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Experimental
Chemistry

General. All the performed reactions were monitored by silica gel thin-layer chromatography (precoated Macherey-Nagel,
60FUV254). Macherey-Nagel, silica 60, 230-400 mesh silica gel was used to perform flash chromatography purification.
Buchi-Tottoli instrument was used to determine compounds melting points and are uncorrected. 'H-NMR spectra were
recorded with a Varian Gemini 200 and samples were dissolved in CDCl;5 solutions. J values are given in Hz. Accurate mass
spectra were recorded on a micrOTOF-Q-Bruker using methanol as solvent to dissolve compounds.

Procedures for the obtainment of compound 15 were previously reported.?

General procedure for the synthesis of the 5-aminoesters-2-furan-2-yl-8-methyl-8H-pyrazolo[4,3-e][1,2,4]triazolo[1,5-
c]pyrimidine (1-14). 5-Chloro-derivative 15 (100 mg, 0.364 mmol) was dissolved in 5 mL of ethanol (methanol for the
synthesis of compound 13) in a tube. Triethylamine (1.092 mmol, 152 pL) and the appropriate aminoacid ethyl ester (1.092
mmol) were added to the mixture, the tube was sealed and heated at 110°C for 2 hours. The reaction was monitored
through thin layer chromatography (EtOAc 9 : MeOH 1). The solvent was then removed under reduced pressure and the
residue purified by column cromatography (EtOAc 9.5 : MeOH 0.5) affording the desired compounds (1-14).
2-(2-Furan-2-yl-8-methyl-8H-pyrazolo[4,3-e][1,2,4]triazolo[1,5-c]pyrimidin-5-ylamino)-propanoic acid ethyl ester (1): yield
35%; yellow solid; mp 55°C 'H-NMR (200 MHz, CDCls) &: 1.29 (3H, t, J=7), 1.66 (3H, d, J=8), 4.12 (3H, s), 4.26 (1H, q, J=7),
6.60 (1H, dd, J=2, J=4), 6.74 (1H, bs), 7.31 (1H, d, J=4), 7.65 (1H, d, J=2), 8.20 (1H, s). HRMS m/z: [M+Na]* Calcd for C16H17N;O3
378.1285, Found 378.1283 (A=0.0002).
2-((2-(Furan-2-yl)-8-methyl-8H-pyrazolo[4,3-e][1,2,4]triazolo[1,5-c]pyrimidin-5-yl)amino)-3-methylbutanoic acid ethyl ester
(2): yield 28%; white solid; mp 152°C H-NMR (200 MHz, CDCl3) &: 8.10 (1H, s), 7.64 (1H, s), 7.23 (1H, s), 6.72 (1H, d, J=9),
6.60 (1H, m), 5.00 (1H, dd, J=7, J=9), 4.26 (2H, q, J=7), 4.11 (3H, s), 2.52-2.36 (1H, m), 1.31 (3H, t, J=7), 1.09 (6H, d, J=7).
HRMS m/z: [M+Na]* Calcd for C1gH,1N703 406.1598, Found 406.1599 (A=0.0001).
2-(2-Furan-2-yl-8-methyl-8H-pyrazolo[4,3-e][1,2,4]triazolo[1,5-c]pyrimidin-5-ylamino)-4-methyl-pentanoic acid ethyl ester
(3): yield 41%; pale orange solid; mp 145°C 1H-NMR (200 MHz, CDCls) 6: 8.11 (1H, s), 7.64 (1H, d, J=2), 7.23 (1H, d, J=4), 6.60
(1H, dd, J=2, J=4), 6.29 (1H, d, J=8.8), 5.07 (1H, t, J=7), 4.22 (2H, q, J=7), 4.11 (3H, s), 1.86 (3H, m), 1.29 (3H, t, J=7), 1.01 (6H,
d, J=5). HRMS m/z: [M+Na]* Calcd for C;9H23N703 420.1755, Found 420.1754 (A=0.0001).
2-((2-(Furan-2-yl)-8-methyl-8H-pyrazolo[4,3-e][1,2,4]triazolo[1,5-c]pyrimidin-5-yl)amino)hexanoic acid ethyl ester (4): yield
35%; orange solid; mp 75°C 1H-NMR (200 MHz, CDCls) 6: 8.30 (1H, s), 7.66 (1H, s), 7.37 (1H, d, J=3.4), 6.75 (1H, d, J=8), 6.61
(1H, m), 5.08-4.95 (1H, m), 4.25 (2H, q, J=7), 4.12 (3H, s), 2.20-1.80 (2H, m), 1.41-1.27 (7H, m), 0.90 (3H, t, J=7). HRMS m/z:
[M+Na]* Calcd for C19H23N703 420.1755, Found 420.1757 (A=00002)
2-((2-(Furan-2-yl)-8-methyl-8H-pyrazolo[4,3-e][1,2,4]triazolo[1,5-c]pyrimidin-5-yl)amino)-2-phenylacetic acid ethyl ester
(5): yield 34%; white solid; mp 189°C 'H-NMR (200 MHz, CDCls) 6: 8.08 (1H, s), 7.62-7.54 (3H, m), 7.39-7.36 (3H, m), 7.22-
7.14 (2H, m), 6.59 (1H, d, J=1.6), 5.99 (1H, d, J=7.4), 4.29-4.10 (5H, m), 1.25 (3H, t, J=7.2). HRMS m/z: [M+H]* Calcd for
C1H19N703 418.1622, Found 418.1620 (A=0.0002).
(R)-2-((2-(Furan-2-yl)-8-methyl-8H-pyrazolo[4,3-e][1,2,4]triazolo[1,5-c]pyrimidin-5-yl)amino)-3-(1H-indol-2-yl)propanoic
acid ethyl ester (6): yield 42%; pale yellow solid; mp 128°C 'H-NMR (200 MHz, CDCIls) 6: 8.23 (1H, s), 8.10 (1H, s), 7.60 (2H,
bs), 7.35-7.08 (6H, m), 6.79 (1H, d, J=12), 5.40-5.21 (1H, m), 4.17-4.10 (5H, m), 3.56 (2H, m), 1.20 (3H, t, J=7.1). HRMS m/z:
[M+H]* Calcd for C24H2,Ng03 471.1888, Found 471.1889 (A=0.0001).
2-((2-(Furan-2-yl)-8-methyl-8H-pyrazolo[4,3-e][1,2,4]triazolo[1,5-c]pyrimidin-5-yl)amino)-3-hydroxypropanoic acid ethyl
ester (7): yield 39%; white solid; mp 188°C 1H-NMR (200 MHz, CDCls) &6: 7.69 (1H, s), 7.65 (1H, s), 7.23 (1H, d, J=3.8), 7.06
(1H, d, J=8), 6.61 (1H, dd, J=1.6, J=4), 5.05-4.98 (1H, m), 4.48-4.19 (4H, m), 4.05 (3H, s), 1.35 (3H, t, J=7.2). HRMS m/z:
[M+Na]* Calcd for C16H17N704 394.1234, Found 394.1230 (A=0.0004).
(S)-2-((2-(Furan-2-yl)-8-methyl-8H-pyrazolo[4,3-e][1,2,4]triazolo[1,5-c]pyrimidin-5-yl)amino)-3-(4-
hydroxyphenyl)propanoic acid ethyl ester (8): yield 23%; brown sticky foam IH-NMR (200 MHz, CDCls) 6: 8.06 (1H, s), 7.60-
7.59 (1H, m), 7.18-7.16 (1H, m), 7.08 (2H, d, J=8.4), 6.84 (2H, d, J=8.4), 6.72 (1H, d, J=8.0), 6.55 (1H, dd, J=1.8, J=3.2), 5.24-
5.14 (1H, m), 4.19 (2H, q, J=7.2), 4.09 (s, 3H), 3.52 (1H, dd, J=8.0, J=16.0), 3.22 (1H, dd, J=8.0, J=16.0), 1.23 (3H, t, J=7.2). H
of hydroxy group not detected. HRMS m/z: [M+H]* Calcd for C2,H>1N704 448.1728, Found 448.1724 (A=0.0004).



(S)-2-((2-(Furan-2-yl)-8-methyl-8H-pyrazolo[4,3-e][1,2,4]triazolo[1,5-c]pyrimidin-5-yl)amino)-3-phenylpropanoic acid ethyl!
ester (9): yield 36%; brown sticky foam 1H-NMR (200 MHz, CDCls) &: 8.15 (1H, s), 7.63 (1H, s), 7.30-7.24 (6H, m), 6.72 (1H,
d, J=8.2), 6.59 (1H, bs), 5.32-5.24 (1H, m), 4.25-4.12 (5H, m), 3.41-3.33 (2H, m), 1.24 (3H, t, J=7.2). HRMS m/z: [M+H]* Calcd
for C22H21N703 432.1779, Found 432.1778 (A=0.0001).
2-((2-(Furan-2-yl)-8-methyl-8H-pyrazolo[4,3-e][1,2,4]triazolo[1,5-c]pyrimidin-5-yl)amino)-3-hydroxy-3-phenylpropanoic
acid ethyl ester (10): yield 31%; white solid; mp 195°C 1H-NMR (200 MHz, CDCls) &: 8.04 (1H, s), 7.63 (1H, s), 7.50-7.47 (2H,
m), 7.33-7.21 (4H, m), 7.01 (1H, d, J=9.2), 6.58 (1H, bs), 5.49 (1H, bs), 5.30 (1H, dd, J=3.4, J=9.2), 4.21 (2H, q, J=7.0), 4.07
(3H, s), 3.04 (1H, bs), 1.22 (3H, t, J=7.0). HRMS m/z: [M+H]* Calcd for C2,H2:N;04 448.1728, Found 448.1726 (A=0.0002).
(S)-2-((2-(Furan-2-yl)-8-methyl-8H-pyrazolo[4,3-e][1,2,4]triazolo[1,5-c]pyrimidin-5-yl)amino)succinic acid diethyl ester (11):
yield 44%; brown sticky foam 1H-NMR (200 MHz, CDCls) 6: 8.09 (1H, s), 7.52 (1H, s), 7.21-7.14 (2H, m), 6.59 (1H, bs), 5.29-
5.25 (1H, m), 4.29-4.11 (7H, m), 3.19-3.17 (2H, m), 1.32-1.23 (6H, m). HRMS m/z: [M+H]* Calcd for CioH»1N;Os 428.1677,
Found 428.1679 (A=0.0002); [M+Na]* Calcd for C19H,1N7Os 450.1496, Found 450.1498 (A=0.0002).
(S)-2-((2-(Furan-2-yl)-8-methyl-8H-pyrazolo[4,3-e][1,2,4]triazolo[1,5-c]pyrimidin-5-yl)Jamino)pentanedioic acid diethyl ester
(12): yield 37%; brown sticky foam H-NMR (200 MHz, CDCl3) 6: 8.09 (1H, s), 7.62 (1H, s), 7.22 (1H, d, J=4.4), 6.78 (1H, d,
J=8.0), 6.59-5.58 (1H, m), 5.10-5.02 (1H, m), 4.31-4.07 (7H, m), 2.53-2.17 (4H, m), 1.41-1.18 (6H, m). HRMS m/z: [M+H]*
Calcd for CyoH23N70s 442.1833, Found 442.1832 (A=0.0001).
(S)-1-(2-(Furan-2-yl)-8-methyl-8H-pyrazolo[4,3-e][1,2,4]triazolo[1,5-c]pyrimidin-5-yl)pyrrolidine-2-carboxylic acid methyl!
ester (13): yield 43%; pale yellow solid; mp 104°C *H-NMR (200 MHz, CDCls) &: 8.06 (1H, s), 7.60-7.59 (1H, m), 7.13-7.11
(1H, m), 6.56-6.55 (1H, m), 5.48-5.36 (1H, m), 4.28-4.09 (5H, m), 3.74 (3H, s), 2.24-2.00 (4H, m). HRMS m/z: [M+H]* Calcd
for C17H17N703 368.1466, Found 368.1466 (A=0.0000).
4-(2-Furan-2-yl-8-methyl-8H-pyrazolo[4,3-e][1,2,4]triazolo[1,5-c]pyrimidin-5-ylamino)-butyric acid ethyl ester (14): yield
57%; pale yellow solid; mp 174°C 1H-NMR (200 MHz, CDCls) &: 1.25 (3H, t, J=7), 2.11 (2H, quint, 1=7), 2.47 (2H, t, J=7), 3.51
(2H, q, J=7), 4.11-4.20 (5H, m), 6.38 (1H, bs), 6.59 (1H, dd, J=2, J=4), 7.20 (1H, d, J=4), 7.62 (1H, d, J=2), 8.09 (1H, s). HRMS
m/z: [M+Na]* Calcd for C17H19N703 392.1442, Found 392.1443 (A=0.0001).

Biology

Radioligand binding to hA;, hA,, and hA; ARs. All performed binding studies have been performed as previously reported.2
CHO cells transfected with human AR subtypes have been used to obtain membranes for radioligand binding. Removal of
cell fragments and nuclei have been performed by centrifugation at low-speed (1,000 x g), then centrifugation at 100,000
x g led to the sedimentation of the crude membrane fraction. The membranes were resuspended in the appropriate buffer
(50 mMTris/HCI buffer pH 7.4 for hA; and hA;a AR; 50 mMTris/HCI,10 mM MgCl,, 1 mM EDTA, pH 8.25 for hA; AR) and
stored at -80 °C. 1 nM [3H]CCPA, 10 nM [3HINECA and 1 nM [3H]JHEMADO were used as radioligands for hA;, hA;a and hA3
ARs, respectively. [3H]CCPA non specific binding was determined using theophylline (1 mM), while 100 uM R-PIA has been
used for [3H]NECA and [3H]HEMADO.234 SCTFIT was the program used for Ki values calculations that was the mean of 3-6
replicates.>

Adenylyl cyclase activity. Functional studies for the hA,z AR were performed using adenylyl cyclase experiments. Minor
modifications were carried out on the previously reported procedures.2® In this experimental procedure the homogenate
of hA,B-CHO cells was subjected to high speed centrifugation and the sedimented membrane pellet was then resuspended
in buffer (50 mMTris/HCI, pH 7.4) and directly used for the assay. Affinity of compounds was determined by inhibition of
NECA-stimulated adenylyl cyclase activity (NECA, 5 uM). About 150,000 cpm of [a-32P]ATP was incubated with membranes
and the incubation mixture for 20 min without EGTA and NaCl.® Hill equation was used to calculate ICso that was the mean
of 3-6 replicates. Hill coefficients were near unity.

Computational studies

Molecular modeling operations were done with the MOE program”’ on a 12 CPU (Intel® Xeon® CPU E5-1650 3.80 GHz) Linux
workstation. MD simulations were carried out using the ACEMD engine® and the CHARMM36/CHARMM36 general force
field (CGenFF) on NVIDIA GTX 980Ti and NVIDIA GTX 980 drivers. The GOLD? software and the goldscore scoring function
were used for docking simulations. Ligand structures were built with the MOE-builder tool. lonization states were assigned
by the MOE-protonate 3D implementation. Tautomers and hybridization were checked. The MMFF94x was used for the
geometry optimizations (root mean square (RMS) gradient < 0.05 kcal mol-1 A-1). The docking search space was assigned
to a sphere of 20 A radius, centered on the N&55 peptidic nitrogen. 20 poses were obtained for any ligand docked at each
receptor subtype. Partial charges were assigned to the ligands and protein as provided by the MMFF94 and AMBER14:EHT?0
force fields, respectively. The hA; AR and the hA; ARs’ atom positions were extracted from the Protein Data Bank!! crystal
structures 3PWH?2 and 5UEN?3, respectively. A homology model of the hAsAR was adopted, constructed in our previous
study (SI4).24 Both molecular docking and MD simulations on ARs included the presence of the sodium ion and its first
solvation shell.’> In most cases, conserved residues were reported with the Ballesteros—Weinstein numbering.1¢
Electrostatic, van der Waals and hydrophobic contributions reported in the IE fingerprints and in the per-residue histograms
were calculated with MOE. Plots were drawn with Gnuplot 4.6.17 Figures showing three-dimensional molecules were
created using UCSF Chimera,!8 except Figure 8, for which the VMD-1.9.3 graphical interface was exploited.® Ligand
parameters to use in MD simulations were obtained from the Paramchem web service. The 1-palmitoyl-2oleyl-sn-glycerol-



3-phospho-choline (POPC) lipid bilayer was generated as a model of the cell membrane. For this purpose the Orientations
Proteins in Membrane (OPM) database coordinates?® and the VMD membrane builder plugin were used. Lipid molecules
within 0.4 A of the protein were deleted and TIP3P2! water molecules were included for solvation with Solvate1.0.22 Na*/Cl-
neutralizing counterions were added reaching a concentration of 0.154 M. System was equilibrated in three steps: 1) 1500
conjugate-gradient minimization steps to reduce lipid-protein steric clashes and a NPT ensemble MD simulation of 5 ns
constraining the ligand, protein, and lipid phosphorus atom position at 1 kcal mol-* A-2; 2) NPT MD simulation of 10 ns
constraining the protein, the ligand, the sodium ion and its first solvation shell; 3) the coordinates of ligand, protein alpha
carbons and sodium complex were constrained for 5 ns. A time step of 2 fs was used in any simulation along with the
Berendsen barostat (1 atm),23 the Langevin thermostat (temperature, 310 K; low dumping, 1 ps1),2* the M-SHAKE
algorithm 25 and a cutoff of 10 A for long-range interactions. Ligand-protein interaction energy was calculated by means of
the NAMD energy Plugin 1.4.26
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Display Report

Analysis Info
Analysls Mame
Method
Sampiz Mama
Comment

Leu-Enk.m

DAData\Praio'26.02.20MWVE105.d

Acquisiion Date 2262020 10035047 AM

Operater  BDAL{DE
Instrument  micrOTOF-Q  B228232.00052

Acqulaltion Paramefer
Bource Ty EBl
Foous Mot scive
Bean Begin 50 miz
Bean End 1000 miz

Poskive
4500 v
=0
350.0 Vpp

lon Polarky

Set Capllary

St End Plate Critsas
Eet Collsion Gl BF

Bt Nebullzer
Zat Ory Heater
Set Ory Gas
et Divert Valve

0.4 Bar
00 "c
4.0 Urnili
Source

Inbans
alot
a

L}

AI0.1754

35031552

T |

4733414
il |. ]

WERLS. o #8615, 0.0H0 2min A]- 1)

Ly 1l

1,333 fd 4041

350 450

S0

550 #50 miz

Inbang
wlort

413.5208
i

am1Ts4

4zl1T3a

42E1B19
L

+W15, 0.0-0 2rmin A1-7)

4203171

4;-1:1 T2 I ay}_‘gu}a

4125 4150

78 420 4225

4250 4275 4300 4325 mi

Iniang

2000

1500

1000

414 415

1+
&21.1755

1+
A1 ATED

1+
Ard 1E6
T - |IE
418 220 422

Wi 0t DD, Menila, 4201755

-li-!

Bruker Compass DataAnalysis 4.2

printed: 2262020 10:43:38 AM
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Display Report

Analyslz Info Acquistion Date  226/2020 11:00:23 AM
Analysis Name  D\DIE\Praici26.02.200WS138.d
Method Lew-Enk.m Operstor  BOALZDE
Sample Mame Instrumenmt micrOTOF-Q  B225885.000:52
Comment
Acquisition Parameter
Bource Tyes E2 lon Polarty Poskive Bt Mebullzer 0.4 Bar
Foous Mot acive et Capllary 4500 W 21 Dry Heater e c
Scan Begh 50 miz Zet End Flate Offsst =500 W Bet Dry Gas 4.0 Uil
Bcan End 1000 miz et Collsion C=llRF 350.0 Wpp Tt Divert Valve Source
Intans WHLIH 2 0, 000, Amin ¥12-1
Pili
96,1940
]
E ]
2
. 217.3438
L e | || e
200 300 400 500 0 700 &0 miz
Intens M5, 0L4-0.4min E1Z-13]
¥l
4201757
5
4
3
2
4211798
1
213.7938 A17 1855 412.1750 -!?FJ!J'-'J qnﬁ:sa 432,199
1 i E
4125 450 4175 4200 425 4250 4175 4300 325 miz
Inbans Whia i kD, Mrila, 20,1755
i+
— 4301755
1500
1000
1+
500 4711782
1+
421 480G
L vy o L L L A L DL e o
4124 4150 4178 4200 4228 428.0 4278 4300 4325 miz
Bruker Compass DataAnalysls 4.2 prinfed: 2MZ6/2020 11:15:50 AM by: BOALEDE Page 1af1
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Display Report

Analysls Info Acquistion Date 22020 11:21:20 AM
Analysls Name  DADaEPraict26 02 200WS130.d

Method Leu-Enk.m Operator  BOALEDE

Sampie Name Instrument micrOTOF-2  B228885.00052
Comment

Acquiattion Parameter

Bource Tygs E2l lon Polarky Posle B Nebullzer 0.4 Bar
Foous Mot acdve St Capllary 4500 WV et Ory Hemer |orc
Bcan Begin 50 miz et Ervd Plabe Orifses =00V 8= Ory Gas 4.0 Umini
Hcan End 1000 miz Set Collsion CHlRF - 350.0 Vpp B Divert Vahe Source

Intans WELIG,; 5, 0040, 2min A4
Pelias

24
240

15
14 191.1953

A14.1620

3593553
a5

el UL Ml

10 o0 300 Al 00 o] OO &0 800 miz

Intang +hi5, 0.0-0.2min 415
wiort

23

41£.1830

24

419.1553
0.5

am.1735
. q”f!ﬁud.u}n | | AEL1500 4232213 45590 |'|

414 418 418 “20 422 24 L miE

Intans Wi MMy, Menl, 4181623
1+
A1E 1633

1+
A18 16

1=

AT
-\

, . U — . , . . . v .

e 4 418 420 412 424 426 miz

Bruker Compass DataAnalyel 4.2 prinied: 2262020 11:06:12 AM by: BOALEOE Page 1of 1
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Display Report

Analysls info
Analysls Name
Method

Sampis Nams
Commeant

DDataPratc’26.02. 200W 3140,
Lau-Enkm

Acquistion Date 262020 11:30:24 AM

Operator  BDAL{IDE
Instrument mCPOTOF-G  B228E8E DOCS2

Acqulattion Paramatsr

Bource Tyee
Foous

2can Beghh
2can End

E3l

Mot aciee
50 miz
1000 miz

lon Polarky
Set Capllary

Zei End Plabe Orifset
Zet Colision Call BF

Poskive

=00V
350.0 Vpp

‘2t Nebullzer
Ze2 Dry Heaisr
Bef Ory Gas
et Divert Valve

0.4 Bar
200 °C
4.0 Wil
Source

Indans
gt
2.5

20
15
10
05
oo T

4711885

2313.1323

311954
Lt

T I “|LI-..||=..L||L..1

L.,

WELAGd; +8A5, 0.0-0.min A1-H

B AART

TLSRIL E35.5543

e

o ¥ Eii]

500 #00

00 o 800 miz

Inlene
Al

25

20

1.5

10

0.5

a0 T

AT1.18a0

a8, 550 23,3851

472.10%

A473.3404
| .

M5, 0,0-0.3mmin #1-5

&73.3430 &k 5124

468 470

ara

ATE 478 480 mig

IRt e

471.1BES

1

afa

i+
AFLi%EE

&73.1941
i

ATz 4ty

Wi 0 TiaH el W=nH, 471.1865

Bruker Compass DalaAnalyss 4.2

printed: 2262020 11:3205 AM
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Display Report

Analysls info
Analysls Name

Method

Sampie Nams

Comment

DDataPratoi26.02.200W3141.4
Leu-Enkm

Acqulsition Date 2262020 11:43:04 AM

Operator  BOALEDE
instrument micrOTOF-Q  B2285365.00052

Acquiaition Parameter
Source Typ=

Fooss

Bcan Begln

Scan End

EBI lon Polarky Posive
HNot acive et Capllary 4500 W
50 miz Set End Plake Orffsat =MV
1000 miz Set Collslon CallRF - 350.0 Vpp

Bt Mebullzer 0.4 Bar
Sef Ory Hemer 200 "C
Bei Cry Gas 4.0 Umin
Do Divert Yalve Source

Inbans
it
240

1.5
10
05

yi |

394.9230

28115949

WhHIALd; +M DD P min #1-21

FEG AR

ID].II.{GE L i F ].J.IL. ||. . I A T
o 3 4 =0

B T &0 miz

Irtafis
i

0.5

i}

3941230

3951371

397.1398
S04 k150 WA

+ME 0007 min X1-21

401 2644 4B 2055
A i

3H |z 35 L e

400 402 404 40Emiz

Inbzns

2000

1500

1+
3941234

1+
3051 3E0

Lé

3051143
1

Sy ol MM 0y, BlrMa, 041254

g8

3 52 I 106 8

400 0z 204 406 mE

Bruker Compass DataAnalysks 4.2 printed: 20262020 114810 AM

by: BOALGOE Page 1of1
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Display Report

Analysiz Info
Analysls Name
Method
Sampia Nama
Comment

Leu-Enkm

DADatEPraici26.02. 20031434

Acquisition Date  Z26/2020 1200032 PM

Operatar

BOALMOE

Instument micrOTOF-0 B228588.000:52

Acquiaition Parameter
Bource Type =1]
Fooas Mot acive
Bcan Begin 50 miz
Bcan End 1000 miz

lon Polarky
St Capllary

Eet End Plabe Orifses
Eet Collsion C=ll BF

Postive
4500 W
=00V
350.0 vpp

et Nebulzer
8= Ory Hemler
Jet Ory Gas
et Divert Valve

0.4 Bar
ane "
4.0 Ui
Source

Irsbanis
i

100
0.7s
0.50
0.2%

AdR 1T

PH195T  38g.1471

,l 1 I-III||_|.. e s

WhIALA; M5, QU] Smin 81-14

THAS5ET EITITRA 0172047

400

500

B0

00 el

a0 mig

Inbans
ot

048
0%
04

02

43,7597
440.3177 ]

0 - I &

4453830

4281724

sl

e

4331749

a5 17Ta0
ik

+M5%, O] Smin 8- 14

AST Aaan

| i

442 4L
Intens

2000

445 448

14
43,1728

1+

A0

444,175

1+
4503 7E1

457 454
VoSt H Ry, Menk, 448,175

455

438 mix

442 444

446 448

450

452 45

456 458 mix

Bruker Compass DaaAnalysls 4.2

prinied:

2r162020 12:03:45 PM

by: BOALEDE

Page 1 of 1
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Display Report

Analysls Info Acquistion Date 22602020 1216:55 PM
Analysls Name  DAData\Praici26.02. 2003 144.d
Method Leu-Enk.m Operator  BOAL{IDE
‘Sample Mame Instrument micnDTOF-Q  B225585 00052
Comment
Acquisttion Paramater
Bource Typ= E&l lon Polarfy Poskive Hat Nebulzer 0.4 Bar
Foous Mot acive Eet Capllary 4500 vV Bef Dry Heaier Ml "G
Zcan Begh 50 miz Set End Flate Offsst =500 W 21 Ory Gas 4.0 Umiln
Bcan End 1000 miz Set Collsion C=llBF 350.0 ViR Bt Divert Valve Source
Intans VL84 ; + M, O, Bemin i
il
5 £32.1778
4
3
2
:] 2911549 3811903 T m 413670 B0.ZEN £95.3021
300 400 500 00 o0 800 iz
Intans +h%, 0, Bemin 5
Al
5 4321778
F
3
2
233,203
! 35,1383 L1882
AZEAGED | 4asam a1 2060 ]
a bk A ad L N ' A
a6 428 430 FLE] 43 438 438 440 a2 miz
Intens VoS L i Pl 0y, WA enb, 4321779
i
000 4331779
1500
10HE
1+
4331806
500
1+
434,1832
ﬁ rl
426 428 40 432 43 46 438 440 442 miz
Bruker COmpass DSaARalyEE 4.2 prinied; ZAZG/2020 122021 PM by: BOALEDE Fage 1of 1
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Display Report

Analysls info Acquistion Date 22602020 12:23:26 PM
Analysls Name  DiDaE\Prato’26.02.20MvE145.d
Methaod Leu-Eni.m Oparatar BDALEDE
Sampke Mame Instrument micrfOTOF-Q  B228886.00092
Comiment
Acqulaition Parametsr
Bource Typ= EBl lon Polarfy Poske Bt Nebullzer 0.4 Bar
Foous Mot acive St Capllary 4500 W Bt Dry Hemer il
Hcan Begin 50 miz Set Ervd Plabe CriTget =S00 Hei Ory Gas 4.0 Umin
Hcan End 1000 miz Set Collsion CIRF - 350.0 Vpp Bt Divert Valve Source
Inbans W 1AS b RS, 0 3-0 Amin F10-11
o
HA1T26
I
3
2
1 LT zog pagy 9172534
a | ™ I Al |. 5307250 B112670 |.
2 30 400 5 L] oo 204 Liut mig
Inbans <P, 1. 3-0 Amin ¥10-11
Palind
44K 1706
4
. ]
z
1 AdE 1 TER
4. 55 4453971 450 17Td4 4573805
a . i i
442 all 45 448 450 4352 454 A55 428 miz
Inbens WSyt gt By O, Wi H, 448,07 1558
is
3000 4251723
1500
1K
1+
448, 1750
500
1+
4502 7K1
ﬂ I 1
a8 444 446 448 450 452 A0 455 458 miz

Bruker Compass DaaARlyEE 4.2 prinied; ZU26/2020 12:26:20 PM by. BOALEDE Fage 1 of 1
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Display Report

Analysks Info Acquistion Date 22602020 12:31:02 PM
Analysls Mame  DADSEPTaCi26 02.200WS146.0

Method Leu-Enkm Operator  BOALEDE

Sampla Mame Instrument  micrOTOF-Q  B228588.00052
Comment

Acquisltion Paramater

Hource Type E2l lon Polarty Postie et Nebullrer 0.4 Bar
Fooas Mot acive St Capllary 4508 W 8= Dry Heaier 200 "C
Bcan Begin 50 miz St Erd Flabe Crifses =0V 8= Ory Gas 4.0 Uil
Hcan End 1000 miz Eet Collslon G2l RF 350.0 Vpp et Divert Vahe Source

Il'I‘lInl'.!I LG d; #8153, 0.1-0, 1min AZ-4
fal

420,167%
0.4

06
04
02 arranas
. . . |

100 200 300 + 500 GO0 [t &0 w00 m

Inbans +415, 11,10, Lmin A2
2103

10,1678
iE:}

05

04

02 439.1712

4273145 L
424 425 428 420 452 434 L] miz

04

Intens W e oy, benb, 4281677
14

2000 4131877

1+
500 AZ3 1704

1+
430171

a L il
4z 424 425 418 430 412 414 418 miz

Bruker Compass Datahnalysis 4.2 priniEd; SU2G/Z020 12:32.10 PN by. BOALEOE Fage 1 of 1



Display Report

Analysls Info Acquisttion Date 2262020 12:31:02 PM
Analysls Name  DADaEPTaioias 02 200WS146.4

Methad Leu-Enk.m Operator  BOALEDE

Sample Mame Instrumesntt  mMICPDTOF-O  B228555.00052
Comment

Acquiattion Parameter

Jource Ty EBI lon Polarity Poshive Bt Nebullzer 0.4 Bar
Foous Mot acive St Capllary 4500 W Bef Dy Hemier 00 "c
Bcan Begini 50 miz Z&t End Plabe OrfTgat =mw 2= Dry Gas 4.0 Umin
dcan End 1000 miz Set Collslon CellRF - 350.0 Vpp B Divert Walve Source

Inkans WELAGO: +415, 0,1-0.1min AZ-4
P e

42810673
oA

06
04
02 3773515

0g . . + .
100 200 0 400 500 &0 i) B0 ] mig

Inbans M5, 0,10 Jmin 74
P4 [

450 1453

4511527

445 3945 47,1475 453’:-5-“ )
444 445 448 450 452 454 455 458 460 miz
riens mdicnﬂum.m'mtﬁﬂ.ﬂ!ﬂ

is
ELRE

456.1971
|

2000

I+

500 451.1523

1+
&52.15a47
'

444 445 442 450 452 a4 426 458 450 miz

BIUKEr COMpass DataAnalyEls 4.2 prinied:  ZIZ6l2020 12:35:40 PH by: BOALEOE Page 1071
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Display Report

Anzlysls Info Acqulstion Date 2262020 12:08:25 PM
Analysls Name  DVDStEPraici26 02 200 147.0

Methad Leu-Enk.m Operator  BOALADE

Sampie Name Instument mMerCTOF-Q  B228885 00052
Comment

Acqulsttion Paramefer

Bource Type E3l lon Polarfy Poskve Bt Mebullzer 0.4 Bar
Fooss Mot aCive Set Capllary 4500V Bt Oy Hemier 200 "C
‘Scan Begln 50 miz Set End Plabe Crifses =V et Ory Gas 4.0 Ll
‘Scan End 1000 miz Zei Collsion C=lRF - 350.0 Vpp Bt Divert Valve Source

Inhlrlr.!‘ WSTAT.d; +BA%, G50 Amin #59-108
g fal
E
04
Y
02 3131543

oa . III. i | || - . - .
00 300 400 00 E00 700 a0 i

Iriirll!‘ +ME, OLB-0 D min. #9-108
g L)

A4k 1RED

443 1837
LE]

05

04

442 1B
0z

AAA.085T e a0ig
00 - & -

438 450 442 444 45 448 miz
Intens Wonar.t:Canbin i, Mank, 4421833
1s
4430833
2000
1500
1HK
1
- 443.1861
1+
| 444.1885
a | ) i
438 240 442 444 426 448 miz

Bruker Compass DaaAnalysl 4.2 prinied; ZIZG/2020 12:12:26 P by. BOALEOE Fage 1071
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Display Report

Analysls Info Acquisition Date  226/2020 11:51:36 AM
Analysls Name  DADataPraicas 02.200W3142.4d

Metnod Leu-Enkm Operator  BOALDE

Sample Mama Instrument mEPOTOF-Q 822858500052
Commeni

Acqulsition Paramster

Bource Type EzI lon Polerky Postive Bt Nenulzar 0.4 Bar
Foous Mot actve St Capllary s500v 2t Ory Heater 200°c
Bcan Begln 50 miz Set End Flate Offsst =300V Bt Ory Gas 4.0 Umin
Bcan End 1000 miz Set Collslon Cell BF 350.0 Wpp Bt Divert Vale Source

Imnr.! WELALd: +315, 0,040, 3min A1-5]
g L)

1.25 LB ELL
1.00
0.75

0.50 TET.25E2
0.25 J

3021176
L1 R Sty e R T ‘ ' T

Inkens VWS, 0.0-08 3rvin A1-5]
Rals
I6E 1866

0,75

0.50

025 3651494

EEREE
0,00 ; - ; L . T r -
62 Ea 368 bt ] arz2 3 are miz

Inb=ns Vim0 iy, WnH, 3681465
1+
El2-A

2000
1500

1000

L

Ly 3631492

|
|.l AMISLE
[T T T v . - A

s s 368 am ' a2 ' a4 e miz

Bruker Compass DataAnalysls 4.2 prinied: ZIZRME020 11:55:10 AN by, BOALEOE Fage 1of 1
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Display Report

Analysis info
Analysls Name
Method

Sampls Name
Comimeant

Leu-Enkm

DDataPratphi26.02. 200V E106.4

Acquisition Date 22602020 10026251 AM

Operatar

BOALZIOE

Instrument micrOTOF-2  B2285858.00052

Acquisition Parameter
Bource Ty =]
FoDas MOt acive
Zcan Begin 50 miz
Bcan End 1000 miz

Poskive
4500 W
=00
350.0 vpp

lon Polarty

Set Capllary

&t End Plate Orifsat
=t Collslon C&l BF

Bt Mebullzer
Bez Ovy Hemler
Bez Cvy Gas
Bas Divert Valhve

0.4 Bar
200 °C
4.0 Umini
SourceE

Inbans
ali

[

2001548
1 Pl

353.1443

WL AT, [0HGL 2min A7)

100

300

I Ak
400

miz

Inleng
wiit

3021445

3.147F

394.1453

+M15, 0.0-02mmin A1-7]

0z 384

388 400 i

Inbans

1#
153.1443

i+
393,148

14
‘J 1940492
¥ T |al

154

Whsaa 0inHa oD, MenMa, 392,127

400

Bruker Compass DalaAnalysls 4.2

printed: 2262020 10:51:58 AM

Fage 101



