMSO (Green triangle) using Seahorse XFe96 Extracellular flux analyzer in Mab D311E/L314A QcrB mutant. (C) Real-time monitoring of respiration in
the presence of Q203 (100 nM, Blue square) and DMSO (Grey circle) using Seahorse XFe96 Extracellular flux analyzer in M. bovis BCG. (D) Real-time monitoring of respiration
in the presence of Q203 (100 nM, Black circle; 5 uM, Orange square), Q203 (grey triangle) and DMSO (Green triangle) using Seahorse XFe96 Extracellular flux analyzer in Mab
WT. (E) Real-time monitoring of respiration in the presence of Q203 (100 nM, Black circle; 5 uM, Orange square), Q203 (grey triangle) and DMSO (Green triangle) using
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M. tuberculosis 313 318
M. smegmatis 308 313
M. abscessus subsp abscessus 310 315
M. abscessus subsp bolletii 293 298
M. abscessus subsp massiliense 302 307
M. avium 323 328
M. marinum 323 328
M. fortuitum 308 313
M. peregrinum 308 313
M. kansasii 313 318
M. intracellulare 308 313
M. chelonae 318 323
M. leprae 312 317

Supplementary Figure 6. QcrB cavity region sequence alignment between mycobacterial species
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Supplementary Figure 7. Growth inhibitory activity of ND-011458 (Red circle), Q203 (Grey triangle) and Bedaquiline
(BDQ, Black square) in (A) M. abscessus wild-type and (B) M. abscessus AcydABDC. The putative cyt-bcc:aa; inhibitor
ND-011458 achieves partial growth inhibition in comparison to the Bedaquiline in M. abscessus wild-type achieving an
effect similar to a cyt-bcc:aa; genetic knockout. The absence of complete growth inhibition in the wild-type is attributed to
cyt-bd, encoded by cydABDC, which rescues respiration and growth. In the AcydABDC strain, although ND-011458 displays
a steeper dose-response curve, complete growth inhibition could not be achieved proving the need for further chemical

optimization.
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Supplementary Figure 8. Inhibitor-Enzyme Complex structure determination. (A) 2D-classification of picked particles in CryoSPARC. (B) Cryo-EM data processing workflow.
The data processing pipeline was performed in cryoSPARC v3.3.1. 6,845 movies were collected and subjected to motion correction (MotionCor2) and CTF estimation (CtFind4).
The processed micrographs were subsequently curated with the following thresholds: CTF fit resolution Min: 3.597 A; Max: 7 A and Astigmatism Min: 0.47 A; Max: 500 A
resulting in the acceptance of 5,641 exposures for downstream processing. The M. smegmatis cyt-bcc:aa; oxidase structure (PDB: 6ADQ) was imported into cryoSPARC and
used to generate templates for template-based picking yielding 310,392 particles. The particles were binned by a factor of 4 during the particle extraction process to reduce
computational time and subjected to multiple rounds of 2D classification. 19 classes containing 198,256 particles were selected to construct an ab initio model with C1 symmetry.
The ab initio model accepted 196,031 particles which were then reextracted at full resolution and subjected to non-uniform refinement resulting in a refined map with an overall
resolution of 2.58 A. A 3D classification job was performed to classify the particle into 2 classes using C1 symmetry. Class 1 emerged as the largest class with 136,434 particles
which was then subjected to non-uniform refinement. The resulting map, which had an overall resolution of 2.51 A, was refined further using local CTF refinement and another
round of non-uniform refinement yielding a final cryo-EM map with an overall resolution of 2.26 A with 136,434 particles. (C) Data processing in CryoSPARC resulted in a M.

abscessus cyt-bcc:aay structure at 2.26 A. (D) Local resolution gradient map (1.75 A, Blue; 3 A, Red) reveals high resolution in core and key reaction centers. (E) Map vs Model
FSC curve.
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Supplementary Figure 9. Checkerboard Assessment of ND-011458 and Clofazimine (CFZ) combination. (A) Checkerboard assay heat map. (B) Isobolograms of the
combination of ND-011458 and CFZ against M. abscessus CIP104536™. The grey dash line indicates ideal isobole, where drugs act in synergy and independently while
the black dash line indicates additive and partial synergy. An FICI of <0.5 indicates synergy, a FICI of >0.5 to 4 indicates additivity (no interaction), and an FICI of >4
indicates antagonism. The ND-011458 and CFZ combination is additive with a FICI of 0.82.



Supplementary Table 1 MALDI TOF data of band labelled QcrA in Figure 1B inset

Protein Name Species Acceszion No. Protein MW
Ubiquinol-cytochrome ¢ reductase iron- Mycobocterium abscessus £i|169629054 431603
sulfur subunit (Fieske fron-sulfur protein)
Cale. Mass Obsrv. Mass | =da zppm | Startseq. | End seq. | Sequence ION score C.L% | Modification Rank
Result
Tpe
B16.425 816.4337 00087 11 44 50 WPVEGTE Mascot
8424916 842.5078 00162 19 280 286 NPVMLIR Mascot
B3B8 4866 8584000 00133 15 280 286 NPVMLIR Oridation (M)[4] Mascot
858.4866 8584009 00135 15 280 286 NPVMLIR COridation (M)[4] Mascot
0435029 9435165 00136 14 287 204 VEPTDMPE Mascot
939.4979 9385128 00142 14 287 254 VEPTDMPE COridation (M)[5] Mascot
1054.5826 1054.6005 o017 1 m 279 LSHIQMGIE Mascot
1070.5775 10705524 00142 14 | 279 LSHIQMGIE Cridation (MI[5] Mascot
1208.6058 1208.626 00202 1 218 ey YTHGETIYLGE 4 90708 Mascot
1208.6058 1208.626 00202 1 218 27 THGETIYLGE Mascot
1267.6025 1267.623 00205 14 135 146 HDGPGSAEVDERE Mascot
13457111 13457303 00192 14 124 134 FIPQEISIQDE Mascot
13457111 13457303 00192 14 124 134 FIPQEISIQDE Mascot
135477478 1354766 00182 13 206 17 QPVLLTSGWTPR 55 17.247 Mascot
135477478 1334766 00182 13 206 17 QPFVLLTSGWTIPR Mascot
14487744 144877878 00134 9 28 40 LGTNLDGVEIVYR Mascot
1473.806 14738214 00134 10 123 134 EFIPQEISIQDE Mascot
1766.802 1766.8132 00112 & 300 314 GQENFNYGDLFAYTE Mascot
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Supplementary Table 2 MALDI TOF data of band labelled QcrB in Figure 1B inset

Protein Name Species Accession No. Protein MW
Ubigquinel-cytochrome c reductazse  Mycobacterium adbscessus 21169629053 60416 .4
cytochrome b subunit
Cale. Mass Obsrv. Mass | =da *ppm | Startseq. | End seq. | Sequence ION score C.I.% | Modification Rank
Result
Tvpe
8434835 8434924 00089 11 431 437 WAIGLOQR Mascot
8434835 8434024 00080 11 431 437 WAIGLOQR Mascot
890.4333 8904538 00005 1 n 29 THLAAGME Mascot
200.5916 000.5916 0 0 235 262 ILPVFALE Mascot
206.4501 006.4534 00033 4 n 29 THLAAGME Oxidation (MI[7] Mascot
9233887 023.4036 0.0149 16 14 21 QAEAMDER Cmidation (MI[5] Mascot
9385145 038.523¢ 00084 10 129 136 IFFIGAFR Mascot
982501 082,513 0.012 12 2 10 SDTAQKPSE Mascot
1269.6222 1269.6262 0.004 3 237 248 HTQFPGPGATEK Mascot
1379.7843 1379.79 00007 1 441 453 AVLEHGIETGIIK 63 98930 Mascot
1379.7823 1379.79 00007 1 441 433 AVLEHGIETGIIE Mascot
1535.8004 1535.8982 00078 5 441 434 AVLEHGIETGIIER Mascot
1542.7799 1542.7881 00082 5 20 102 AYETTLNISFEVR Mascot
1737.0403 1737.9561 0.0068 4 438 433 SDRAVLEHGIETGIIE Mascot
1742.9045 174290935 0.005 3 336 370 LTGDDAHHNLLORPE. 8 0 Mascot
17429045 1742 9005 0.005 3 356 370 LTGDDAHHNLLOQRFE Mascot
1870.9905 1870.9784 00211 -11 335 370 KLTGDDAHHNLLQFFE Mascot
2173.0057 2172988 01077 -50 84 102 GVOMSEAYETTLNISFEVR Mascot
2321.1616 2321.012 01496 64 109 128 QIHHWAAT MFAASIMVHMAR Mascot
3468.6204 3468.5880 00315 9 403 526 LGSAGAPGTGSFLFADPADEQHAL AEAFEHEAHHEK Mascot
3867.9363 3867.0333 -0.021 -5 435 439 LPHGEYIETHQPLAGVDEHGHATIPLEYQGAPVPQR Mascot
3867.9363 3867.0355 -0.021 -5 435 439 LPHGEYIETHQPLAGVDEHGHAIFLEYQGAPVPQR Mascot




Supplementary Table 3 MALDI TOF data of band labelled QcrC in Figure 1B inset

Protein Mame Species Aeceszion No. Protein MW
Uhiquinol-cytochrome c reductase  Mycobacierium abscessus g1 169629055 313509
cytochrome ¢ subunit
Cale. Mass Obsrv. Mass | £da % ppm Start seq. | End seq. Seguence ION score C.L% | Modification Rank
Result
Tvpe
816.3938 816.4096 0.0138 17 128 134 NEAQAQE Mascot
816.3958 816.4096 0.0138 17 128 134 NEAQAQR Maszcot
8494328 8495032 00204 24 245 23 DIIAYVE Mascot
9715718 977603 00252 26 244 31 EDIIAYVER 19 0 Mascot
9775778 977603 00252 26 244 23 EDIIAYTVE Mascot
10455272 10455522 0.025 24 165 174 DGAVAQESLE Maszcot
13166553 1316.6774 0.0221 17 163 174 DEDGAVAQESLE 3l 0 Mascot
1316.6533 1316.6774 0.0221 17 163 174 DEDGAVAQESLE Mascot
1436.6158 1436.6462 00304 21 137 193 LNCASCHNFTGR Carbamidomethyl Mascot
1791.0011 17910259 0.0248 14 37 31 QLTVDEEEDIAYVE 36 0 il Mascot
1791.0011 17910259 0.0248 14 237 231 QLTVDEEEDIIAYVE Mascot
2008.0498 2008.0725 0.0227 11 103 122 GPSLIGVGEAAVYFQVSTGE Mascot
28743804 28744258 00334 12 134 162 DPIFDEEQTDALGAYIQANGGGPQVIR Mascot
2007 3904 2007 4265 0.0361 12 m 232 FAPELDPATEQQIYTAML TGPONMPE Crridation ([17] Maszcot
20233853 20234077 00224 8 am 232 FAPELDPATEQQIYTAMLTGPONMPE Crzidation (MWI[17.24] Mascot
3002 4854 3002.5254 0.04 13 135 162 EDPIFDEEQTDALGAYIQANGGGPOVIR 50 20253 Maszcot
30024854 30025254 0.04 13 135 162 KEDPIFDEEQTDALGAYIQANGGGPOVIR Mascot




Supplementary Table 4 MALDI TOF data of band labelled SOD in Figure 1B inset

Protein Name Species Accession No. Protein MW

Superomide dismutase [Cu-Zn] precursor Myvecobarierium abscessus g1169631262 230749

Calc. Mass Obsrv. Mass | da % ppm Start seq. | End seq. Sequence ION score | C.I1.% | Modification Rank
Reszult
Type

8754291 8754737 00466 33 230 238 VACGLIDAG Carbamidomeathyl Ifascot

(€3]

1233.5858 1233.5851 00083 g 196 206 SDNFANIPAER 28 Mlascot

1233.5858 1233.5931 0.0093 8 196 206 SDNFANIPAER Ifascot

1500.854 1500.8483 00037 4 104 119 LTPGFHGLHIHSFE Idascot

2000.0291 20000217 00074 4 76 83 LADGTPVATAAFVFQDGYAR 154 100 Ifascot

2070.0281 20000217 0074 4 76 83 LADGTPVATAAFVFQDGYAR hlascot

3202.6113 3202.5381 -0.0332 -7 163 193 DGSGELVTTADSFTIEEDLLAGNGTAIIIHEK hlascot




Supplementary Table 5 MALDI TOF data of band labelled LpqE in Figure 1B inset

Protein Name Species Acceszion No. Protein MW
Putztive lipoprotein lpgE precursor Mycobacterium abscessus £i|169627670 2325849
Cale. Mass Obsrv. Mass | £da % ppm Start seq. | End seq. Sequence ION score C.L% | Modification Rank
Result
Tvpe
018.4559 010.4667 0.0108 12 189 193 FTFTFEK 48 08.608 Mascot
919.4559 010.4667 0.0108 12 189 193 FTFTFEK Mascot
1023.5105 1023.5231 00126 12 180 188 DLADGLTYE 44 0 Mascot
1023.5105 1023.5231 00126 12 1580 138 DLADGLTYR Mascot
12926957 12827034 00077 6 38 69 NIHLVGNSDEVE 47 0 Mascot
1292 6957 129277034 00077 6 58 60 NIHLVGNSDPVE Maszcot
1388.7017 1388.7141 00124 9 103 118 WVILSGDSDIPATGE. 34 68.043 Mascot
13887017 1388.7141 00124 9 103 118 VTLSGDSDIPATGE Maszcot
14306044 14306136 00002 6 214 2 QHTIDGGGHEGGEH Mascot
1576.8553 1576.8712 00159 10 58 1 NIHLVGNSDPVEQER 103 100 Maszcot
1576.8553 1576.8712 00138 10 58 1 NIHLVGNSDPVEQER Mascot
16298119 1620.8113 00006 0 119 134 LFVGSAEGQEFPAEARK 44 0 Maszcot
16298119 1629.8113 00006 0 119 134 LFVGSAEGQEFPAEAR Mascot
17339181 17339373 o012 1 196 213 AGEVTVAVPIDAGPFNAPR 140 100 Maszcot
17339181 17339373 00192 11 196 213 AGEVTVAVPIDAGPNAPR Mascot
1786.0432 1786.9346 00086 -5 16 a2 AELVLVIANESADISDE
26303518 26303506 00012 0 93 118 LTSITSPDEIGEVTLSGDSDIPATGE
3028.5935 3028.5945 0.001 0 16 104 AELVLVIANESADISDELTSITSFDEIGE 30 0
30285935 30285945 0.001 0 16 104 AELVLVIANESADISDELTSITSFDEIGE Mascot




Supplementary Table 6 Cryo-EM data acquisition and Cryo-EM map statistics of the resolved inhibitor-free and ND-011458-bound Mab cyt-bec:aa;

Data collection

Inhibitor-free

ND-011458-bound

Electron Microscope

Camera

Mode

Voltage (kV)

Nominal Magnification
Calibrated physical pixel size (A)
Exposure time (s)

Total exposure (e/A2?)

Number of frames

Defocus range (uM)

Cryo-EM map statistics
Number of micrographs

Number of particle images selected (after auto-pick)

Number of particle images after clean-up (after 2D classification)

Particle images contributing to maps
Applies symmetry

Applied Box size (pix)

Applied B-factor (A2)

Global resolution (FSC = 0.143, A)

Titan Krios

Gatan K3
Super-resolution counting
300

130,000 x

0.671

2.83

56

40

-0.7t0 -2.0

5,541
956,580
334,881

137,735
C2

600
-92.7
2.66

Titan Krios

Falcon 4i
Super-resolution counting
300

165, 000 x

0.76

2.83

60

40

-0.5to-1.5

5,641
310,392
198,256

135,891
C2

600
-52.1
2.26




Supplementary Table 7 Model building, model refinement and model statistics for the Inhibitor-free and ND-011458-bound Mab cyt-bec:aa;

EM model Inhibitor-free ND-011458-bound
Modelling software Coot Coot
Refinement software Phenix Phenix

MolProbity score 1.72 (89" Percentile) 1.57 (93 Percentile)
EMRinger score 4.21 4.58

Number of residues (protein) 5612 5614

Clash score 6.74 (88" Percentile) 4.32 (96'" Percentile)
CC (Mask) 0.83 0.84

RMS bond length (A) 0.008 0.004

RMS bond angle (°) 1.076 0.655
Ramachandran favoured (%) 95.04 95.66
Ramachandran outliers (%) 0.05 0.11

Rama-Z 0.33£0.11 1.21£0.11

Ligands 9 XX:4,9Y0: 6, 9YF: 8, FES: 2, HEC: 4, 9 XX: 4, 9Y0: 6, 9YF: 8, FES: 2, HEC: 4,

HEA: 4, MQ9: 10, HEM: 4, PLM: 4, CU: HEA: 4, MQ9: 10, HEM: 4, PLM: 4, CU: 8,
8, OXY:2, H,0: 74 0XY:2, LIG: 2, H,0:74




Supplementary Table 8 Forward and reverse primer sequences for generating mutants

Construct

Oligonucleotide Sequence (5°- 3’)

Mab QcrB F158Y (Forward primer)

Mab QcrB F158Y (Reverse primer)

Mab QcrB D311E (Forward primer)

Mab QcrB D311E (Reverse primer)

Mab QcrB D311E/L314I (Forward primer)

Mab QcrB D311E/L3141 (Reverse primer)

Mab QcrB L314A (Forward primer)

Mab QcrB L314A (Reverse primer)

Mab QcrB D311E/L314A (Forward primer)

Mab QcrB D311E/L314A (Reverse primer)

Mab QcrB G179S (Froward primer)

Mab QcrB G179S (Reverse primer)

Mab QcrB C393A (Forward primer)

Mab QcrB C393A (Reverse primer)

GAA GGT TAC TTC GGA TAC TCC CTG CCC

TCC GAA GTA ACC TTC GAA CAT CGC CAG

TGG ACC GAA GGC CTG CTG CGC ATC ATC

CAG GCC ITC GGT CCA CAT CAT GTA GAA GTC

C CTG ATC CGC ATC ATC CCG GCT TGG

T GAT GCG GAT CAG GCC ITTC GGT CCA

GC CTG GCG CGC ATC ATCCCG G

G CGC CAG GCCGTCGGTCCAC

GAC CGA AGG CCT GGC GCG CAT CATC

CAG GCC ITC GGT CCA CAT CAT GTA GAA GTC

GCT TTC CAG CAT CAC CAT GGG CCT TCC

GTG ATG CTG GAA AGC GCC GCG CG

GCT ATG AAC GAC ATC ATC GCG CTG AAG TTC

TGA TGT CGT TCA TAG CCA TGA GCG TGA ACA

* Bold and underlined nucleotides are the nucleotide changed.



MIC;, (nM)

M. abscessus subsp. abscessus (R) 539+ 36
M. abscessus subsp. abscessus (S) 483 + 34
M. abscessus subsp. bolletii 312+ 64
M. abscessus subsp. massiliense 637+76

Supplementary Table 9. Growth Inhibitory activity of ND-011458 against Mab complex. The MICs, values
indicate the minimum drug concentration at which 50% of bacterial growth was inhibited. R: rough variant. S:
smooth variant.



Drug A Combination with MIC FICI Outcome
drug B
Drug A Drug A in Drug B Drug B in
combination combination
ND-011458 Clofazimine 0.97 uM 0.43 uM 1.64 uM 0.61 uM 0.82 Additive

Supplementary Table 10. The FICI was calculated as (MIC of drug A in combination/MIC of drug A alone) + (MIC of drug B in combination/MIC of drug B alone).

An FICI of < 0.5 indicates synergy, a FICI of > 0.5 to 4 indicates additivity (no interaction), and an FICI of > 4 indicates antagonism.




General synthesis routes to compounds

OCF, OCF,4
o N
o OH HBTU 0 H\/©/
DIPEA
AN + Cl o~y {
XN N -
CAS: 138642-96-3
ND-011458
NH,

CAS:
1426520-69-5

In a sealed reaction V-vial, 6-chloro-2-methylimidazo[1,2-a]pyridine-3-carboxylic acid (CAS: 138642-96-3, 0.06 g, 029 mmol) and (4-(4-(4-
(trifluoromethoxy)phenyl)piperidin-1-yl)phenyl)methanamine (CAS: 1426520-69-5, 0.10 g, 0.29 mmol) were dissolved in 5 ml of CH;CN. Then, 2-(1H-Benzotriazole-1-yl)-
1,1,3,3-tetramethyluronium hexafluorophosphate (HBTU, 0.11 g, 0.29 mmol) and N, N-Diisopropylethylamine (DIPEA, 0.07 mL, 0.43 mmol) were added, and the reaction was
sealed and stirred at RT overnight. At this time, the reaction mixture was concentrated to dryness. The residue was diluted with CH,Cl,, washed with 25% aqueous Na,CO,
solution (2x), water, and 5% acetic acid solution (2x). The organic phase was collected, dried over sodium sulfate (Na,SO,), filtered to remove the drying agent, and then
concentrated in vacuo to dryness. The desired product was crystallized from hot isopropanol to give 6-chloro-2-methyl-N-(4-(4-(4-(trifluoromethoxy)phenyl)piperidin-1-
yl)benzyl)imidazo[ 1,2-a]pyridine-3-carboxamide (ND-011458), an off-white solid (60 mg, 37%). 'H NMR (400 MHz, MeOD) & ppm 9.15 (d, J= 2.0 Hz, 1H), 7.56 (d, /= 9.5 Hz,
1H), 7.47 (dd, J=9.5, 2.0 Hz, 1H), 7.42 — 7.30 (m, 4H), 7.22 (d, J = 8.2 Hz, 2H), 7.10 — 7.01 (m, 2H), 4.57 (s, 2H), 3.82 (dt, /= 13.1, 3.3 Hz, 2H), 2.89 — 2.81 (m, 1H), 2.85 - 2.78
(m, 1H), 2.75 (tt, J= 11.9, 3.8 Hz, 1H), 2.63 (s, 3H), 2.00 — 1.81 (m, 4H). F NMR (376 MHz, MeOD) $ -59.55, uncorrected. HRMS (EI), M+1 calcd. for C28H27CIF3N402,

543.1775; found 543.1758, retention time = 5.066 min, 100% pure.
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I3C NMR
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Target Screening Report

- Agilent

Sample Information
Mame

Sample ID
Instrument

M5 Type
Inj. Vol. (ul)
Position
Plate Pos.
Operator

Instrument 1

QTOF
3
P2-F1

Sample Chromatograms

Data Filz Path

Acq. Time {Local)
Method Path (Acq)

Version [Acg SW)
IRM Status
Method Path (DA)
Target Source Path
Result Summary

D:\MassHunter|Data\faciliny| 2026120260203 _KLM_VGK_MS_eclipsecis-
050120260209 01_01_GM_ND11458.d

2/92026 11:24:49 AM (UTC-07:00)

D:\MassHunter) r\-‘lE"I:I‘u::-:ls".,l’a|:|||t'3.I \EclipseC18-50120241028, PLp, 600ul,iminpremnun,0-,9min, 2-
98alb1, posl, S0deg, UV1,2Hz, vO1.m

5200 series TOF/E500 series O-TOF 10,1 (48.0)
Success
D:'\MassHunterMethods! 10,0\ TargetScreening_V2.m
C2ZBH26CIFIN4O2

1 qualified (1 targets)

ta i)

+
251
.
15
-
0.5

_J+ TIC Scan 20260209_01_01_GM_ND11458.d
fifz

o

I T T I T
0.2 04 06 0.8 1

I I I I I
12 14 16 1.8 2

I I T I I I I I I | T I I I I I I I I | I I I T I I I I I | I I I I
2224 2628 3 3.2 343638 4 42444648 5 52545658 6 6264 6668 7 72 747678 8 82 B4 B6 8B

Counts vs, Acquisition Time (min)

xm?_Jl-ll- TIC Scan 20260209 01_01_GM_ND1145B.d
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Compound Summary

I I I I I I I I I I I [ I I I I I I I | T I I I [ I I I T I I I I I I I I I I
1214 16 1.8 2 2.2 24 26 28 3 3.2 34 36 38 4 42 44 456 4B 5 525456 58 6 6264 6668 7 72 747678 8 B2 B4 B6 BB

Counits vs. Acquisition Time (min)

Cpd  Mame

Formula

CAS

Mass Mass (Tgt]  Diff (Tat ppm) Score Algorithm

1

C28 H26 Cl F3 N4 02

5421687 542.1696 -1.67 B9.75 FEF

HRMS



Compound Summary

Cpd Mame Formula CAS RT Mass Mass (Tgt)  Diff (Tgt. ppm) Score Algorithm
1 C28 H26 CIF3 N4 02 5.066 5421687 542.1696 -1.67 B3.75 FBF
Compound Details
Cpd. 1: CZ8 H26 Cl F3 N4 02
Name Formula RT RI Mass Diff (Tat. ppm) CAS ID Source Score Algorithm
C28 H26 Cl F2 N4 02 5.066 542.1687 -1.67 FBF 89.75 FBF
Species m/z Score (Tgt) Score (Lib) Score (DB) Score (MFG) Score (RT)
M+ (M+H)}+ 542.1671 543.1758 89.75
[M+Nal+ 565.1575
Compound Chromatograms (overlaid) Shucture
©ld® | — +TC oo
ek 5065 [0 +=Icm4z 1831, 43 178
0.5
0.5
0.7
0.6
0.5
0.4
0.3
0.2
0.1 B
o i —— = = —
I T I | I I I | I I I I I I I I I
0.5 1 1.5 2 25 3 35 4 4.5 E 5.5 & 6.5 7 7.5 a 8.5
Counts (%) ws. Acquisition Time (min)
Compound Spectra (overlaid)
xlt}s Cpd 1: €28 H26 Cl F3 N4 02; 5.066: + FBF Spectrum (rt: 5.033-5.183 min) 20260209 _01_01_GM_ND11458.d Subtract
543.1758
47 (M+H}+
3.5
.
257
ey 545.1750
15 (M H)+
i 542,1671 5(?16}4?)68 565.1575  567.1570
v i i 8 g + 200 L. = O =
0.5 M+ i [M+Ma)}+  [M+Na)+
v | | I | I I [ . [ I | | | | | | | | | | | [ | | | | [ [ | | | | | |
541 542 543 544 545 546 547 548 549 550 551 552 553 554 555 556 557 G5B 559 560 561 562 563 564 565 566 567 S56B 56% 570 571 572 573
Counts vs. Mass-to-Charge [m/z)
Compound ID Table
Hame Formula Species RT RT Diff Mass CAS ID Source Score Score (Lib) Score (Tgt)
C2B H26 CIF3 N4 02 M+ (M+H)+ E.066 542.1687 FBF 89.75 89.75
[M+Na)+

MassHunter Qual 10.0
(End of Report)
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