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General information

Unless noted otherwise, all reactions were carried out under argon in oven-dried glassware.
Anhydrous solvents were distilled from solvents using agents as indicated and transferred under
nitrogen: THF (Na/benzophenone), toluene (Na/benzophenone), MeCN (CaH:), and DCM
(CaHz). Chromatography was performed using flash chromatography Teledyne ISCO CombiFlash
NextGen 300+ system with RediSep Rf Gold Silica or RediSep (marked as SiO2) Rf Gold
Reversed-phase C18 columns (marked as SiO>-Cig or Si0>-Cis-Aq). All starting materials were
used as purchased (Merck, Alfa Aesar, TCI, Fluorochem, Combi-Blocks), unless otherwise
indicated. All inhibitors were purified using an ECOM compact preparative system
TOY18DADS00 (flow rate 15 mL/min; gradient 0 — 60% or 0 — 80% H>O (0.1% trifluoroacetic
acid)/MeCN in 60 min), with a ProntoSIL 120-10-C18 ace-EPS column, 10 um, 20 x 250 mm.
The purity of compounds and composition of the reaction mixtures were tested on a Waters UPLC-
MS Acquity with QDa Mass Detector (flow rate 0.5 mL/min, gradient 0 — 100% H20 (0.1%
formic acid)/MeCN in 7 min) with an ACQUITY UPLC BEH C18 Column, 130 A, 1.7 um,
2.1 mm x 100 mm with 2.1 mm x 5 mm pre-column. The final inhibitors were of at least 95%
purity. "TH-NMR spectra were recorded on Bruker instruments at 401, 500 or 600 MHz; *C-NMR
spectra were recorded at 101, 126 or 151 MHz. Chemical shifts are provided in J-scale in ppm;
coupling constants J are given in Hz. Chemical shifts marked with an asterisk (*) are visible in
two-dimensional NMR spectra (HMBC). FT-IR spectra were recorded using Nicolet iS50
spectrophotometer. Wavenumbers ¥ are provided in cm™!. ESI or APCI high resolution mass
spectra were recorded using a Thermo Scientific LTQ Orbitrap XL (Termo Fisher Scientific) and
EI or CI high resolution mass spectra were recorded using an Agilent 7250 GC/Q-TOF, both

controlled by MassLynx software.
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Experimental procedures

Synthesis of heterocyclic intermediates

5-Bromo-2,2-dimethylbenzo[d][1,3]dioxole (37):

o 2,2-Dimethylbenzo[d][1,3]dioxole (1.00 g, 6.66 mmol, 1.0 eq.) was dissolved
in DMF (20 mL) followed by an addition of N-bromosuccinimide (1.18 g, 6.66 mmol, 1.0 eq.).

/@EO Compound was prepared according to according to the published procedure!'l.
Br

The reaction mixture was allowed to stir for 16 hours until the starting material was consumed
(GC-MS). Then EtOAc (50 mL) was added, and the organic phase was washed with water
(3 x 80 mL) and brine (1 x 20 mL). Then the organic phase was dried over anhydrous MgSQO4, and
the solvents were evaporated, and the residue was purified by flash chromatography (SiO», n-
hexane/EtOAc = 100:0 — 95:5) to afford the desired acetonide 37 (1.28 g, 84%). 'H NMR
(401 MHz, CDCl3) ¢ = 6.89 (dd, J=8.1,2.0 Hz, 1H), 6.86 (d, /= 2.0 Hz, 1H), 6.60 (d, /= 8.1 Hz,
1H), 1.67 (s, 6H) ppm. *C NMR (101 MHz, CDCl3) § = 148.4, 146.8, 123.7, 119.0, 112.4, 112.1,
109.4, 25.8 ppm.

(2,2-Dimethylbenzo[d][1,3]dioxol-5-yl)boronic acid (38):
/©:O Compound was prepared according to according to the published
HO\B

o procedurel?].

OH Compound 37 (2.0 g, 8.73 mmol, 1.0 eq.) was dissolved in anhydrous THF
(44 mL) in flame-dried flask under argon atmosphere. The solution was cooled to —78 °C followed
by an addition of 2.5M solution of n-butyllithium in hexanes (4.2 mL, 10.5 mmol, 1.2 eq.)
dropwise at —78 °C under argon atmosphere. Then the reaction mixture was allowed to stir for
1 hour followed by an addition of triisopropyl borate (2.4 mL, 10.5 mmol, 1.2 eq.) dropwise. The
reaction mixture was allowed to stir for 1 hour —78 °C and then 16 hours at room temperature.
Then the reaction mixture was quenched by water (2.0 mL) followed by an addition of 5% HCI
(aq.) until pH = 4 and slurry was dissolved. The aqueous phase was extracted with EtOAc
(3 x 50 mL) and combined organic phases was washed with brine (1 x 10 mL) and dried over
anhydrous MgSO4. The solvents were evaporated, and the residue was purified by flash

chromatography (SiOz, n-hexane/EtOAc = 100:0 — 0:100) to afford the desired boronic acid 38
(1.21 g, 71%). "H NMR (401 MHz, CDCl3) 6 = 7.75 (dd, J=7.7, 1.2 Hz, 1H), 7.53 (d,J= 1.2 Hz,
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1H), 6.86 (d, J = 7.8 Hz, 1H), 1.73 (s, 6H) ppm. 3C NMR (101 MHz, CDClz) 6 = 151.4, 147.5,
130.7, 118.2, 114.4, 108.5, 26.1 ppm.

Bromination of 2,3-dimethoxypyridine:

2,3-Dimethoxypyridine (1.00 g, 7.2 mmol, 1.0 eq.) was dissolved in anhydrous DMF (2.0 mL)
followed by an addition of solution of N-bromosuccinimide (1.28 g, 7.2 mmol, 1.0 eq.) in
anhydrous DMF (1.0 mL). Then the reaction mixture was allowed to stir for 24 hours at room
temperature until the starting material was consumed (TLC, UPLC-MS). Then EtOAc (40 mL)
was added, and organic phase was washed with water (3 X 100 mL) and brine (1 x 10 mL). The
organic phase was dried over anhydrous MgSOs. The solvents were evaporated, and the residue
was purified by flash chromatography (SiO2-Cis, H2O (0.1% TFA)/MeCN= 100:0 — 30:70) to
obtain two fractions. Both were separately concentrated to half of volume and extracted with
dichloromethane (3 x 30 mL), washed with water (1 x 20 mL) and dried over anhydrous MgSOa.
The solvents were evaporated to afford more polar 5-bromo-2,3-dimethoxypyridine (39) (628 mg,
40%) and less polar 6-bromo-2,3-dimethoxypyridine (40) (707 mg, 45%).

5-Bromo-2,3-dimethoxypyridine (39):
Bro_~_OMe 'H NMR (401 MHz, CDCl3) 6 = 7.76 (d, J = 2.1 Hz, 1H), 7.12 (d, J = 2.1 Hz,
o | 1H), 3.97 (s, 3H), 3.85 (s, 3H) ppm. °*C NMR (101 MHz, CDCl;) § = 153.5,
144.6,137.4,120.3, 111.2, 56.1, 54.0 ppm. MS (ESI) m/z calcd for CyHeBrNO,
[M +H']" 217.98, found 217.75.

6-Bromo-2,3-dimethoxypyridine (40):

_~_OMe "H NMR (401 MHz, CDCl3) 6 = 6.96 (d, J = 8.0 Hz, 1H), 6.89 (d, J = 8.0 Hz,

Sy | oMo 1H), 3.98 (s, 3H), 3.82 (s, 3H) ppm. 3*C NMR (101 MHz, CDCls) 6§ = 153.9,
143.6, 126.7, 119.9, 119.8, 56.1, 54.5 ppm. MS (ESI) m/z calcd for C;HoBrNO»

[M+H'T"217.98, found 217.78.

Br

2-Bromo-4,5-dimethoxypyridine (41):

OMe 2-Bromo-5-fluoro-4-iodopyridine (1.21 g, 4.0 mmol, 1.0 eq.) was dissolved in
| N OMe anhydrous DMF (2.5 mL). Then the flask was put into a cold-water bath
Br” N7 (approx. 15 °C) and freshly prepared sodium methoxide (540 mg, 10 mmol,

2.5 eq.) was added to the mixture. The reaction mixture was allowed to stir for 2 hours at room

temperature under nitrogen atmosphere until starting material was consumed (according to
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UPLC-MS (A =254 nm): ratio (2-bromo-4,5-dimethoxypyridine/2-bromo-4-iodo-5-
methoxypyridine) = 27.6:72.4). Then the reaction mixture was quenched by an addition of
saturated aqueous solution of NH4ClI (30 mL) and water (30 mL). Aqueous phase was extracted
with EtOAc (1 x 20 mL). Then the organic phase was washed with water (3 x 50 mL), brine
(1 x 10 mL) and dried over anhydrous MgSQas. The solvents were evaporated, and the residue was
purified by flash chromatography (SiO», cyclohexane/hexane/EtOAc = 100:0 — 0:100) to afford
the desired 2-bromo-4,5-dimethoxypyridine (41) (242 mg, 28%). 'H NMR (401 MHz, CDCI;)
5="17.80 (s, 1H), 6.88 (s, 1H), 3.87 (s, 6H) ppm. *C NMR (101 MHz, CDCl3) 6 = 156.5, 145.9,
133.8, 132.6, 110.5, 56.7, 56.3 ppm. HRMS (EI) m/z calcd for C7HsBrNO, [M]™ 216.9733, found
216.9731.

2,3-Dimethoxypyrazine (42):

e 2,3-Dichloropyrazine (1.50 g, 10.1 mmol, 1.0 eq.) was dissolved in anhydrous

N OoM
N
[ I methanol (10 mL). Then the solution was cooled to 0°C by ice/water bath and
N oM

© freshly prepared sodium methoxide (4.91 g, 90.1 mmol, 9.0 eq.) was added in one

portion. Then the reaction mixture was allowed to stir for 30 minutes at 0 °C and then for 2 hours
at room temperature under nitrogen atmosphere until the starting material was consumed (TLC,
UPLC-MS). Solvent was evaporated and residual solids were suspended in water (50 mL).
Aqueous phase was extracted with dichloromethane (3 x 40 mL) and combined organic phases
were washed with brine (1 x 10 mL) dried over anhydrous MgSQOs. The solvents were evaporated
to afford the desired 2,3-dimethoxypyrazine (42) (1.12 g, 84%). 'H NMR (401 MHz, CDCls)
6 =17.61 (s, 2H), 4.00 (s, 6H) ppm. 3*C NMR (101 MHz, CDCls) 6 = 150.7 (2C), 132.1 (2C), 54.0
(2C) ppm. MS (ESI) m/z caled for CsHoN2O2 [M + H']" 141.06, found 141.07.

5-Bromo-2,3-dimethoxypyrazine (43):
Ny OMe Compound 42 (280 mg, 2.0 mmol, 1.0 eq.) was dissolved in anhydrous DMF

B JINIOMe (2.8 mL) followed by an addition of N-bromosuccinimide (498 mg, 2.8 mmol,
1.4 eq.). Then the reaction mixture was allowed to stir for 4 days at room

temperature until the starting material was consumed (TLC, UPLC-MS). Then EtOAc (20 mL)

was added, and organic phase was washed with water (3 x 50 mL). The organic phase was dried

over anhydrous MgSO4. The solvents were evaporated to afford the desired 5-bromo-2,3-

dimethoxypyrazine (43) (107 mg, 24%). 'H NMR (401 MHz, CDCl3) 6 = 7.69 (s, 1H), 4.01 (s,
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3H), 3.98 (s, 3H) ppm. 3C NMR (101 MHz, CDCLy) § = 149.7, 149.6, 133.0, 124.9, 54.9,
54.5 ppm. MS (ESI) m/z caled for CéHsBrN,0; [M + H*] 218.98, found 218.76.

6-Chloro-3,4-dimethoxypyridazine (44):

N_ _oMe Compound was prepared according to according to the published procedurell.
N™
| _ 3,4,6-Trichloropyridazine (2.00 g, 10.9 mmol, 1.0eq.) was dissolved in

Cl OMe
anhydrous methanol (150 mL). Then the solution was cooled to 0°C by ice/water

bath and freshly prepared sodium methoxide (1.76 g, 32.7 mmol, 2.0 eq.) was added. Then the

reaction mixture was allowed to stir for 48 hours at room temperature under nitrogen atmosphere
until conversion of starting material stayed unchanged (according to UPLC-MS (A =254 nm): ratio
(product/starting material) = 30.1:69.9). Solvent was evaporated and residual solids were dissolved
in EtOAc (40 mL). Organic phase was washed with saturated aqueous solution of NH4Cl
(3 x40 mL) and brine (1 x 20 mL) dried over anhydrous MgSQO4. The solvents were evaporated,
and the residue was purified by flash chromatography (SiO2, cyclohexane/EtOAc = 100:0 —
70:30) to afford the desired 6-chloro-3,4-dimethoxypyridazine (44) (286 mg, 15%). '"H NMR
(401 MHz, CDCl3) 6 = 6.76 (s, 1H), 4.14 (s, 3H), 3.94 (s, 3H) ppm. *C NMR (101 MHz, CDCl;)
6 =157.1,151.2, 149.9, 56.4, 55.5 ppm. MS (ESI) m/z calcd for CsHsCIN2O> [M + H']" 175.03,
found 175.15.

2-Chloro-4,5-dimethoxypyrimidine (45):

N 4IOMe Compound was prepared according to according to the published procedurel®!.
- )\\N | 2,4-Dichloro-5-methoxypyrimidine (1.00 g, 5.59 mmol, 1.0 eq.) was dissolved

oM in methanol (21 mL) followed by an addition of potassium carbonate (772 mg,
5.59 mmol, 1.0 eq.) Then the reaction mixture was allowed to stir for 16 hours at room temperature
under nitrogen atmosphere until the starting material was consumed (TLC, UPLC-MS). Solvent
was evaporated and residual solids were suspended in EtOAc (50 mL). Organic phase was washed
with water (2 x 50 mL), brine (1 x 10 mL) and dried over anhydrous MgSOs4. The solvents were
evaporated to afford the desired 2-chloro-4,5-dimethoxypyrimidine (45) (801 mg, 82%). 'H NMR
(401 MHz, CDCl3) 6 = 7.87 (s, 1H), 4.06 (s, 3H), 3.91 (s, 3H) ppm. >*C NMR (101 MHz, CDCl3)
6 =161.3, 150.1, 141.8, 138.2, 56.7, 55.2 ppm. MS (ESI) m/z calcd for CsHsCIN2O> [M + H']*
175.03, found 175.09.
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Anti-Influenza A H1N1 California effect of compounds,

cytopathic effect (CPE) detection

Anti-Influenza A HINT1 California activity of selected compounds was tested in MDCK cells
(20,000 cells/100 pL), and A549 cells (25,000 cells/100 pL) in 96-well plate. Compounds were
added to the cells, and after one hour, cells were infected with Influenza A HIN1 California virus
(MOI 0.002 for MDCK cells and MOI 0.02 for A549 cells). Infection was carried out in the
Influenza growth medium (DMEM high glucose, no serum, 10 mM HEPES, 0.125% BSA
Fraction, 1 pg/mL TPCK-Trypsin, Penicillin/Streptomycin)

Cells were incubated for 3 days (MDCK cells) or 4 days (A549) in 37°C, 5% CO2. After
incubation, cytopathic effect (CPE) was analysed by XTT colorimetric assay. 50 pl of 50:1 mixture
of XTT labelling reagent (1 mg/mL) and PMS electron-coupling reagent (0.383 mg/mL) was
added to the wells and incubated for 4 hours at 37 °C in 5% CO.. Formation of orange formazan
dye was measured in EnVision plate reader. The experiments were performed in biological
triplicates, and the resulting data were analysed using GraphPad Prism 9.0 software (GraphPad
Software, San Diego, CA, USA).

Compound 24 (A549) Compound 33 (A549 CPE) Compound 34 (A549)
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50 50
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Minireplicon assay

To determine the effect of the tested compounds on polymerase activity in cell, we used a
minireplicon assay adapted as described. All plasmids for the minireplicon assay were kindly
provided by Prof. Yoshihiro Kawaoka, University of Wisconsin, Madison, USA. HEK293T cells
were seeded in a 96-well plate at a concentration of 3x10° cells per well in 100 uL. of DMEM
complete (10% FBS, Penicillin/Streptomycin) medium. Alternatively, A549 cells were seeded in
a 96-well plate at a concentration of 3x10° cells per well in 100 pL of DMEM complete (10%
FBS, Penicillin/Streptomycin) medium. The cells were co-transfected with a set of plasmids
encoding the three polymerase subunits and the viral nucleoprotein (pcDNA-PB1, pcDNA-PB2,
pcDNA-PA, pcDNA-NP, all sequences originating from influenza A/WSN/33 HINT1 strain), and
with an influenza virus-specific RNA polymerase I-driven firefly luciferase reporter plasmid
(pPoll-Flu-ffLuc), using Lipofectamine 2000 (Thermo Fisher Scientific, Waltham, USA). To
minimize transfection variability, the plasmid pGL4.74 (Promega, Madison, USA) encoding the

sequence for Renilla luciferase was used as an internal control. Cells were harvested two days after
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transfection and incubation with peptides, and luciferase expression was determined using Dual-
Glo® Luciferase Assay System (Promega, Madison, USA) as per the supplied protocol. The
experiments were performed in biological triplicates, and the resulting data were analysed using

GraphPad Prism 9.0 software (GraphPad Software, San Diego, CA, USA).
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Baloxavir Acid (A549)
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Cytotoxicity assay

The cytotoxic concentrations that reduced target cell viability by 50% (CCso) were determined by
incubating serial dilutions of each tested compound and control compounds with the selected cell
cultures. HEK 293T cells were seeded at 3x10° cells per well in 100 pl of DMEM complete
medium. The following day the tested compounds were added to the corresponding well and the
cells were incubated for 48 hours at 37 °C in 5% CO». After incubation, cell viability was analysed
by XTT colorimetric assay. 50 pl of 50:1 mixture of XTT labelling reagent (1 mg/mL) and PMS
electron-coupling reagent (0.383 mg/mL) were added to the wells and incubated for 4 hours at 37
°C in 5% COz. The formation of orange formazan dye was measured on a Tecan Spark plate reader
(Tecan Life Sciences, USA). The experiments were performed in biological triplicates, and the
resulting data were analyzed using GraphPad Prism 10.0 software (GraphPad Software, San Diego,
CA, USA).
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Compound 24 (A549) Compound 33 (A549 Cytotoxicity)
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Baloxavir Acid (MDCK)
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AlphaScreen Assay

AlphaScreen experiments were performed using a Perkin Elmer Enspire plate reader in 96-
well ProxiPlates. Biotinylated L-742.001 derivative was captured on Streptavidin-coated donor
beads (Perkin Elmer). Separately, GST-PA-Nter fusion protein was bound to GSH-coated acceptor
beads (Perkin Elmer). These solutions were incubated for 60 min at room temperature in the dark
and subsequently mixed and incubated for an additional 120 min. In experiments screening for
endonuclease inhibitors, compounds were mixed with both types of beads prior to the 120-min
incubation. The optimal concentrations of biotinylated L-742.001 derivative and GST-PA-Nter
were 15 nM and 50 nM, respectively. The concentrations of donor and acceptor beads were 5
pg/mL each in a 50 pL reaction volume. All experiments were performed in AlphaScreen reaction
buffer (25 mM Tris-HCI, pH 7.4, 150 mM NacCl, 0.05% Tween20, I mM MnCl,, 10 mM MgCl,

and 1 mM 2-mercaptoethanol).
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Crystallographic data collection and refinement statistics

Supplementary Table S1 — Diffraction data collection and refinement statistics. The data in parentheses refer to the

highest-resolution shell for data collection statistic.

NPA in complex with compound 36
Wavelength (A) 0.9184

Space group P6422
73.93, 73.93, 128.16,
90.00, 90.00, 120.00

Cell parameters (A, °)

Resolution range (A) 50.00-2.46 (2.61-2.46)
Number of unique reflections 14236 (2289)
Multiplicity 20.9 (20.7)
Completeness (%) 99.9 (99.9)
Rumerge® 0.27 (5.16)
CCun (%) 99.8 (32.1)
Average 1/o(]) 11.93 (0.64)
Wilson B (A?) 66.35
Refinement statistics
Resolution range (A) 45.3-2.5(2.57-2.5)
No. of reflection in working set 7306 (527)
No. of reflection in the test set 385 (28)
Ryork value (%)° 0.227 (0.345)
Rfree value (%)° 0.258 (0.370)
RMSD bond length (A) 0.004
RMSD angle (°) 1.024
Number of atoms in AU 1486
Number of protein atoms in AU 1437
Number of water molecules in AU 25
Mean ADP value (A?) 58.05
Ramachandran plot statistics®
Residues in favored regions (%) 93.89
Residues in allowed regions (%) 6.11
PDB code SPPX

2 Rmerge = (/Inkt - {I)])/Inki, where the average intensity (I) is taken over all symmetry equivalent measurements and i

is the measured intensity for any given reflection
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R-value = ||F,| - |F¢||/|Fo|, where F, and F. are the observed and calculated structure factors, respectively.
¢ Rfwee s equivalent to R-value but is calculated for 5% of the reflections chosen at random and omitted from the
refinement process.

4 As determined by Molprobity. !
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"H NMR, 401 MHz, 298 K, CDClj4
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IR spectra of pseudoflavonoids

% Transmittance

100

951

90+

851

801

751

10+

651

60+

551
50

Z2RR587

1380

1283

1192

Re®

OH OH
24
(FT-IR, KBr semi)

O OH
OH

3000 2000 1500
Wavenumbers (cm-1)

1000

500

S97



% Transmittance

100]
98]
961
94]
92]
90]
88
86
841
82]
80]
78]
76]
74]
72]

70

1616

OH OH

31
(FT-IR, KBr semi)

3000

2000

1500
Wavenumbers (cm-1)

1000 200

S98



% Transmittance

100+

951

901

851

801

751

70

651

601

633

3418

3105

2929

3051

1539

1496

1646

1609

1457

1383

1357

1275

1244
1104

1166

1107

)
]
= — o -
— o m I~
@ w |
1)
-
[
[ o o @
= s o2 e
2 @ 2 =
[

829

X

HO
N
SON

OH OH

32
(FT-IR, KBr semi)

OH

0]

436

3000

2000

1500
Wavenumbers (cm-1)

1000

500

S99




%Transmittance

100R2RR753
91 g - ® 8
901 g | =
851 3 E
80 3 =
75] Y
? OH
@ HNTY
707 g "o
& . - N
E 2 | o
65] s a & 2
60! OH OH
5 R 2 5 33
95 S - (FT-IR, KBr semi)
50
3000 2000 1500 1000 500

Wavenumbers (cm-1)

S100




% Transmittance

101
100
90]
98]
97]
96
95]
04
93]
92]
1]
90]
89]

88

[??RRG634

3442

1629

1688

1384

1164

1114

N
HO
SO
H
OH OH
34

(FT-IR, KBr semi)

LK

0]

3000

2000

1500
Wavenumbers (cm-1)

1000

500

S101




% Transmittance

100

98+

96+

944

921

901

86+

86+

84

821

80+

78

OH OH

35
(FT-IR, KBr semi)

3000

2000

1500
Wavenumbers (cm-1)

1000

500

S102




% Transmittance

100

901

80

70

601

501

40

301

g E (=] E ) N N OH
& 2 |
g - HO
g g m 3 N~ 0
" OH OH
© 36
= 7 (FT-IR, KBr semi)
3000 2000 1500 1000 500

Wavenumbers (cm-1)

S103




HRMS spectra

XASERVISHR\2021\zari_2021\apci\RR427 09/07/21 12:01:16 RR427
APCI
RR427 #123-126 RT: 3.35-343 AV: 4 SB: 27 0.13-041,0.76-1.17 NL: 3.93E4
T: FTMS + p APCI corona Full ms [200.00-600.00]
307.13294
C20H4g O3=2307.13287
0.20959 ppm

§2.823888.8F

O>L
MeO o)
3

(HRMS, APCI, positive mode)

Relative Abundance
7ot f 2. 0.8 8. 8.8.8,

T T T LAY LAAA) AL RAAS) Al bALES LML RAL LAY LAASS LA) MALAS LLAA) LAALY RALA) LAY LALE) LibLd RAAMS MAAAS R
3066 306.8 307.0 307.2 307 .4 3076 3078 308.0

m/iz

011021_servisHR_neg_2 10/01/21 09:41:08 Reiberger, RR428

011021_servisHR_neg 2 #42-48 RT: 2.38-2.73 AV:7 NL: 8.06E5
T: FTMS - p ESI Full ms [220.00-2000.00]
251.07129
Cig Hy1 O3=251.07137
100 -0.30499 ppm
95

90

OH

® HO OH

80
75
70
65 4

60 (HRMS, ESI, negative mode)
55
50
45
40
35
30
25
20
15
10

Relative Abundance

252.07453

247 248 249 250 251 252 253 254 255 256 257 258
m/z
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ZNSERVISHR\. \020921_servisHR_2

020921_servisHR_2 #32-101 RT: 2.62-2.70 AV: 4 NL: 9.38E6
T: FTMS + p ESI Full ms [200.00-2000.00]

09/02/21 10:15:00

Reiberger, RR418

338.13864
CzoHzo O4 N =338.13868
10 -0.12096 ppm
9
9 0]
8 >L
8 MeO N 0]
N
T
T /
6!
o
g " OMe
2 5
25 6
s .
£ (HRMS, ESI, positive mode)
2 a
3
3
2
3 339.14184
1
1
L R o o o e o L e o o Y LB B B o o R 0 B L o e
336.0 336.5 3370 3375 338.0 3385 339.0 339.5 0 3405 3410 3415 2.0
miz
110921_servisHR_26 09/13/21 16:12:08 Reiberger RR 422
110921_servisHR_26 #87-95 RT: 2.32-2.54 AV: 9 NL: 9.33E6
T: FTMS + p ESI Full ms [200.00-2000.00]
270.07603
C5H12 04 N =270.07608
-0.19447 ppm
~ OH
g =
o
o
c
2
< OH
o
2
k- 7
x g
(HRMS, ESI, positive mode)
271.07923
e T reeferer ey e e .
260 265 270 275 280 285 290
miz
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XADATA 202311230414 _servisHR_38

230414 servisHR 38 #36-37 RT: 2.03-2.09 AV: 2 NL: 1.82E6

T: FTMS - p ESI Full ms [150.00-1250.00]

Relative Abundance

~ @ o
[T I =R ]

B o @ @
oo o O o
L

S
o

= = NN W W
o ;o @ o O
ol b b T b hen e b b b i

3]

04/14/23 16:55:02 RR400

267.06633
C16 H11 O4 = 267.06628
0.18208 ppm

268.06952

HO

OH

OH

OH
12

(HRMS, ESI, negative mode)

[=]

260 262

264

Z\2024DATAN._\240430_XservisHR+ESI_12

266 268 270 272
m/z

04/30/24 10:53:02 Reiberger, RR402

240430 _XservisHR+ESI_12#354 RT: 223 AV: 1 NL: 2.06E7
T: FTMS + p ESI Full ms [100.0000-800.0000]

Relative Abundance

80
75
70

189.08093

C12H13 02=189.08101

-0.41814 ppm

190.09427

274

276

MeO

OMe
14

(HRMS, ESI, postive mode)

g

T
188.5

™
189.0

T ik wa LA LA L L Mo e w
190.0 190.5 191.0
m/z

T
189.5
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100821_servisHR_2 210811093444 08/11/21 09:34:44 Reiberger, RR403
100821_servisHR_2 210811093444 #80-82 RT. 2.14-2.19 AV: 3 SB: 9 0.06-0.28 NL: 8.81E4
T: FTMS + p ESI Full ms [100.00-800.00]
337.15801
C1gHza 04 B Na=337.15816

-0.44578 ppm

Relative Abundance

NN W W A A B D N

=]

336.16200

o

MeO B«

OMe

15
(HRMS, ESI, postive mode)

338.16006

T T T T
336.0 336.5

XASERVISHR\2021\srpen_2021\apci\RR407 08/19/21 14:24:54 RR407
APCI
RR407 #30-31 RT: 0.80-0.83 AV: 2 SB: 9 0.64-0.66,0.01-0.17 NL: 1.01E6
T: FTMS + p APCI corona Full ms [125.00-1500.00]
325.14333
Ca20H2104=32514344

-0.31767 ppm

g 2 2
\|HH|\IH?

=3}

Relative Abundance
L]hllll?lllﬁﬂ\I\I?\I\Ilﬂl\I?lllﬁ”llll?ll\ILFIHJ?HH‘.r‘J\I\?JIIIIIIIIUH

sl

326.14679

3.}

OMe

MeO
OMe

OMe

16
(HRMS, APCI, postive mode)

=}

T T T
322 326 328
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XASERVISHR\2021\srpen_2021\apcitRR409 08/19/21 14:27:29 RR409
APCI

RR400 #67-68° RT: 1.81-1.84  AV: 2~ SB: 17 0.09-0.36 , 0.42-0.55 NL: 7.69E5
T: FTMS + p APCI corona Full ms [125.00-1500.00]
26908078
C1sH13 04 = 26908084
-0.19192 ppm

s OH

5 HO
0 OH

45 OH

17
(HRMS, ESI, postive mode)

Relative Abundance
o
o

5 270.08424

T T T T T T T f T f T T T T T
268.5 269.0 2695 270.0 270.5 27110

m/z

XASERVISHRL..\020622_servisHR_neg_11 06/02/22 10:49:59 RR534
020622 _servisHR neg 11 #37-39 RT: 2.09-2.20 AV: 3 NL: 9.02E6
T: FTMS - p ESI Full ms [80.00-1000.00]
247.06115
C13H11 05=247.06120
-0.20785 ppm

50 MeO CO,H

OMe OH

20
(HRMS, ESI, negative mode)

o
=

5

=]

Relative Abundance

'
=]

'S
@
sl b b [ fi

35

248.06416

2
bl

o

T T T T T T T
243 244 245 246 247 248 249 250 251
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X\SERVISHR\..\020622_servisHR_neg_12

06/02/22 10:54:59

020622_servisHR_neg_12 #37-41 RT. 2.09-232 AV: 5 NL: 9.04E6

T: FTMS - p ESI Full ms [80.00-1000.00]

Relative Abundance

261.07680

RR541

C14 H13 05 =261.07685

-0.18340 ppm

262.07979

MeO

CO,H

OMe OMe
21

(HRMS, ESI, negative mode)

Name Reiberger_RR527
Inj. Vol. {ul) 1
Data File

x10°

1.8
1.7
1.67
1.57
1.4
1.5
1.2
1.17

14
0.5
0.5
0.7
0.67
0.57
0.4
0.5 343.1828

0.2

Reiberger_RR527.D

Rack Pos.

Plate Pos.
Method (Acq)

Instrument
IRM Status

20220127_24min_from Comment

45to320 ELM

344.1802

(C19 H25 [11B] 05: +EI Scan {ri: 18.2-18.2 min, 6 scans) Frag=70.0V Reiberger_RR527.D Subtract

GCQTOF
Success

345.1827

MeO

Acg. Time (Local)

Operator

5/2/2022 2:53:55 PM
{UTC+02:00)

B<

OMe OMe

22
(HRMS, EI)

346.%344

T T
343.2 343.4 343.6

T
343.8

T T T
344 344.6 3.8
Counts vs. Mass-to-Charge (m/z)

S109
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020622_servisHR_7_220603093521

06/03/22 09:35:21

020622_servisHR_7_220603093521 #101 RT: 271 AV: 1 NL: 1.16E6

T: FTMS + p ESI Full ms [220.00-2000.00]

Relative Abundance
(5]
T

35

el
2}

sl llealeg

]
=]

1l

=i
1

2]
[N

[=]

367.15378
C22 Hz3 05 =367.15400
-0.60523 ppm

368.15631

RR545

MeO o

o

OMe OMe

23
(HRMS, ESI, positive mode)

I
3655

061022_servisHR_neg_21

061022 _servisHR_neq 21 #42-437 RT: 2.38-2.44” AV: 2 SB: 10 0.45-0.97 NL: 2.44E6

T: FTMS - p ESI Full ms [150.00-1250.00]

100
95
90
85
30
75
70
65
60
55
50
45
40
35

Relative Abundance

30
25
20
15
10

280 281

™ T
366.0 366.5

282

T
367.0

T
367.5 368.0

m/z

10/06/22 11:43:07

283.06091
C1s H11 O5=283.06120
-1.02580 ppm

284.06405

283 284 285

I
368.5 369.0

Reiberger RR587

T T
369.5

286 287 288

S110
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OH OH

24
(HRMS, ESI, negative mode)



XASERVISHR)..\290922_servisHR_11 09/29/22 13:22:14

200822 servisHR_11 #84-85 RT: 2.24-227 AV: 2 NL: 2.01E7
T: FTMS + p ESI Full ms [220.00-2000.00]

100
95
20
85
80
75
70
65
60
55
50
45
40
35
30
25
20
15
10

356.14920
Co0 H22 O5 N =356.14925
-0.13812 ppm

Relative Abundance

357.15240

o

RR585

378.13102
C20 H21 O5 N Na=378.13119
-0.46388 ppm

OMe

MeO ™

OMe

OMe OMe

25
(HRMS, ESI, positive mode)

379.13408

O o SR e e

358

L T

360

T T

362

T T

364

T T T T
366 368
m/z

T T T
352 354 356

040123_servisHR_6 01/04/23 09:35:05
040123_servisHR_6 #132-141 RT: 3.73-3.99 AV: 10 SB: 20 0.44-0.99 NL: 1.34E6
T: FTMS + p ESI Full ms [220.00-2000.00]
356.14957
Cog Haz Os N = 356.14925

0.89215 ppm
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Relative Abundance
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357.15271
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RR629

OMe

MeO
OMe

OMe OMe

26
(HRMS, ESI, positive mode)

378.13145
CzoH21 Os N Na =378.13119
0.68255 ppm

379.13474
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V:\2023DATA\..\230818_XservisHR+ESI_05

08/18/23 09:24:43 Reiberger RR751_1

230818 XservisHR+ESI_05 #542-566 RT: 3.23-3.37 AV: 25 SB: 91 0.45-1.00 NL: 8.43E7

T: FTMS + p ESI Full ms [200.0000-2000.0000]
356.14892
C20H22 05 N = 356.14925
-0.92562 ppm

Relative Abundance
o

25 357.15150

5 358.15441

OMe

MeO N

OMe

OMe OMe

27
(HRMS, ESI, positive mode)

378.13085
Cz9Hp1 Os5 NNa=2378.13119

370.16438 0'914?4 ppm
| ,

IR N —_
350 355 360

T T R L b e M laanaaanass
365 370 375 380 385
m/z
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KASERVISHRL.W31022_senisHR_13 100522 11:30050 Relbarger RRSE3

031022_servisHR_13 #87-91 RT: 2.32-2.43 AV: 5 5B 46 025093, 1.59-2.40 NL: 9.14E5
T: FTMS + p ESI Full ms [220.00-2000.00]
379.12666
CagHap O5 Nz Na=379.12644

100+ 0.56749 ppm

95~

90~

85
. 357 14477

804 CioHz1 O35 N =357.14450 _N._ OMe
. 0.75387 ppm |

. MeO N
757 OO N~ “OMe

70
] OMe OMe
65 28

1 (HRMS, ESI, positive mode)
60—

55

50~

45

Relative Abundance

40-
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30-
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20~

157

103

ﬁllll‘{lll

T
350 385 360 365 370
miz

I |
aTs 380 385 390
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181022_servisHR_17 10/18/22 14:59:52

181022 servisHR 17 #86-91 RT: 2.40-2.55 AV: 6 SB: 20 0.44-0.99 NL: 2.74E6
T: FTMS + p ESI Full ms [220.00-2000.00]
357.14483
C19Hz1 Os5 N2 =357.14450
0.94141 ppm

© © o

D;
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®© o

Relative Abundance
-~ (%] o (=23 N ~ ~

lﬂlll?lllﬁ"\I\I$\I\ﬁlll:?‘lllﬂ.‘llll?ll\lﬂ\U?Hll(ﬂlll?lll

n

358.14775

= h

10

Reiberger RR594

OMe

MeO
© OMe

OMe OMe

29
(HRMS, ESI, positive mode)

379.12673
C19Hz0 Os5 N2 Na=379.12644
0.74819 ppm

m/z

KASERVISHRL.1110123_servisHRE_b5 0111723 09:34:42

RRB35

110123_servisHR_5 #142-143 RT: 3.92-3.95 AV: 2 SB: 23 0.24-0.50, 0.18-0.53 NL: 3.87E6

I FTMS + p ESI Full ms [220.00-2000.00]
357.14440
C19 H21 O5 N2 =357.14450
-0.26528 ppm

Relative Abundance

[ S - S S s B = B =)

358.14740

N7 OMe
|

NS

MeO
OMe

OMe OMe

30
(HRMS, ESI, positive mode)

379.12628
C1g H2o Os5 N2 Na = 379.12644
-0.44081 ppm

T LR ML L S ) L e
365 370

m/z

T T
355 360

T T T
375 380 385 390
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201022_servisHR_neg_4 221020142847 10/20/22 14:28:47 Reiberger RR593

201022_servisHR_neg 4 221020142847 #39-41 RT: 2.21-2.32 AV: 3 SB: 10 0.45-0.98 NL:7.31E5
T: FTMS - p ESI Full ms [150.00-1250.00]
284.05622
C1s H1o Os N = 284.05645

100 -0.79226 ppm

Relative Abundance

285.05941

ZT

HO
OH

OH OH

31
(HRMS, ESI, negative mode)

ZASERVISHR\..\130123_servisHR_22 01/13/23 11:58:17 Reiberger, RR633

130123_servisHR_22 #75 RT: 2.11 AV: 1
T: FTMS + p ESI Full ms [220.00-2000.00]

SB: 21 079-099,084-1.19 NL: 3 49E4

308.05313
C15Hyy Os N Na = 308.05204
0.61348 ppm

Relative Abundance
o
=}

5 307.18781 309.05744

OH

HO

Iz

OH OH

32
(HRMS, ESI, positive mode)

T T L LA T T T
307.0 307.5 309.0 3005
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230823_XservisHR_negESI_06 08/23/23 11:00:17 RR753

230823_XservisHR_negESI_06 #528-530 RT: 3.28-3.29 AV: 3 SB: 81 0.14-0.30, 0.16-0.48 NL: 1.53E7
I FTMS - p ESI Full ms [100.0000-800.0000]
284.05604
C15H1p O5 N =284 05645
100 -1.41710 ppm
95
90

85
80 HNTX OH

%
10 H O A O

65
60
55

o OH OH
45 33

40 ™
s (HRMS, ESI, positive mode)
30
25
20
15
10

Relative Abundance

285.05938

o

283.26579 286.06220
LAAAA LR R MR LA LAl L AL Lt LAl LA LA LAARRI R LA +
2835 284.0 2845 285.0 2855

m/iz

0= T

TrrTTren Ty
283.0 286.0 286.5

LASERVISHRL_ V160123 _servisHR_16 01/16/23 14:06:19 Relberger RRG34

160123 _servisHR_16 #84-89 RT: 2.36-2.50 AV: 6 SB: 30 0.50-0.89,0.47-0.87 NL: 4.63E5
T: FTMS + p ESI Full ms [220.00-2000.00]
309.04811
C14H1p O5 N2 Na = 309.04819
-0.26498 ppm

70 HO

OH OH

10 34
35 (HRMS, ESI, positive mode)

Relative Abundance
o
(=]

310.05125

T T L0 A s st g T T T
308.5 309.0 309.5 310.0 310.5 311.0 311.5 312.0
m/z
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X\SERVISHR\_\091122_servisHR_neg_3

091122 _servisHR_neg 3 #50 RT: 2.85 AV: 1 NL. 6.44E3

T: FTMS - p ESI Full ms [150.00-1250.00]

Relative Abundance
w
(=]

11/09/22 10:50:52

RR605

285.05145
C14Hg OsN2=28505169
-0.84909 ppm

HO

OH OH

35
(HRMS, ESI, negative mode)

170123 _servisHR_31_230117151215

0117/23 15:12:15

Rieberger, RR636

170123_servisHR_31_230117151215#98 RT: 276 AV: 1 SB: 58 0.59-1.27 ,0.53-1.45 NL: 7.76E5

T: FTMS + p ESI Full ms [60.00-800.00]

Relative Abundance
(%))
(=]

287.06649
C1s H11 Os5 N2 = 287.06625
0.83033 ppm

288.06981

HO

OH OH

36
(HRMS, ESI, positive mode)
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