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Analytical spectrum of compounds 7 — 19

1,3-dimethyl-5-[(2-{4-[3-(4-amino-5-chloro-2-methoxyphenyl)-3-oxopropyl]piperidin-1-
yl}ethyl)carbamoyl]benzene-1,3-dicarboxylate carbamate (7)
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Elemental Composition Report Page

Single Mass Analysis

Tolerance = 5.0 PPM / DBE: min =-1.5, max = 50.0
Element prediction: Off

Number of isotope peaks used for i-FIT = 3

Monoisotopic Mass, Even Electron lons

13720 formula(e) evaluated with 1 results within limits (up to 50 best isotopic matches for each mass)
Elements Used:

C:28-28 H:35-35 B:0-1 N:0-200 0:0-200 Na:0-1 CI:0-8

MACO042 187 (1.710) Cm (180:2186)

1: TOF MS ES+
1.92e+
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Maximum: 5.0 5.0 50.0
Mass Calc. Mass mDa PEM DBE i-FIT Norm Conf (%) Formula
560.2170  560.2164 0.6 1.1 12.5 1604.2 n/a  n/a €28 H35 N3 07 C1
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N*-(2-{4-[3-(4-amino-5-chloro-2-methoxyphenyl)-3-oxopropyl]piperidin-1-yl}ethyl)-N° N°-bis(2-
hydroxyethyl)benzene-1,3,5-tricarboxamide (8)
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Elemental Composition Report Page 1

Single Mass Analysis

Tolerance = 5.0 PPM / DBE: min = -1.5, max = 50.0
Element prediction: Off

Number of isotope peaks used for i-FIT = 5

Monoisetopic Mass, Even Electron lons

150 formula(e) evaluated with 1 results within limits (up to 50 best isotopic matches for each mass)
Elements Used

C:0-30 H:0-1000 N:0-6 0©:0-8 35CI 0-1

CERMN_MAC_D43 145 (1.364) Cm (144:145-{135:138+202:210))

1: TOF MS ES+
1.70e+004
100_-1 618.2708
%
] 620.2675
621.2722
539.8095 5647860 5968170 f 6727085 7083994 7332838 7525688 789.7549 828.0847 8416798
O-lprpiererreerrrrrpeber e erf\‘n—rrHJr[‘rrH"r‘h‘Hrrrhr'. T PR e e M2
540 560 580 600 620 640 660 680 700 720 740 760 780 800 820 840
Minimum: =L1.8
Maximum: 5.0 5.0 50.0
Calc. Mass mDa PPM DBE Norm Conf (%} Fermula
618.2695 1.3 2.1 12.5 n/a n/a C30 H41 N5 07 35C1




1500
450
F-400
1350
300
F-250
200
1150
100
F50
to

30

40

2 9 9 29 2 @ 2@ 9 g g g o o
8 &8 8 8 8 8 8 8 8§ 8 8 @ 9 9 @ 9 g o g9 g 8 8
8 & 8 8 8 8 8 & &8 &8 8 8 8 8 8 8 8 8 8 8 8 8
S & 8 R @ B § @ & = &8 &8 & 5 &8 8 & & & & S |
& 8 23 5 2 53 33244 302388 8R 8 8 8 8 8 23 o 7 ¢ > o
h ! ! ! | Tl i Tl ! i ; T e h ! ? ! i 3 I
3 8
%' L -
92T~
% TW T Foce 26—
& 892¢
n
81 i osze
62T T Fae Sg9E—
oY 808"
€T T Foze S9Th~
€T TrE~
ZET L e Q0PN 9E 8
ST =11 o o)
& Fsoz o
Ss'T Q0W 006
(ST Q0PN TZ'6h
ST i Q0 EV'6H
65T e Q0 bI6h
[ e o ] Tecz 165
o0 or'og
07 bS8
607 - 1519
Tt st
e ¥ e
1oz =t 207 [ ™
€97
YT
687
[ W
167 —_—— Mo
e ———
b k=
167
B B R s F0p'h
&g +—r—1 1 1T
€67
20 L=
e Srsa—
S
YSE
SS'E
95'E n
85E [+
09'e = PTIT—
oLE £
£Lg g
5 = 8aT—
J o
e FaF
16621 —
| [8TET~
e PSOET
EEEAN
e
©
orTST—
bhiog— == ——— R
[ o
9oTor—
25891~
S "
2 5891
=2 oy =
© ~ €
S S
- L— f— IJ 00T ~N
o @
& a
S S
] S
& o &
i [ o o
) )
= b
2 L cotor—
g 8
8— F00€ | 1n
g = s

50

60

190 180 170 160 150 140 130 120 110 100 % 80 70
f1 (ppm)

200




Tert-butyl-(3-(4-(3-(4-amino-5-chloro-2-methoxyphenyl)-3-oxopropyl)piperidin-1-yl)propyl)carbamate
(11)
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Elemental Composition Report Page 1

Single Mass Analysis

Tolerance = 5.0 PPM / DBE: min =-1.5, max = 560.0
Element prediction: Off

Number of isotope peaks used for i-FIT = 3

Monoisotopic Mass, Even Electron lons

323 formula(e) evaluated with 1 results within limits (up to 50 closest results for each mass)
Elements Used:

C:0-31 H:0-100 N:0-4 0©:0-6 CI0-1

MACO76 181 (1.698) Cm (181:186)

1: TOF MS ES+
3.58e+006
155.9752 454 2469
@g? | o i 309@;77 i 1 ‘5.19;7375.5977635 g.ao.aane 77‘:5574}465'5.92 N § =
100 200 300 400 500 600 700 800 900 1000 1100 1200
-1.5
5.0 5.0 50.0
Mass Calc. Mass mDa PPM DBE Noxrm Conf (%) Formula
454,2469 454,2473 -0.4 -0.9 6.5 n/a nfa €23 H37 N3 04 Cl
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1,3-dimethyl-5-[(2-{4-[3-(4-amino-5-chloro-2-methoxyphenyl)-3-oxopropyl]piperidin-1-
yl}propyl)carbamoyl]benzene-1,3-dicarboxylate (12)
0g 0
~
O O
N N )
H,N SN\ N
Cl (0] (0]
12
Elemental Composition Report Page 1
Single Mass Analysis
Tolerance = 5.0 PPM / DBE: min =-1.5, max = 5§0.0
Element prediction: Off
Number of isotope peaks used for i-FIT = 3
Monoisotopic Mass, Even Electron lons
123 formula(e) evaluated with 1 results within limits (up to 50 closest results for each mass)
Elements Used:
C:0-31 H:0-100 N:0-4 0:0-7 CI 01
MACO78 230 (2.146) Cm (230:237)
1: TOF MS ES+
3.73e+005
1% BT 06,7831 §23.1538 407537 066.1648 5742321 5077646 6107141 277197 g577app GRA7258
470 480 480 | 500 510 520 530 540 650 560 570 580 590 600 610 620 630 640 650 660 670
=1.5
5.0 S [ 50.0
Mass Calc. Mass mDa PPM DBE i=FIT Norm Conf (%) Formula

574.2321 574.2320 0.1 0.2 12.5 1562.9 n/a n/a C29 H37 N3 07 C1
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N-(3-(4-(3-(4-amino-5-chloro-2-methoxyphenyl)-3-oxopropyl)piperidin-1-yl)propyl)-N°, N°-bis(2-
hydroxyethyl)benzene-1,3,5-tricarboxamide (13)

OH
No o O~ _NH
N N N
H,N SN\ ~"0H
(o] o o
13 (ENT-C232)
Elemental Composition Report Page 1

Single Mass Analysis

Tolerance = 5.0 PPM / DBE: min = -1.5, max = 50.0
Element prediction: Off

Number of isotope peaks used for i-FIT = 3

Monoisotopic Mass, Even Electron lons

100 formula(e) evaluated with 1 results within limits (up to 50 closest results for each mass)
Elements Used:

C:0-31 H:0-100 N:0-5 0O:0-7 CI 01

MACO79 148 (1.391) Cm (145:148)

1: TOF MS ES+
8.62e+006
632.2854
%3 113.9847 1959754 316.6456 435 9gqp 4752557 | 759.1481 795.1244 8905274 9854776 1110 30441193.3698
100 200 300 400 500 600 700 800 900 1000 1100 1200
Minimum: -1.5
Maximum: 5.0 5.0 50.0
Mass Calc. Mass mDa PPM DEE i-FIT Norm Conf (%) Formula
632.2854  632.2851 0.3 0.5 12.5 1507.7 n/a n/a C31 H43 N5 07 Cl
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Tert-butyl-(2-(2-(4-(3-(4-amino-5-chloro-2-methoxyphenyl)-3-oxopropyl)piperidin-1-
yl)ethoxy)ethyl)carbamate (17)

O O
N N0
Han ~o MO
Cl 17 (0]
Elemental Composition Report Page 1

Single Mass Analysis

Tolerance = 5.0 PPM / DBE: min = -1.5, max = 50.0
Element prediction: Off

Number of isotope peaks used for i-FIT = 3

Monoisotopic Mass, Even Electron lons

456 formula(e) evaluated with 1 results within limits (up to 50 closest results for each mass)
Elements Used:

C:0-24 H: 0100 MN:0-2 0:05 Na:01 CLO1 11041

MAC082 183 {1.715) Cm (183:188)

1: TOF MS ES+
8.248+006
m,%j 1959749 214.9882  309.9378 4842579 5378802 (o 1agn 7084303 oo cong 900.5771977.5555 1058.4771
- L - AT RSl IS — miz
100 200 300 400 500 600 700 800 900 1000 1100 1200
=1.5
5.0 5.0 50.0C
Mass Calc. Mass mDa DEM DBE i-FIT Norm Conf (%) Formula
£84,.2579 484 .2578 0.1 0.2 6.5 1974.3 n/a n/a C24 H39 N3 05 C1
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1,3-dimethyl-5-[(2(2-{4-[3-(4-amino-5-chloro-2-methoxyphenyl)-3-oxopropyl]piperidin-1-
yl}ethoxy)ethyl)carbamoyl]benzene-1,3-dicarboxylate (18)
7 00O
o 0 ~
N N 0
H,N ~ N o NN ~
Cl
18
Elemental Composition Report Page 1
Single Mass Analysis
Tolerance = 5.0 PPM / DBE: min =-1.5, max = 50.0
Element prediction: Off
Number of isotope peaks used for i-FIT =3
Maonoisotopic Mass, Even Electron lons
244 formula(e) evaluated with 1 results within limits {up to 50 closest results for each mass)
Elements Used:
C:30-30 H:040 N:0-3 O:08 Na:01 CLO1 1101
MACO83 189 (1.768) Cm (189:193)
1: TOF MS ES+
7.86e+006
155.9749 604.2427
”‘%‘? ;14 9882 ;ng,ga?t? 444 8731 W 676.2628 754.7095 aag.zme } I
100 200 300 400 500 600 700 800 900 1000 1100 1200

5.0 5.0
vass Calc. Mass mbDa DEM DBE i-FIT Nozrm Conf (%) Formula
604.2427 04.2426 0.1 0.2 12.5 1739.7 n/a n/a C30 H39 N3 08 C1
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N2-(2-(2-(4-(3-(4-amino-5-chloro-2-methoxyphenyl)-3-oxopropyl)piperidin-1-yl)ethoxy)ethyl)-N3, N°-bis(2-
hydroxyethyl)benzene-1,3,5-tricarboxamide (19)

H
o~ o o N\/\OH
H,N ~No N N"oH
Cl o o
19 (ENT-C236)
Elemental Composition Report Page 1

Single Mass Analysis

Tolerance = 5.0 PPM / DBE: min = -1.5, max = 50.0
Element prediction: Off

Number of isotope peaks used for i-FIT = 3

Monaisotopic Mass, Even Electron lons

473 formula(e) evaluated with 1 results within limits (up to 50 closest results for each mass)
Elements Used:

C:30-32 H:045 N:0-5 0:0-8 Na:O1 CI:O1 101

MACOD84 155 (1.452) Cm (155:161)

1: TOF MS ES+
1.35e+007
155.9751 214.0884 1ag 0
1 . 3099380 598.8038 662.2964 787.1597 o0 845.6046
%1 v > 4448733 o988 '690.3310 7°71%% g58.58432 T o
100 200 300 400 500 600 700 800 00 1000 1100 1200
-1.8
5.0 5.0 50.0
Mass Calc. Mass wDa PPM DBE i-FIT Norm conf (%) Formula
662.2964 662.2957 0.7 i.1 12.5 1891.7 n/a n/a C32 H45 N5 08 Cl
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Full images of Western blot of phosphorylation assay of NIH-3T3 TrkB cell line

In parallel with described compounds other derivatives (named compound) have been tested along the
main one in the experiment.

In the main text, on the Figure 4., it is shown the part of the Western blot from the Image 2.
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Image 2.
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Image 3.
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Image 4.

994} WNJSS

(A4 RN\ E
66TJO-1N3
iNd4g

994} WNJ3S
punodwo)
punodwo)

iNd4d
994} WNJSS

punodwo)
19ppeE]

PR R e e Wl v

-

-

100kD

O Ao
X X
n o
™M O
-

P

63kD <+—

PV

48kD <«—

uioe-g

18



(% of max. 5-HT response)

cAMP accumulation over basal

1504

1004

Determination of cCAMP production

5-HT
EC50 Log(EC50) Top AMPc
TC27 2.20E-09 -8.7 100.00%
TC14 4.33E-09 -8.4 100.00%
TC15 3.70E-09 -8.4 100.00%
Moy. 3.41E-09 -8.5 100%
SEM 6.33E-10 0.1 0.00%
RS 67333
EC50 Log(EC50) Top AMPc
TC27 7.86E-10 9.1 67.01%
TC14 1.54E-09 -8.8 60.01%
TC15 2.93E-10 9.5 76.26%
Moy. 8.72E-10 9.1 68%
SEM 3.62E-10 0.2 4.71%
ENT-C199
EC50 Log(EC50) Top AMPc
TC27 1.25E-09 -8.9 53.83%
TC14 3.96E-10 9.4 46.75%
TC15 8.71E-10 9.1 42.14%
Moy. 8.40E-10 9.1 48%
SEM 2.48E-10 0.1 3.40%
TC27 - 21/04/2023 TC14 - 16/02/2022 TC15 -18/02/2022
Data over basal % of top Data over basal % of top Data over basal % of top
PSHA-h5-HT, - 10 min stim PSHA-h5-HT, - 10 min stim PSHA-h5-HT, - 10 min stim
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