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Synthesis of building blocks 23a-d
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General procedure for the synthesis of nosylated hydroxyamines

To an ice bath cooled solution of o-nitrobenzenesulfonyl chloride (1 equiv) in DCM (1.1
mL/1 mmol of the sulfonyl chloride) was added a solution of aminoalcohol (2 equiv) and
triethylamine (3 equiv) in DCM (1.1 mL/1 mmol of the sulfonyl chloride). Ice bath was removed
and the reaction mixture was allowed to warm to room temperature. After stirring at room
temperature for 2 h, the reaction mixture was quenched with an aqueous 0.1M solution of HCI
(20 mL). Phases were separated and the aqueous phase was extracted with DCM (3 x 15mL).
The combined organic layers were washed with brine and dried over Na,SO,4. All volatiles were
removed under reduced pressure.

The crude protected aminoalcohol from previous step was dissolved in anhydrous DMF
(4.4 mL/ 1 mmol of the sulfonyl chloride). 1-Bromopropane (3 equiv) was added, followed by
K,COj3 (6 equiv). The reaction mixture was stirred at room temperature overnight, quenched with
water (30 mL) and extracted with DCM (3x30 mL). The combined organic phase was washed
with brine, dried over anhydrous Na,SO., and evaporated under reduced pressure.

N-(4-Hydroxybutyl)-2-nitro-N-propylbenzenesulfonamide (23a). The title compound was
obtained as a light yellow oil (1.32 g, 93% yield) from 4-aminobutan-1-ol (S1) (803 mg, 9.00
mmol, 2 equiv), triethylamine (1.88 mL, 13.5 mmol, 3 equiv), o-nitrobenzenesulfonyl chloride
(1.00 g, 4.51 mmol, 1 equiv), n-propyl bromide (1.23 mL, 13.5 mmol, 3 equiv) and K,CO; (3.7
g, 27.0 mmol, 6 equiv), following general procedure. Pure material was obtained by column
chromatography on silica gel using 50% EtOAc in hexanes. '"H NMR (400 MHz, Chloroform-d):
0 8.02 —7.95 (m, 1H), 7.70 — 7.63 (m, 2H), 7.63 — 7.56 (m, 1H), 3.62 (t, J = 6.2 Hz, 2H), 3.35 —
3.28 (m, 2H), 3.27 — 3.20 (m, 2H), 1.69 (br s, 1H), 1.68 — 1.58 (m, 2H), 1.58 — 1.47 (m, 4H),
0.83 (t, J = 7.4 Hz, 3H). °C NMR (101 MHz, Chloroform-d): & 148.1, 133.8, 133.5, 131.7,
130.7, 124.2, 62.3, 49.0, 47.2, 29.6, 24.8, 21.5, 11.1. HRMS-ESI (m/z) calcd. for C;3H21N,OsS
[M+H]"317.1171. Found 317.1172.

N-(4-Hydroxybutyl)-N-neopentyl-2-nitrobenzenesulfonamide (23b). To an ice bath cooled
solution of o-nitrobenzenesulfonyl chloride (500 mg, 2.26 mmol, 1 equiv) in DCM (5 mL) was
added a solution of neo-pentyl amine (S2) (0.53 mL, 4.51 mmol, 2 equiv) and triethylamine
(0.94 mL, 6.77 mmol, 3 equiv) in DCM (5 mL). Ice bath was removed and the reaction mixture
was allowed to warm to room temperature. After stirring at room temperature for 2 h, the
reaction mixture was quenched with a 0.1 M HCI solution (20 mL). Phases were separated and
the aqueous phase was extracted with DCM (3 x 15mL). The combined organic phase was
washed with brine and dried over Na,SO4. All volatiles were removed under reduced
pressure. The crude amine from previeous step was dissolved in anhydrous DMF (10 mL). (4-
Bromobutoxy)(tert-butyl)dimethylsilane (1.12 g, 4.19 mmol, 2 equiv) was added, followed by
NaOH (167 mg, 4.19 mmol, 2 equiv). The reaction mixture was stirred overnight at room
temperature then quenched with water (30 mL) and extracted with diethylether (3x20 mL). The
combined organic phase was washed with brine and dried over Na,SO,4 All volatiles were
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removed under reduced pressure. The residue was dissolved in MeOH (40 mL). Ammonium
fluoride (1.16 g, 31.4 mmol, 15 equiv) was added and the reaction mixture was stirred at room
temperature for 100 hours. Silica gel (5 g) was added and methanol was evaporated under
reduced pressure. The residue was added to silica gel column and eluted with 30% EtOAc in
hexanes. Collected product was repurified by column chromatography on silica gel using 2%
methanol in DCM. Product 23b was collected as a yellowish oil (320 mg, 44% yield). '"H NMR
(400 MHz, Chloroform-d): 6 8.04 — 8.01 (m, 1H), 7.71 — 7.64 (m, 2H), 7.62 — 7.59 (m, 1H), 3.55
(t, J= 6.3 Hz, 2H), 3.41 — 3.35 (m, 2H), 3.18 (s, 2H), 1.64 — 1.54 (m, 2H), 1.45 — 1.35 (m, 2H),
0.96 (s, 9H). °C NMR (101 MHz, Chloroform-d): & 148.3, 133.9, 133.6, 131.6, 131.2, 124.2,
62.38, 58.7, 49.3, 33.6, 29,8, 28.5, 23.8. HRMS-ESI (m/z) calcd. for C;sHasN,OsS [M+H]"
345.1484. Found 345.1484.

N-(5-hydroxypentyl)-2-nitro-N-propylbenzenesulfonamide (23c). The title compound was
obtained as a light yellow oil (1.31 mg, 87% yield) from 5-aminopentan-1-ol (S3) (931 mg, 9.02
mmol, 2.0 equiv), triethylamine (1.89 mL, 13.5 mmol, 3 equiv), o-nitrobenzenesulfonyl chloride
(1.00 g, 4.51 mmol, 1 equiv), n-propyl bromide (1.24 mL, 13.6 mmol, 3 equiv), and K,CO; (3.77
g, 27.3 mmol, 6 equiv), following general procedure. Pure material was obtained by column
chromatography on silica gel using 50% EtOAc in hexanes. '"H NMR (400 MHz, Chloroform-d):
0 8.04 —7.97 (m, 1H), 7.71 — 7.64 (m, 2H), 7.63 — 7.57 (m, 1H), 3.61 (td, J = 6.4, 0.9 Hz, 2H),
3.33 —3.26 (m, 2H), 3.26 — 3.20 (m, 2H), 1.64 — 1.49 (m, 6H), 1.49 (br s, 1H), 1.39 — 1.29 (m,
2H), 0.85 (t, J = 7.3 Hz, 3H). >C NMR (101 MHz, Chloroform-d) 5 148.1, 134.0, 133.4, 131.6,
130.8, 124.2, 62.7, 49.1, 47.3, 32.3, 28.1, 229, 21.5, 11.2. HRMS-ESI (m/z) calcd. for
C14H23N205S [M+H]+3311328 Found 331.1335.

N-(2-hydroxyethyl)-2-nitro-N-propylbenzenesulfonamide (23d). The title compound was
obtained as a light yellow oil (607 mg, 93% yield) from 2-aminoethan-1-ol (S4) (276 mg, 4.51
mmol, 2 equiv), triethylamine (0.94 mL, 6.77 mmol, 3 equiv), o-nitrobenzenesulfonyl chloride
(500 mg, 2.26 mmol, 1 equiv), n-propyl bromide (0.62 mL, 6.77 mmol, 3 equiv), and K,COs3
(1.87 g, 13.5 mmol, 6 equiv), following general procedure. Pure material was obtained by
column chromatography on silica gel using 50% EtOAc in hexanes. 'H NMR (400 MHz,
Chloroform-d): & 8.04 — 7.97 (m, 1H), 7.72 — 7.64 (m, 2H), 7.64 — 7.57 (m, 1H), 3.71 (t, J=5.6
Hz, 2H), 3.44 (t, J = 5.6 Hz, 2H), 3.33 — 3.24 (m, 2H), 1.63 — 1.50 (m, 2H), 0.83 (t, /= 7.4 Hz,
3H). *C NMR (101 MHz, Chloroform-d): & 148.1, 133.7, 133.2, 131.9, 130.8, 124.2, 60.5, 50.2,
49.5,21.5, 11.0. HRMS-ESI (m/z) caled. for C;H;7N,0sS [M+H]" 289.0858. Found 289.0862.

Synthesis of building blocks 26a-d

1. Boc,O H
R-NH,
o~ NHy ZNaH.BiBr_ o NHR BnO™ B Bno >N
26b: R = CH
85: R =Boc 3
26d: R = (CHy)oN(CHy).
AL, sear-n 32N(ERa)2

F3(CH,),B
c 3((;62)2 "L 26¢: R = CFa(CH,),

Tert-butyl (4-(benzyloxy)butyl)carbamate (§5). To a cooled 0°C solution of 4-amino-1-butanol
(3.00 g, 33.7 mmol, 1 equiv) in DCM (25 mL) was added a solution of Boc,O (7.34 g, 33.7
mmol, 1 equiv) in DCM (5 mL). The reaction mixture was stirred at room temperature for 2 h.
Solvent was evaporated uneder redused pressure. The residue was dissolved in DMF (33 mL)
and cooled to 0°C. NaH (60% in mineral oil) (2.69 g, 67.3 mmol, 2 equiv) and the reaction
mixture was stirred at 0°C for 30 min before benzyl bromide (6.00 mL, 50.5 mmol, 1.5 equiv)
was added . The reaction mixture was warmed to room temperature and stirred overnight. The
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reaction was cooled to 0°C and quenched with water and extracted with EtOAc (3 x 50 mL).
Combined organic phase was washed with brine, dried over anhydrous Na,;SO,, and evaporated
under reduced pressure. Purification by column chromatography on silica gel using gradient
elution from 5% to 30% EtOAc in hexanes afforded product S5 as a colorless oil (7.28 mg, 77%
yield). '"H NMR (400 MHz, Chloroform-d): & 7.38 — 7.30 (m, 4H), 7.30 — 7.23 (m, 1H), 4.64 (br
s, 1H), 4.50 (s, 2H), 3.48 (t, /= 6.1 Hz, 2H), 3.14 (q, J = 6.5 Hz, 2H), 1.70 — 1.53 (m, 4H), 1.44
(s, 9H). *C NMR (101 MHz, Chloroform-d): § 156.1, 138.6, 128.5, 127.7, 127.7, 79.1, 73.1,
70.1, 40.5, 28.5, 27.2, 27.0.

4-(Benzyloxy)butan-1-amine (26a). To a cooled solution of compound S5 (7.27 g, 26.0 mmol, 1
equiv) trifluoroacetic acid (30.0 mL, 390 mmol, 15 equiv) was added, and the reaction mixture
was stirred at 0°C for 1 h before volatiles were evaporated. The residue was neutralised with sat.
aq. NaHCO;, extracted with EtOAc (3 x 50 mL), washed with brine, dried over anhydrous
Na,SO,4, and evaporated under reduced pressure, giving product 26a as yellowish oil (4.43 g,
95% yield), which was used without further purification. 'H NMR (400 MHz, Chloroform-d): &
7.38 —7.31 (m, 4H), 7.31 — 7.25 (m, 1H), 4.50 (s, 2H), 3.49 (t, J = 6.4 Hz, 2H), 2.71 (t,J=17.0
Hz, 2H), 1.70 — 1.62 (m, 2H), 1.57 — 1.48 (m, 2H). *C NMR (101 MHz, Chloroform-d) & 138.7,
128.5, 127.75, 127.65, 73.1, 70.4, 42.2, 30.7, 27.3.

4-(Benzyloxy)-N-methylbutan-1-amine (26b). 4-(Benzyloxy)-1-bromobutane (165 pL, 0.87
mmol, 1 equiv) was added to a 33% solution of methyl amine in EtOH (5.40 mL, 43.4 mmol, 50
equiv). The reaction mixture was stirred at RT for 4 h. Volatiles were evaporated under reduced
pressure. The residue was dissolved in diethyl ether (20 mL), washed with aqueous 1M NaOH,
brine, dried over anhydrous Na,SO4, and evaporated under reduced pressure. Crude amine 26b
(145 mg, 87% yield) was used in the next step without purification. "H NMR (300 MHz,
Chloroform-d): 6 7.41 —7.27 (m, 5H), 4.50 (s, 2H), 3.56 (t, J = 5.8 Hz, 2H), 2.95 (t, /= 7.2 Hz,
2H), 2.48 (s, 3H), 1.99 (p, /= 7.2 Hz, 2H), 1.82 — 1.70 (m, 2H).

4-(Benzyloxy)-N-(3,3,3-trifluoropropyl)butan-1-amine (26¢). To a solution of 3-bromo-
1,1,1-trifluoropropane (S6) (230 mg, 1.30 mmol, 1 equiv) in MeCN (12 mL) was added amine
26a (1.17 g, 6.5 mmol, 5 equiv). The reaction mixture was stirred at room temperature overnight.
Volatiles were evaporated under reduced pressure. The residue was dissolved in DCM (20 mL),
washed with aqueous 1M NaOH (20 mL). Aqueous phase was separated and extracted with
DCM (2x20 mL). Combined organic phase was washed with brine (20 mL), dried over
anhydrous Na,SO,, and evaporated under reduced pressure. Purification by column
chromatography on silica gel using DCM:MeOH:triethylamine (100:5:1 v/v/v) afforded amine
26¢ as a colorless oil (170 mg, 48% yield), as well as unreacted excess of amine 26a. 'H NMR
(400 MHz, Chloroform-d): 6 7.38 — 7.27 (m, 5H), 4.50 (s, 2H), 3.49 (t,J = 6.2 Hz, 2H), 2.85 (dd,
J=1.6,6.9 Hz, 2H), 2.64 (t, J = 6.9 Hz, 2H), 2.27 (qdd, /= 11.0, 7.6, 6.9 Hz, 2H), 1.70 — 1.51
(m, 4H). °C NMR (101 MHz, Chloroform-d): & 138.6, 128.5, 127.8, 127.7, 126.8 (q, J = 276.5
Hz), 73.1,70.3,49.7,42.7 (q, J = 3.4 Hz), 34.4 (q, J = 27.5 Hz), 27.6, 26.9.

N'-(4-(Benzyloxy)butyl)-N°, N°-dimethylethane-1,2-diamine (26d). To a solution of 4-
(benzyloxy)-1-bromobutane (2.56 g, 10.5 mmol, 1 equiv) in MeCN (100 mL) was added N',N'-
dimethylethane-1,2-diamine (5.80 mL, 52.6 mmol, 5 equiv). The reaction mixture was stirred at
room temperature overnight. Volatiles were evaporated under reduced pressure. The residue was
dissolved in DCM (40 mL), washed with aqueous 1M NaOH (40 mL). Aqueous phase was
separated and extracted with DCM (2 x 40 mL). Combined organic phase was washed with brine
(20 mL), dried over anhydrous Na,SO,4, and evaporated under reduced pressure. Crude amine
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26d (1.8 g, 68% yield) was used in the next step without purification. '"H NMR (300 MHz,
Chloroform-d): 6 7.38 — 7.23 (m, 5H), 4.50 (s, 2H), 3.52 — 3.45 (m, 2H), 2.70 — 2.60 (m, 4H),
2.39 (t,J=6.2 Hz, 2H), 2.21 (s, 6H), 1.72 — 1.51 (m, 4H).

Synthesis of building blocks 38a,b

Acid 19,
( ;‘“"2 n-PrNH, (H;“_\_Me  HBTU, DIPEA o=z NaOH _ =z
[ n N
2\ é\ é Me 2 _\—Me
\ \

S7a,b S8a,b

S9a,b 38a,b
S7a-S9a, 38a: n =1
S7b-S9b, 38b: n =2

General procedure for the synthesis of amides

Solution of carboxylic acid (1-2 equiv) in anhydrous DCM (1 mL/ 0.1 mmol of the acid) was
cooled to 0°C. DIPEA (1-4 eqiuv) was added, followed by HBTU (1-2 equiv). The reaction
mixture was stirred at 0°C for 10 minutes. A solution of the amine (1-2 equiv) in DCM (1 mL/
0.2 mmol) was added, and the reaction mixture was allowed to warm up to room temperature
and stirred for 30 minutes. Solvent was evaporated under reduced pressure. The residue was
dissolved in EtOAc (40 mL), and the solution was washed with 1M HCI (40 mL), IM NaOH (40
mL), brine (40 mL), dried over anhydrous Na;SOs, and evaporated under reduced pressure.

General procedure for the hydrolysis of methylbenzoates

An aqueous 1M solution of NaOH (2-6 equiv) was added to a solution of benzoate (1.0 equiv) in
THF (2.5 mL/0.1 mmol of the benzoate). The resulting solution was stirred until conversion of
starting material is complete. Solvent was evaporated under reduced pressure.

Methyl 3-(but-3-en-1-yl(propyl)carbamoyl)benzoate (S9a). 4-Bromobut-1-ene (S7a) (526
uL, 5.19 mmol, 1 equiv) was added to n-propylamine (12.8 mL, 155 mmol, 30 equiv) dropwise
at room temperature. The mixture was stirred at room temperature overnight. Volatiles were
evaporated under reduced pressure, giving crude amine S8a (contains 357 mg of S8a, 61%
yield), which was used in the next step without further purification. The title compound was
obtained as colorless oil (373 mg, 43% yield) from acid 19 (1.14 g, 6.31 mmol, 2 equiv), HBTU
(2.39 g, 6.31 mmol, 2 equiv), DIPEA (2.18 mL, 12.6 mmol, 4 equiv) and crude amine from
previous step (357 mg, 3.15 mmol, 1 equiv), following general procedure for the synthesis of
amides. Pure material was obtained by column chromatography on silica gel using gradient
elution from DCM to 4% MeOH in DCM. 'H NMR (400 MHz, Methanol-d,) for 2 rotamers: 0
8.13 — 8.08 (m, 1H), 8.01 — 7.96 (m, 1H), 7.64 — 7.56 (m, 2H), 5.99 — 5.83 (m, 0.5H), 5.66 —
5.50 (m, 0.5H), 5.24 — 5.06 (m, 1H), 5.05 — 4.94 (m, 1H), 3.93 (s, 3H), 3.60 (t, /= 7.2 Hz, 1H),
3.50 (t,J=7.6 Hz, 1H), 3.34 — 3.32 (m, 1H), 3.20 (t, J = 7.6 Hz, 1H), 2.47 (q, J = 7.2 Hz, 1H),
228 (q,J =7.5 Hz, 1H), 1.74 (h, J= 7.2 Hz, 1H), 1.57 (h, J= 7.3 Hz, 1H), 1.01 (t, /= 7.4 Hz,
1.3H), 0.74 (t, J = 7.4 Hz, 1.7H). >C NMR (101 MHz, Methanol-d,) for 2 rotamers: & 173.0,
167.6, 138.5, 136.7, 135.6, 132.2, 132.1, 131.8, 131.4, 130.1, 128.6, 128.5, 118.0, 117.3, 52.9,
52.3, 50.0, 48.0, 45.5, 34.0, 33.0, 22.8, 21.6, 11.6, 11.2. HRMS-ESI (m/z) calcd. for C;cH2,NO3
[M+H]"276.1600. Found 276.1610.
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Methyl 3-(pent-4-en-1-yl(propyl)carbamoyl)benzoate ($9b). 5-Bromopent-1-ene (S7b)
(794 uL, 6.71 mmol, 1 equiv) was added to n-propylamine (16.5 mL, 201 mmol, 30 equiv)
dropwise at room temperature. The mixture was stirred at room temperature overnight. Volatiles
were evaporated under reduced pressure, giving crude amine S8b (contains 850 mg of S8b, 86%
yield), which was used in the next step without further purification. The title compound was
obtained as colorless oil (1.10 g, 66% yield) from acid 19 (1.04 g, 5.78 mmol, 1 equiv), HBTU
(2.19 g, 5.78 mmol, 1 equiv), DIPEA (4.00 mL, 23.1 mmol, 4 equiv) and crude amine from
previous step (735 mg, 5.78 mmol, 1 equiv), following general procedure for the synthesis of
amides. Pure material was obtained by column chromatography on silica gel using 30% EtOAc
in hexanes. '"H NMR (600 MHz, Methanol-d,) for 2 rotamers: & 8.15 — 8.07 (m, 1H), 7.98 (s,
1H), 7.64 — 7.56 (m, 2H), 5.90 (dq, J = 16.8, 8.4, 7.6 Hz, 0.5H), 5.59 (dq, J = 16.7, 8.3, 7.5 Hz,
0.5H), 5.10 (d, J = 17.1 Hz, 1H), 5.01 (d, J = 10.2 Hz, 1H), 4.90 — 4.80 (m, 1H), 3.93 (s, 3H),
3.53 (t,J=7.6 Hz, 1H), 3.49 (t, J = 7.7 Hz, 1H), 3.26 — 3.18 (m, 2H), 2.17 (q, J = 7.3 Hz, 1H),
1.88 (q, J=7.2 Hz, 1H), 1.81 (p, J= 7.3 Hz, 1H), 1.73 (h, J= 7.2 Hz, 1H), 1.65 (p, J = 7.7 Hz,
1H), 1.57 (h, J = 7.5 Hz, 1H), 1.00 (t, J= 7.5 Hz, 2H), 0.74 (t, J = 7.4 Hz, 2H). °C NMR (151
MHz, Methanol-d,) for 2 rotamers: 6 172.9, 167.6, 139.1, 138.5, 138.3, 132.1, 131.8, 131.4,
130.2, 128.41, 128.37, 115.8, 115.6, 52.9, 52.3, 50.0, 48.1, 46.0, 32.3, 31.6, 28.8, 27.7, 22.9,
21.7, 11.7, 11.2. HRMS-ESI (m/z) calcd. for C7H24NO; [M+H]"290.1756. Found 290.1761.

3-(But-3-en-1-yl(propyl)carbamoyl)benzoic acid (38a). The hydrolysis of methyl benzoate
was performed using compound S9a (180 mg, 0.654 mmol, 1 equiv), 1M solution of NaOH (1.3
mL, 1.3 mmol, 2 equiv), following general procedure for the hydrolysis of methyl benzoates.
Full conversion was achieved after stirring at 60°C for 2 h. Crude acid was used in the next step
without further purification.

3-(Pent-4-en-1-yl(propyl)carbamoyl)benzoic acid (38b). The hydrolysis of methyl
benzoate was performed using compound S9b (250 mg, 0.865 mmol, 1 equiv), 1M solution of
NaOH (1.73 mL, 1.73 mmol, 2 equiv), following general procedure for the hydrolysis of methyl
benzoates. Full conversion was achieved after stirring at 60°C for 2 h. Crude acid was used in the
next step without further purification. "H NMR (400 MHz, Methanol-ds) for 2 rotamers: & 8.11
(ddd, J = 6.4, 2.5, 1.7 Hz, 1H), 7.99 (q, J = 1.3 Hz, 1H), 7.63 — 7.54 (m, 2H), 6.00 — 5.83 (m,
0.5H), 5.67 — 5.53 (m, 0.5H), 5.14 — 4.98 (m, 1H), 3.51 (dt, J = 14.8, 7.5 Hz, 2H), 3.28 — 3.18
(m, 2H), 2.17 (q, J= 7.5 Hz, 1H), 1.95 - 1.85 (m, 1H), 1.87 — 1.75 (m, 1H), 1.76 — 1.69 (m, 1H),
1.69 — 1.61 (m, 1H), 1.57 (s, 1H), 1.00 (t, /= 7.4 Hz, 1.5H), 0.74 (t, J= 7.4 Hz, 1.5H).
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"H NMR and C NMR spectra of products 7a—k
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HPLC analysis of final products 7a-k

SAMPLE INFORMATION

Sample Name: 112-82-VAD-111 Acquired By: System

Sample Type: Unknown Sample Set Name: 130223_senviss

Vial: 16 Acq. Method Set: Seniss_Gr5%

Injection #: 1 Processing Method Gr 5%

Injection Volume:  10.00 ul Channel Name: 2998 Ch1 254nm@4.8nm
Run Time: 25.0 Minutes Proc. Chnl. Descr.: 2998 Ch1 254nm@4.8nm
Date Acquired: 13.02.2023 1:27:38 PM EET

Date Processed: 13.02.2023 2:37:10 PM EET

Apollo C18-13 5um (4.6x150 mm)
15 min Gr. 5-95%ACN +0,1%H3P0O4; 5 min [z. 95%ACN; 2 min Gr. 95-5% ACN; 3 min [z. 5% ACN.
F=1mL/min. T=400C.

0.15+
U.ll}-j
3 1
= 1
U.{J5~‘ g &
] £ 2
U.{}G* A n'rlln e;-:.
0.00 I I I Z.EJD . I 4.{)0 I G:}U I I I EIEIU I I ' 12?00‘ I - 141.00I
0.10
g
4 q
0.08+
0.06-
2]
0.04-
1 0]
<+
] = fos)
0.02- - g
fod—— okl | ﬁ T
3% A —
0.00 2.00 4.00 6.00 8.00 10.00 12.00 14.00
Minutes
C=0.35mg/ml diluent (10%ACN+0, 1%H3P0O4)
RT Area % Area | Height | EP Plate Count | Resolution | Selectivity | Width @ 50%
1 9.632 | 1100731 95.60 | 152252 38197 0.116
2 9.895| 11467 1.00( 3529 216655 1.87 1.03 0.050
3 [11.148] 36030 3.13| 10409 240977 14.28 115 0.053
4 |111.928 3186 0.28 748 167288 7.54 1.08 0.069
Sum 1151414.9
HPLC of 7a
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SAMPLE

INFORMATION

Sample Name: 110-80-VAd-581
Sample Type: Unknown

Vial: 14

Injection #: 1

Injection Volume: 10,00 ul

Run Time: 25.0 Minutes
Date Acquired:

Date Processed:

Acquired B
Sample Se

Acg. Method Set:

Processing

Channel Name:

Proc. Chnl.

13.02.2023 12:10:05 PM EET
13.02.2023 12:59:27 PM EET

y: System
t Name: 130223_seniss
Seniss_Gr5%
Method Gr_5 %

Descr.:

2998 Ch1 254nm(@4.8nm
2998 Ch1 254nm@4 8nm

Apollo C18-13 5um (4.6x150 mm)
15 min Gr. 5-95%ACN +0,1%H3P04; 5 min Iz. 95%ACN; 2 min Gr. 95-5% ACN; 3 min lz. 5% ACN.
F=1mL/min. T=400C.

0.20
0.15+
2 0.109 ‘.‘L|‘
0.05
1,
@
000f————I— Lo =
0.00 200 4.00 " B0o 800 " 10l00 1200 " a0
0.10 3
] p:
4 i
0.08
0.06-
2 ]
0.04+ o
] 5
ap
0.02 §
| | B
0.00+ A’ O
0.00 I I ' 2.!]0 o ai_:]ﬂ B.EEID ) B_(IJID I I 1D!|)D I I 12_IUID I I 14!00 i
Minutes
C=0.35mg/m| diluent (50%ACN+0, 1%H3P04)
RT Area % Area | Height | EP Plate Count | Resolution | Selectivity | Width @ 50%
1 |[8.475( 54785 4.50| 23332
2 |8.544| 1160151 95.37 | 192122 42757 1.01 0.097
3 |9.844 1562 0:13 440 169697 10.00 1.19 0.056
Sum 1216498.5
HPLC of 7b
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SAMPLE

INFORMATION

Sample Name: 167-88-VAD-577
Sample Type: Unknown

Vial: 18

Injection #: 1

Injection Volume:  5.00 ul

Run Time: 25.0 Minutes
Date Acquired:

Date Processed:

Acquired By:
Sample Set Name:
Acqg. Method Set:
Processing Method
Channel Name:
Proc. Chnl. Descr.:

01.03.2023 10:57:13 AM EET
01.03.2023 11:15:47 AM EET

System

010323 _sendss

Sendss_Gr5%

Gr 5%

2998 Ch1 254nmi@4.8nm
2998 Ch1 254nmi@4.8nm

Apollo C18-13 5um (4.6x150 mm)

15min Gr 5-95%ACN + 0.1%H3P04; 5min IZ 95%ACN; 2min Gr 95-5% ACN; 3min [Z 5%ACN.
F=1mL/min. T=400C.

0.1007 3
4 =
4 f.:l
0.090 T
0.080
0.070-]
0.060
5 0.050
T ]
0.040]
0.030]
0.020-]
u.nm-i §
o000 —— At — i
000 200 " 400 "800 8O0 1000 1200 "1400
Minutes
C=0,5mg/ml (25%ACN+0,1%H3P04)
RT Area | % Area| Height | EP Plate Count | Resolution | Selectivity | Width @ 50%
1 |8.6803| 22633 3.13 8592
2 |B.678| 693263 95.81 | 134648 61452 1.01 0.082
3 |B.890| 3468 0.48 1006 147570 1.83 1.03 0.054
4 |9.005( 4212 0.58 1346 1994927 1.33 1.02 0.047
Sum T23576.8
HPLC of 7¢
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SAMPLE

INFORMATION

Sample Name: 117-87-MBO-120
Sample Type: Unknown

Vial:

Injection #: 1

Injection Velume:  10.00 ul

Run Time: 25.0 Minutes
Date Acquired:

Date Processed:

Acquired By:
Sample Set Name:
Acg. Method Set:
Processing Method
Channel Name:
Proc. Chnl. Descr.:

14.02.2023 9:48:30 AM EET
14.02.2023 11:23:19 AM EET

System

140223 senviss
Seniss_Grd40%
Gr_40%

2998 Ch1 254nm@4.8nm
2998 Ch1 254nm@4.8nm

Apollo C18-13 5um (4.6x150 mm)
15 min Gr. 40-95%ACN + 0.1%H3P04; 5 min lz. 95%ACN; 2 min Gr. 95-40% ACN; 3 min [z. 40% ACN.

F=1mL/min. T=400C.

0.0+
0.08
= 0.06] |
<
0.04 ‘ ‘
|
J |
0.02 | g E
0.00 = al : n:nn nmn = .
000 2.00 400 600 800 " f0.00 " 1200 1400
0.10 3
.08 1
0.06-
E
0.04-
0.02-1 =t
& B
("] o
.00 Aot yiay
0.00 200 "400 oo 8o " 10l00 1200 AT
Minutes
C=0,35mg/m| (50%ACN+0,1%H3P04)
RT Area % Area| Height | EP Plate Count | Resolution | Selectivity | Width @ 50%
1 |4.409 | 1095146 09.27 | 106347 3962 0.165
2 |5254 5651 0.51 1260 31668 4.26 1.30 0.069
6.729 2449 0.22 501 50837 12.96 1.40 0.065
Sum 1103246.2
HPLC of 7d
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SAMPLE INFORMATION
Sample Name: 108-78-VAD-193 Acquired By: System
Sample Type: Unknown Sample Set Name: 130223 sendss
Vial: 20 Acg. Method Set: Seniss_Grda0%
Injection #: 1 Processing Method Gr_40%
Injection Volume:  10.00 ul Channel Name: 2998 Ch1 254nm@4.8nm
Run Time: 25.0 Minutes Proc. Chnl. Descr.: 2898 Ch1 254nm@4.8nm
Date Acquired: 13.02.2023 5:00:26 PM EET
Date Processed:  14.02.2023 10:25:32 AM EET

Apollo C18-13 5um (4.6x150 mm)
15min Gr 40-95%ACN + 0.1%H3P04; 5min [Z 95%ACN; 2min Gr 95-40% ACN; 3min [Z 40%ACN.
F=1mL/min. T=400C.

S

0.090] n|

0.100

0,080 ‘
0.070 ‘
0.060 ‘

0,050 |

AU

0.040 ‘

6,030 |

0.020 |

:
8

0.000 T

— T — ——T —r — o P T T T
0.00 200 4.00 6.00 B.00 10.00 1200 14.00

C=0,5mg/m (40%ACN=+0,1%HIPO04)

RT Area % Area| Height | EP Plate Count | Resolution | Selectivity | Width @ 50%
1 5.262 | 2319643 98.90 | 1681191 2833 0.233
2 5.780( 11962 0.51 1298 1.14
3 6.632 2513 0.11 an 10069 1.20 0.156
4 7.789 3649 0.16 527 43654 5.65 1.23 0.088
5 8.214 2371 0.10 462 57209 2.90 1.07 0.081
6 9.129 2239 0.10 419 74898 6.78 1.14 0.079
7 |11.302 3174 0.14 585 106236 16.02 1.29 0.082

Sum 23455499
HPLC of 7e

S31



SAMPLE INFORMATION
Sapiehene: 10070 \AD614
Sanmie Tipe Urkromn Sanple Set Name: 090223 Seniss
viak 5 Ao Method Set Seniss Q5% iz W/
hedion# 1 Processing Mo a5
Fedion\oume: 1000u Cramel Nate 20080 254m@1.2m
RnTine 250Mruies Proc. O Deso: 20680l 254m@1.2m
Dete Aoyirect 212023 124245 PMEET Acyired By Syeem
Dete Processedt 2132023 1:565:46 PMEET

Adarres C18-2 (46150 mm)

15 minG:. 5-95%ACN+0.1%4-8P04; Smrinlz 95%ACN 3minG. 956%A0N 2 minlz 5%ACN F=1mL/minc 400C

ik ]
B
< 1
ﬂm; o
] 53|z &
Qo ! D
nom 2m .4.:]] .G.:ZD..-EJ'.‘.O 'ﬁm”'-lz'm'"ﬂm"'ﬁm"'ﬂ'm”'mm
Mnutes
g1, ?E
008
0.0F-
=
00
um— o ey -—
P |
1 E
a0 ETT LE W
[llED“'IE:EDF"{E]]I - Iﬁ.ICI]I 'a'm' ] I'DUI.CDI : ":z"m' : Iﬂfml I Iﬁlml I 'ﬁm'<'mm
Mntes
C=03rpi (SIRACND 1%4-BPCH)
RT | Aea |%Awea| Higt | EPPaieCout | Wth@S50%| Resoluion | Selectivity
1 | 5673 4172 040 336 27612 0.0804
2 | 6043 3181 030 389 532 0.1986 1567 1.088
3 6328 1031952 | 9853 | 180789 29801 0.0863 1.178 1.062
4 | 6831 2606 0.26 460 32064 0.0898 3372 1103
5 | 789 833 0.08 245 1.198
6 | 794 4542 043 936 70035 0.0708 1011
Sm 10473766
HPLC of 7f
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SAMPLE |INFORMATION
Sarrple Mame: 11585\VAD-180
Sarple Type Unkoan Sample Set Name: 14022003 Seniss
\iat 12 A Method Set Seniss 35% iz LV
edion# 1 Processing Method G 5%
Inection\Volume: 10004 Crame MName: 2906 Chl 254rm@! 2rm
RnTime 250Mrues Proc. Gl Desar: 2908 Chl 254m@!.2rm
Cate Aorirect 2142003 10:04:27 AMEET Aorpired By Syetem
Daie Propessedt 2142003 102741 AMEET
Adares C18-2 (4.6x150 mm)
15minG:. 5-95%ACN+0.1%4H3P0%; Sminlz 85%ACN 3minG. 955%ACN 2 minlz 5%ACN F=1mLimin 400C
[iF.og) ..;
] F 4
0] il
o
<2 S
= 1
0107
- 4
: : S
fiiis ) K =
oo 2m 40 am a0 10w 2o e 1o 1AM xnm
Mruies
e r
e
nf
[ili:y
06
e |
T
00
u
o S g
2 S
am_ A [.¥aY [Y o
om 200 4w & &m 1m0 2o ‘wo w@m mm ;e
Minues

C-055mgin (10PACND 194H-POY)

RT Aea | %Aea| Hegt | BPPlate Count | Width @50% | Resolution | Seleclivity
1 | 7808 2198 012 510 90830 0.0611
2 | 9704| 187742 | 9081|2396 338% 01241 1204 1.29
3 | 10995 1285 007 357 238831 0.0630 8611 1.157
Sum 18809062
HPLC of 7g
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SAMPLE

INFORMATION

Sample Name:
Sample Type:
Vial:

Injection #:
Injection Volume:
Run Time:

Date Acquired:
Date Processed:

158-83-VAD-114

Unknown

16
1
10.00 ul

25.0 Minutes

28.02.2023 9:50:43 AM EET
28.02.2023 10:15:32 AM EET

Acquired By:

Sample Set Name:
Acqg. Method Set:
Processing Method
Channel Name:
Proc. Chnl. Descr.:

System

280223 _seniss
Sendss_Gr5%
Gr_5 %_254
2998 Ch1 254nm{@4.8nm
2998 Ch1 254nm@4.Bnm

15 min Gr. 5-95%ACN +0,1%H3P04; 5 min [z. 95%ACN; 2 min Gr. 95-5% ACN; 3 min Iz. 5% ACN.

Apollo C18-13 S5um (4.6x150 mm)

F=1mL/min. T=400C.

0.15+
0.10+ |
g |
o
0.05 |
P~ @@ O
e < @ @«
¢ © |G & 22 T
0.00 A LN 5K L FIACAS M GAAL 66
000 200 " 400 "e00 | 8bo " 1000 R "q400
0.10 1]
1 3
4 d
0.08-
u_na;
=
= 1
0.04-
1 r~
002] 2 2 2 588 8
] S © Emw”‘]' g8 =
I S Y A R O O Cp—
000 200 4.00 600 800 1000 1200 1400
Minutes
C=0,35mg/ml( 20%ACN+0,1%H3P0O4)
RT Area % Area| Height | EP Plate Count | Resolution | Selectivity | Width @ 50%
1 6.339| 2287 0.27 601 62627 0.060
2 6.805| 4069 0.49 1001 63712 4.48 1.10 0.063
3 8.915| 817596 97.57 | 143107 52645 16.07 1.40 0.091
4 9.148 | 4086 0.49 1074 132721 1.83 1.03 0.059
5 9.491 1501 0.18 258 37811 2.32 1.05 0.115
6 9.598 985 0.12 194 66541 0.62 1.01 0.088
T 9.736 952 0.1 306 250547 1.22 1.02 0.046
8 9952 | 2102 0.25 723 267010 2.80 1.03 0.045
9 |[10.457 297 0.04 a8 243316 6.26 1.06 0.050
10 | 10968 | 1557 0.19 449 223034 576 1.06 0.055
11 | 11.308 606 0.07 190 281665 3.83 1.04 0.050
12 |11.879 1926 0.23 519 236193 6.25 1.06 0.058
Sum 837965.0
HPLC of 7h
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SAMPLE [INFORMATION
SenpleName: 11181610
Serple Type Urkroan Sarmple Set N 0o0ZAD3 Seniss
Viek 7 Aog Method Set SenissG5% iz WV
Fedion#: 1 Processirg Mehoct a %
FedionVdlLme: 10004 Crarrel e 2008 Ot 254rm@1.2m
RnTime: 250Mnites Proc. i, Desar: 2008 Chl 254nm@1.2m
Dete Aogpirect 2132322741 PMEET Aoired By Sygem
Dete Processert 213/20233:47-08 PMEET

Adarres C182 (4650 mm)
15 min Q. 5 - 95%ACN+0.19%4-BPO4; 5min Iz 95%ACN 3min Q. 955%ACN 2 minlz 5%ACN F = 1rrLiving 400C

015

010+

AU

a1 3
R
(108

Q06+

AU

Q.04

)
ace o ool w5
™M g’ . =
— i (=]
=) o =
a0 A oy TOUETER
G o Sy P S s e pmas o o o s am 7T
am 2m 4m am 10.00

-7 T T T T T
12m Hm 1|00 1200 aom

C045mgiTt (10%ACND1%HPOR)

RT | Aea |%Awea| Hegh | BPPaieCourt | Wdh@50% Resoiion | Seledivity
1| 613| 16| 015 317 36551 00755

2 | 8200| 156| 014 413 122080 00551 18762| 1443
3 | 832| ess| 05| 13w 83057 ooe81| 1275 10
4 | 8eo6| 2me| 0| 708 12304 00581| 3308| 1051
5| 88| 64| 060 11N 381 00684| 21%| 10%
6 | 91@| 14241| 123| 6% 1023
7 | 9185 1108586 9540 | 156667 37507 01115 1011
8 | o75| 1032| o8| e 21233 o15&2| 2667 1079
9 [10061| 6787 05| 1453 143525 006s| 142| 102
10 [10708| 2223| o19| 47 123172 0o718| 5638| 1075
sum 11509965

HPLC of 7i
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SAMPLE

INFORMATION

Sample Mame:
Sample Type:
Vial:

Injection #:
Injection Volume:
Run Time:

Date Acquired:
Date Processed:

116-86-VAD-245

Unknown
29

1

10.00 ul
25.0 Minutes

14.02.2023 1:05:42 PM EET
14.02.2023 2:15:09 PM EET

Acquired By:
Sample Set Name:
Acq. Method Set:
Processing Method

Channel Name:
Proc. Chnl. Descr.:

System
140223 seniss
Serdss_Grd0%
Gr_40%

2998 Chi 254nm@4.8nm
2998 Ch1 254nm@4.8nm

15 min Gr. 40-95%ACN + 0.1%H3P04; 5 min . 95%ACN; 2 min Gr. 95-40% ACN,; 3 min [z. 40% ACN.

Apollo C18-13 5um (4.6x150 mm)

F=1mL/min. T=40cC.
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0.08 Il
= 0.064 |
1 [
0,04 ll
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1 | li¢) 0w o @
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T e —. - T Tty R
0.00 200 4.00 6.00 8.00 10.00 12.00 14.00
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T T |' T T T | T T T '| T T T '| T T T |' T T |
0.00 2.00 4.00 6.00 8.00 " 1000 12.00 14.00
Minutes
C=0,4mg/ml (50%ACN+0,1%H3P0D4)
RT Area % Area | Height | EP Plate Count | Resolution | Selectivity | Width @ 50%
1 |4.155 5236 0.35 1312 25187 0.062
2 14.356 736 0.05 171 1.08
3 |4.515| 1460658 98.22 |1 123568 3093 1.08 0.191
4 |5.000 1373 0.09 226 1.19
5 |5.688 1624 0.1 296 23190 1A% 0.088
6 |[5.943 1128 0.08 297 52157 2.02 1.06 0.061
7 |6.245 1586 0.11 356 46239 2.75 1.07 0.068
8 |6.795 1801 0.12 366 42970 4.46 1.12 0.077
9 |7.266 871 0.06 160 30545 3.7 1.09 0.098
10 |7.980 1377 0.09 308 69741 4.99 1.13 0.071
11 | 8.516 1331 0.09 235 46657 3.86 1.08 0.093
12 |9.045 7774 0.52 1646 88375 3.80 1.08 0.072
13 |9.173 1665 0.11 395 1.02
Sum 1487158.9
HPLC of 7j
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SAMPLE

INFORMATION

Sample Name: 114-84-VAD-259
Sample Type: Unknown

Vial: 27

Injection #: 1

Injection Volume:  10.00 ul

Run Time: 25.0 Minutes

Acquired By:
Sample Set Name:
Acg. Method Set:
Processing Method

Channel Name:
Proc. Chnl. Descr.:

Date Acquired:

Date Processed:

14.02.2023 11:20:55 AM EET

14.02.2023 1:08:31 PM EET

System

140223 serviss
Sendss_Grd40%

Gr_40%

2998 Ch1 254nm{@4.8nm
2998 Ch1 254nm@4.8nm

Apollo C18-13 S5um ({4.6x150 mm)

15 min Gr. 40-95%ACN + 0.1%H3P04; 5 min [z. 95%ACN; 2 min Gr. 95-40% ACN; 3 min tz. 40% ACN

F=1mL/min. T=400C.
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0.08 ﬁ
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o«
0.000 e o&fé iy
0.00 200 a0 800 800 1000 1200 Ci400
Minutes
C=0,35mg/ml (50% ACN+0,1%H3P04)
RT Area % Area| Height | EP Plate Count | Selectivity | Width @ 50%
1 |4.768 5187 0.46| 1051
2 |4.847 5759 0.51] 1537 1.02
3 |5.407| 1107586 99.02 | 96307 4686 1.17 0.186
Sum 1118531.7
HPLC of 7k
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Therapeutic efficacy of inhibitor 7f against P. falciparum in vivo

@ QCT-NONE

4 QC2-NONE

< QC3-2day=10mg/kg-UID-CHLOROQUINE
O 21N286-4dayx40mgfkg-UID-VAD6E14

11 21N292-4day=40mg/kg-BID-VADE14

2 21N302-4day=40mag/kg-TID-VADGE14

o VHHEH
A e

% parasitemia in blood

Day of assay
Figure S1. Therapeutic efficacy of inhibitor 7f against P. falciparum in vivo. The figure shows
the parasitemia in peripheral blood of PfalcHuMice: untreated (QC1 and QC2), treated with
chloroquine (QC3) or treated with inhibitor 7f at 40 mg/kg, p.o., UID, BID or TID, (individuals

21N286, 21N292, and 21N302, respectively). The arrows indicate the time points of drug
administration.
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