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Figure S1. The binding modes of alkynes 1 and 2 in the ATP binding site of MKK7. (A) 1 co-
crystalized in complex with MKK7 (PDB: 61B0), where the alkyne (black) is protruding into the back
pocket. (B) 2 co-crystalized in complex with MKK7 (PDB: 7CBX), where the alkyne (black) is
pointing outside the binding pocket towards the solvent-exposed region.
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Figure S2. Plot of cLogS of series 1 members and their associated p-JNK levels determined via an
ICW assay (13.8 uM, 2 h, U20S cells). Top ten compounds from the series are highlighted in red.
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Figure S3. Plot of cLogP of series 1 members and their associated p-JNK levels determined via an
ICW assay (13.8 uM, 2 h, U20S cells). Top ten compounds from the series are highlighted in red.
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Figure S4. Plot of tPSA of series 1 members and their associated p-JNK levels determined via an
ICW assay (13.8 uM, 2 h, U20S cells). Top ten compounds from the series are highlighted in red.
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Figure S5. Plot of cLogS of series 2 members and their associated p-JNK levels determined via an

ICW assay (10 uM, 2 h, U20S cells). Selected five compounds from the series are highlighted in
red.
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Figure S6. Plot of cLogP of series 2 members and their associated p-JNK levels determined via an
ICW assay (10 uM, 2 h, U20S cells). Selected five compounds from the series are highlighted in
red.
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Figure S7. Plot of tPSA of series 2 members and their associated p-JNK levels determined via an

ICW assay (13.8 uM, 2 h, U20S cells). Selected five compounds from the series are highlighted in
red.
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Figure S8. Intact protein LC/MS labelling experiment of re-synthesized compounds derived from
top crude screening hits. Reaction conditions: 2 uM compound, 2 uM protein, 10 min, 4 °C,
guenched with formic acid to a final concentration of 0.4% (v/v). In series 1, all except compounds

1e, showed improved binding abilities compared to precursor 1 with over 75% labelling. In series
2, all compounds showed high binding abilities of over 75%.

Figure $9. Omit maps of the co-crystallized MKK7 inhibitors. Performing a simulated annealing
refinement, mFo-DFc omit maps (green, contoured at 2.50) were calculated for (A) 1h (B) 1k, (C)
1a, (D) 2b, (E) 2d, and (F) 2c as well as for the targeted Cys218. 2Fo-Fc maps for the ligands and
Cys218 were contoured at 1.0c (blue). Maps indicate partial occupancy for the compounds of
series 2 in the area of the solvent-exposed triazolyl moiety.
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Figure S10. Dose response western blot with p-c-Jun as the readout and GAPDH as the
housekeeping gene for normalization. (A) 2, (B) 2a, (C) 2b, (D) 2c, (E) 1, (F) 1a, (G) 1b, (H) 1d, (1)
le, (J) 1k.
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Figure S11. A model of compound 1e based on the co-

crystal structure of MKK7 in complex with

1k shows the hydroxy side-chain may form a hydrogen bond with either Asp277 (similar to 1a;
see Fig. 4), or with Lys155. Note that the side-chains were not remodeled and may in fact adopt

a rotamer that places closer to the hydroxy moiety.
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Figure S12. Biphasic in vitro kinase inhibition behavi

or by alkyne 2. In a coupled JNK/ MKK7 in

vitro kinase activity assay, alkyne 2 shows a biphasic inhibition curve. Each sigmoidal curve can be
fitted separately with very potent inhibition of MKK7 at lower concentrations (ICso = 0.6nM;
R2=0.986) and likely weak inhibition of JNK at higher concentrations (1Cs0=1.975 uM; R*=0.966).
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Figure S13. GSH consumption assay of selected compounds 1, 1b, 1k, 2, and 2b. The assay was
done at 37 °C using 100 pM reference compound 4-nitrobenzonitrile, 100 uM of tested
compounds and 5 mM GSH. The buffer was 90% PBS and 10% DMF. Every 50 min, the vial was
taken from the incubator, shaken well, and then 50 uL was taken and analyzed in the LC/MS. The
series 1 compounds were significantly more stable and less reactive than 2 and 2b. 2b appeared
slightly less reactive than the scaffold 2.
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Figure S14. Pull down proteomics analysis of alkynes 1 and 2. Volcano plot for proteins identified
in pull-down proteomics experiments using molecules 1 and 2, the x-axis shows Log2 fold
enrichment of proteins detected in samples treated with either alkyne compared to DMSO. The
y-axis shows the significance of the difference.

Figure S15. Chemical structure of compound 4.
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Supplementary Tables

1a 1h 1k 2a 2b bl
(PDB: (PDB: (PDB: (PDB: (PDB: (PDB:
7OVK) 70V1) 70V)) 70VL) JOVN) TOVM)
Data collection
Space group P2,2,2, P2,2,2, P22,2 P2,2,2, P222 P2,2,2
Celldimensions
a,b,c(A) 61.72, 61.05, 61.08, 60.23, 60.91, 60.65,
68.49, 68.80, 68.09, 67.68, 69.21, 68.90,
83.99 83.22 85.08 84.73 84.29 84.08
aby(’) 90,90,90 90,90, 90,90,90 90,90,90 90,90,90 90, 50,90
Resolution (A) 50.0-2.05 S00-195 500-235 S50.0-29 500-290 50.0-290
(215~ (205~ (2.40 - (3.00~ (3.00~ (3.00~
2.05) 1.95) 2.35) 2.90) 2.90) 2.90)
Rioeas (%) 6.9(128.1) S5.2(157.3) 7.1(%4.2) 11.2 18.2 11.0
(151.1) (158.1) (144.9)
1/ol 19.69 23.53 23.30 15.00 15.61 17.65
(2.23) (1.55) (3.21) (1.57) (2.55) (2.18)
CCypy 99.9(79.8) 100(67.9) 99.9(88.4) 99.9(75.7) 99.8(79.7) 99.9(813)
Completeness (%) 100 (100)  99.5(100) 100 (100)  100(100)  99.7(100) 100 (100)
Redundancy 13.37 13.00 13.22 12.99 13.13 13.14
(13.87) (12.29) (13.91) (13.66) (12.78) (13.84)
Refinement
Resolution (A) 4547 - 49.74 - 45,66 - 49.09 - 45,72~ 49,19 -
2.05 1.95 2.35 2.90 2.90 2.90
No. reflections 22883 26461 15130 8083 8276 8217
Reors/Rivee 21.67/24.4 21.12/25.0 20.38/24.4 24.83/27.0 22.34/25.7 22.98/28.5
4 4 5 3 2 8
No. atoms
Protein 2062 2125 2051 2163 2202 2177
Ligand/ion 33 35 39 37 36 34
Water 83 77 40 3 0 1
B-factors
Protein 58.38 60.31 57.61 99.66 72.46 84.97
Ligand/ion 50.21 70,69 60.85 102.79 96,82 105.81
Water 56.71 56.74 61.97 75.15 - 74.77
rms deviations
Bond lengths (A) 0.009 0.002 0.001 0.002 0.006 0.002
Bondangles(®) 0945 0.422 0.448 0,520 0.667 0.557
Wavelength (A) 0.9999 0.9999 0.9197 0.9197 0.9197 0.9197
Temperature (K) 100 100 100 100 100 100
X-ray source PXIIatSLS, PXNatSLS, PXIlatSLS, PXIatSLS, PXHatSLS, PXilatSLs,
Villigen,CH  Villigen,CH  Villigen,CH  Villigen,CH  Villigen,CH  Villigen, CH
Detector EIGER2 EIGER2 EIGER2 EIGER2 EIGER2 EIGER2
16M 16M 16M 16M 16M 16M
Ramachandran plot
Residues in
favoredregions 99.22 % 97.76 % 97.60 % 97.42 % 98.55 % 98.18 %
allowed regions 0.78 % 2.24% 240 % 221% 1.09% 1.82%
outlierregions 0.00 % 0.00 % 0.00 % 0.37 % 0.36 % 0.00 %

Table S1. Crystallographic statistics of MKK7 in complex with triazolyl inhibitor derivatives.
Statistics for co-crystals with compounds 1a, 1h, 1k, 2a, 2b, 2c (PDB: 70VI, 70VJ, 70VK, 70VL,
70VM, 70VN). Values in parenthesis refer to the highest resolution shell.
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HPLC and NMR spectra of reported compounds

(R)-1-(3-(4-amino-3-(1-(4-bromo-2-hydroxyphenyl)-1H-1,2,3-triazol-4-yl)-1H-pyrazolo[3,4-
d]pyrimidin-1-yl)piperidin-1-yl)prop-2-en-1-one (1a)

RS\
, Br

LC-MS chromatogram, detection at 280 nm
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(R)-1-(3-(4-amino-3-(1-(2-(4-chlorophenyl)-2,2-difluoroethyl)-1H-1,2,3-triazol-4-yl)-1H-
pyrazolo[3,4-d]pyrimidin-1-yl)piperidin-1-yl)prop-2-en-1-one (1b)

N
N
bC\ —
N
¢ a \\g\
LC-MS chromatogram, detection at 280 nm
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(R)-1-(3-(4-amino-3-(1-(3-fluoro-4-(hydroxymethyl)phenyl)-1H-1,2,3-triazol-4-yl)-1H-
pyrazolo[3,4-d]pyrimidin-1-yl)piperidin-1-yl)prop-2-en-1-one (1c)
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(R)-1-(3-(4-amino-3-(1-(4-chloro-2-hydroxyphenyl)-1H-1,2,3-triazol-4-yl)-1H-
pyrazolo[3,4-d]pyrimidin-1-yl)piperidin-1-yl)prop-2-en-1-one (1d)
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1-((R)-3-(4-amino-3-(1-((R)-2-(4-bromophenyl)-2-hydroxy-ethyl)-1H-1,2,3-triazol-4-yl)-1H-
pyrazolo[3,4-d]pyrimidin-1-yl)piperidin-1-yl)prop-2-en-1-one (1e)

\/N
N
c d 0

LC-MS chromatogram, detection at 280 nm

l
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(R)-1-(3-(4-amino-3-(1-(4-bromophenyl)-1H-1,2,3-triazol-4-yl)-1H-pyrazolo[3,4-d]pyrimidin-1-
yl)piperidin-1-yl)prop-2-en-1-one (1f)

LC-MS chromatogram, detection at 280 nm
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(R)-1-(3-(4-amino-3-(1-phenethyl-1H-1,2,3-triazol-4-yl)-1H-pyrazolo[3,4-d]pyrimidin-1-
yl)piperidin-1-yl)prop-2-en-1-one (1h)

N
N
b —
e
c d O

LC-MS chromatogram, detection at 280 nm
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(R)-1-(3-(4-Amino-3-(1-(4-methoxyphenyl)-1H-1,2,3-triazol-4-yl)-1H-pyrazolo[3,4-d]pyrimidin-
1-yl)piperidin-1-yl)prop-2-en-1-one (1i)

O

\,N
N
b -
Cwa
¢y o)

LC-MS chromatogram, detection at 280 nm
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Methyl (R)-4-(4-(1-(1-acryloylpiperidin-3-yl)-4-amino-1H-pyrazolo [3,4-d]pyrimidin-3-yl)-1H-
1,2,3-triazol-1-yl)benzoate (1j)

\

N
N
(g
¢ 4 \g\
LC-MS chromatogram, detection at 280 nm
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(R)-1-(3-(4-amino-3-(1-(2,2-difluoro-2-phenylethyl)-1H-1,2,3-triazol-4-yl)-1H-pyrazolo[3,4-
d]pyrimidin-1-yl)piperidin-1-yl)prop-2-en-1-one (1k)

A\
N
N
b —
CN{
c d O

LC-MS chromatogram, detection at 280 nm
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Synthesis of IB-1-24:

1B-1-19

1B-1-23

3-iodo-1-(tetrahydro-2H-pyran-2-yl)-1H-indazole (IB-1-18)

S33



Sample 515 Vial 1:D,4 ID File 1B-1-18_3-25062020_8 Date 25-Jun-2020 Time 16:25:24

4: UV Detector: TAC :Wavelength Range: (210 - 500) Smooth (Mn, 2x3) (6) 5.675e+1
100% Range: 5.8l4e+l
4.13
4.0e+l

2.0e+l
0.0 o~ i
M i i B B e B e e e e s B s AR R R R s pan ey na sy pa et ]
0.50 1.00 1.50 2.00 2.50 3.00 3.50 4.00 4.50 5.00
OCTACTNDNOADNOANTODNOOANONNITITATOOOVONTLOLAIMLIID O~ I
COLMOMOANAAONOYITOVOWOTVNOOTTWLITNANMNNAAOO NV FO™WAHONDS O
l\l\mmmmmmvvvaNcod)oooommool\l\l\l\l\mmmmmvmmmoomo\\ommmm
l\l\l\l\l\!\I\!\I\!\I\!\I\!\mmmmmmmmmmmmmNNNNNNNNN(\]r—l-—{r—lv—!r—{v—!r—{

TR TS TSN

IB-1-18_3 29.06.2020

Current Data Parameters

NAME IB-1-18_3
EXPNO 1
PROCNO 1
F2 - Acquisition Parameters
Date_ 20200629
Time 12.03
INSTRUM spect
PROBHD 5 mm PABBO BB/
PULPROG zg
D 16384
SOLVENT DMSO
NS 28
DS 0
SWH 7211.539 Hz
FIDRES 0.440157 Hz
A0 1.1359574 sec
RG 182.5
bW 69.333 usec
DE 6.50 usec
TE 298.0 K
D1 2. OOOUOOOU sec
TDO
= CHANNEL f1
400.354501
13.00 usec
18.50000000 W
F2 - Processing parameters
SI 32768
SF 400.3524985 MHz
WDW EM
SSB 0
LB 0.50 Hz
GB 0
1 PC 1.00
|
| J JL
B JU /

T T T T T T T T T T T T T T T T T T
85 80 75 7.0 65 60 55 50 45 40 35 3.0 25 20 15 1.0 0.5 ppm

dEEs B I
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IB-1-18_3_carbon 02.07.2020

Current Data Parameters

NAME IB-1-18_3_carbon
EXPNO 1
PROCNO 1

F2 - Acquisition Parameters
Date_ 20200702
Time 14.14
INSTRUM spect
PROBHD 5 mm QNP 1H/13
PULPROG zZgpg

D 65536
SOLVENT DMSO

NS 983

DS 0

SWH 18796.992 Hz
FIDRES 0.286819 Hz
AQ 1.7432576 sec
RG 2050

DW 26.600 usec
DE 6.50 usec
TE 293.1 K
D1 3.00000000 sec
D11 0.03000000 sec
TDO 1

=== CHANNEL fl ====

SFO 75.4634766 MHz
NUC1 13C
Pl 10.00 usec
PIW1 50.00000000 W
======== CHANNEL f2 ========
SFO2 300.0812003 MHz
NUC2 1H
CPDPRG[2 waltzl6
PCPD2 80.00 usec
PLW2 30.00000000 W
PILW12 0.67500001 W
PLW13 0.26826000 W
F2 - Processing parameters
SI 32768
| AJ SF 75.4552167 MHz
s " o » vk JDW EM
YA e L N v B 0
LB 1.00 Hz
GB 0
T T T T T T T T (¥ Rk
140 130 120 100 80 70 50 40 30 20 ppm

Methyl 3-nitro-5-(1-(tetrahydro-2H-pyran-2-yl)-1H-indazol-3-yl)benzoate (IB-1-19).

Sample 407 Vial 1:B,2 ID File IB-1-19_2-31 Date 08-Sep-2019 Time 15:37:39

4: UV Detector:

1.5e+2

1.0e+2

5.0e+l1

TAC :Wavelength Range:

(210 - 500) Smooth (Mn, 2x3)

(4)

4.06
A

S35

T
3.50

T
4.00

7 2.494e+2
95% Range: 2.494e+2
4.46
T T T Time
50 5.00
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-5-(1-(tetrahydro-2H-pyran-2-yl)-1H-indazol-3-yl)benzoate (IB-1-20).

-amino

Methyl 3

S36



Sample 36 Vial 1:C,4ID File IB-1-20_4-8 Date 05-Jul-2020 Time 17:13:52 Description combined f20-27 without f23

4: UV Detector: TAC :Wavelength Range: (210 - 500) Smooth (Mn, 2x3) (1) 1.404e+2
100% Range: 1.405e+2
3.89
1.0e+2
=]
<
5.0e+l
0.0 T T T T T T T T T T T T T T T T T T Time
0.50 1.00 1.50 2.00 2.50 3.00 3.50 4.00 4.50 5.00
OANLENAHOTOMODM ONOMOAOADATNWOWAMNMWUOAITIMNHNANNDAHNOMUMWOWAN-H
I MOA 10N> OFOOUEICTOETTOOOOVWMOVWOWOYAT= MO O MO
NN DOVOITNONAA FEOOONANOEEEEMONMONTONN®MS ™ OWONN
S DD SFIOMOOONMNOONNNNNNAAAAAAAA A A
. Current Data Parameters
IB-1-20_4_H after drying 19.07.2020 NAME IB-1-20 4 ¢ after drying
EXPNO 1
PROCNO 1
F2 - Acquisition Parameters
Date_ 20200719
Time 12.04
INSTRUM spect
PROBHD 5 mm QNP 1H/13
PULPROG zg
16384
SOLVENT MeOD
NS 32
DS 0
SWH 6009.615 Hz
FIDRES 0.366798 Hz
aQ 1.3631488 sec
RG 71.8
DW 83.200 usec
DE 6.50 usec
TE 293.4 K
D1 2.00000000 sec
DO 1
======== CHANNEL f1l ========
sFO1 300.0812603 MHz
NUC1 1H
p1 12.00 usec
PLW1 30.00000000 W
F2 - Processing parameters
sI
SF 300.0800074 MHz
WDW
SSB 0
LB 0.30 Hz
GB 0
PC 1.00

UUL_JL ’ T

T T T \ \ T T T \ \ T T T T T \ \ T T
90 85 80 75 70 65 6.0 55 50 45 40 35 30 25 20 15 1.0 05 ppm

Gt B a0

S37



IB-1-20_4_C after drying 19.7.2020

W

Current Data Parameters

NAME IB-1-20_4_C after drying
EXPNO 1
PROCNO 1
F2 - Acquisition Parameters
Date_ 20200719
Time 12.08
INSTRUM spect
PROBHD 5 mm QNP 1H/13
PULPROG zgpg
™D 65536
SOLVENT MeOD
NS 161
DS 0
SWH 18796.992 Hz
FIDRES 0.286819 Hz
AQ 1.7432576 sec
RG 2050
DW 26.600 usec
DE 6.50 usec
TE 293.5 K
D1 3.00000000 sec
D11 0.03000000 sec
TDO 1

= CHANNEL f1

75.4634766 ME
13C

10.00
50.00000000 w

CHANNEL f£2
300.0812003 MH
1

NUC2 H
CPDPRG[2 waltz16
PCPD2 80.00 usec
W 30.00000000 W
PLW12 0.67500001 W
PLW13 0.26826000 W
F2 - Processing parameters
768

75.4550691 Mz

-
s

T T T T T T T T T
170 160 150 140 130 120 110 100 90

T T
80 70

60

1
50

T
40

T
30

T
20

ppm

Methyl 3-acrylamido-5-(1-(tetrahydro-2H-pyran-2-yl)-1H-indazol-3-yl)benzoate (I1B-1-21).

S38



Sample 54 Vial 1:E,3 ID File IB-1-21_4-12 Date 12-Jul-2020 Time 16:58:00

4: UV Detector: TAC :Wavelength Range: (210 - 500) Smooth (Mn, 2x3) (6) 2.44e+2
100% Range: 2.444e+2
4.02
1.5e+2
E 1.0e+2
5.0e+1
0.0 T T T T T T T T T T T 7 Time
0.50 1.00 1.50 2.00 2.50 3.00 3.50 4.00 4.50 5.00
OCMON A 1M ITONMOLEOLNMONOOANDOV ADVDOT AT M TOWDOMMO NN
LADVNMOVDANTOVOMN AWM AHOVVWITOVOIINOTIFTOVINIONY®DIOM YLD
L()(")r—!OO\OLﬁﬁ‘m(")(\]NNHQ“?‘“‘?‘("}NNNI\I\I\l\l\I\OOOO\l\l\H OOI\I\I\\DKON

TS\ ——— /Y—

IB-1-21_4 sec combi f16_H 21.07.2020

- |

N

Current Data Parameters

NAME IB-1-21_4 sec combi f16_H
EXPNO 1
PROCNO 1

F2 - Acquisition Parameters
Date_ 20200721

Time 14.32
INSTRUM spect
PROBED 5 mm PABBO BB/
PULPROG zg

D 16384
SOLVENT cpcl3

NS 34

DS [

SWH 7211.539 Hz
FIDRES 0.440157 Hz
AQ 1.1359574 sec
RG 42.14

DW 69.333 usec
DE 6.50 usec
TE 298.1 K
Dl 2.00000000 sec
DO 1

gl efe

S39

T \ T T T T T \ T T \ T T T T T \
90 85 80 75 7.0 65 6.0 55 50 45 40 35 3.0 25 20 15 1.0

- sk

T
ppm

CHANNEL f1 == -
400,3545018 MHz

13. OO usec
18.50000000 w

F2 - Processing parameters
32768

400.3525097 MHz
EM

0
0.50 Hz
0

1.00



143.163
141.140

—166.885
——164.116

IB-1-21_4

o 0
0 0
o ™
@ ~
™ ™

134.830

o
o
o
—
™
—

128.243
126.801
124.489
123.337
122.403
122.266
121.352
120.395
110.464

sec combi f16_C 21.07.2020

S\ ==

77.500
77.385
77.183
76.865

—67.771

_——85.660
—52.454

29.828
29.564
—25.260

™~22.788

Current Data Parameters

NAME
EXPNO
PROCNO

1
1

IB-1-21_4 sec combi f16_C

F2 - Acquisition Parameters

Date_
Time
INSTRUM
PROBHD
PULPROG

D
SOLVENT
NS

PCPD2
PLW2

PLW12
PLW13

T T T T T T T T T
170 160 150 140 130 120 110 100 90

T T T T
80 70 60 50

30

T T
20 ppm

3-acrylamido-5-(1-(tetrahydro-2H-pyran-2-yl)-1H-indazol-3-yl)benzoic acid (IB-1-22).

(e}

HN

va
\\N

S40

NUC2
CPDPRG[2

20200721
14.40

spect
mm PABBO BB/

zgpg
65536
CcDC13

338

0
25252.525
0.385323
1.2976128
1030
19.800
6.50

298.2 K
3.00000000
0.03000000

1

90.00
18.50000000
0.41110000
0.33291000

100. 6687049
EM

0
1.00
0

1.40

Hz

sec

F2 - Processing parameters
131072

MHz

Hz



Sample 137 Vial 1:F,8 ID File I1B-1-22_5-40 Date 05-Aug-2020 Time 15:46:17 Description after sec combi f20,22,23,24. after heating

4: UV Detector: TAC :Wavelength Range: (210 - 500) Smooth (Mn, 2x3) (4) 4.358e+1
100% Range: 4.363e+1
3.69
4.0e+1
3.0e+1:
R 2.0e+1

1.0e+1- k

e Time

0.
T e A B & e e

™
0.50 1.00 1.50 2.00 2.50 3.00 3.50 4.00 4.50 5.00

~

AT IO O DNANOALATNMNPVOOFOAN AC O ANNTEOOY A0 MM D M

T RT AN OMN AHO TN AODDITMNONODMNMAODPADNT AOO ANO M NN MW

SONNCCRRNIITMMMNNITMNMONAANNNRAEEAEMONNHNITOSOVNN®

HODOOOSCEEEEEENTVOVOVOVOYVVOVLULLLOLLLLMHOMHOOMOANNNNNNNNAAAO

IB-1-22_5_H 19.08.20

Current Data Parameters
NAM IB-1-22_5 H_liat
EXPNO 1
PROCNO

2 - Acquisition Parameters
20200819
12.18
spect
5 mm PABBO BB/

29
16384

6.50 usec

298.0 K
10.00000000 sec

== CHANNEL f1
400.354¢

F2 - Processing parameters
SI 32768

SF 400.3525031
WDW
SSB
LB
GE (
pC 1.00

MHz

N [ T . A A

L e I e B I RN

541



—169.197
——166.342
144.086
142.567
140.548
135.731
133.210
132.252
128.257

S

127.844
125.015
123.893
123.256

IB-1-22_5_C 29.07.2020

123.185
121.842

el
o
S
o
N
—

111.705

==

—68.444

%

49.550
49.338
49.125
48.912
48.699
48.487
48.274
30.658
30.442

——26.261
™~23.592

Current Data Parameters
NAME IB-1-22_5_C_400
EXPNO 1
PROCNO 1

F2 - Acquisition Parameters
20200729
14.27
spect
5 mm PABBO BB/
zgpg
65536
MeOD
1433

25252.525 Hz
0.385323 Hz
1.2976128 sec
1030

19.800 usec
6.50 usec

298.2 K
3.00000000 sec
0.03000000 sec

= CHANNEL f1 ==
100.6797896 MHz
13C

sec

9.00
64.00000000 W

CHANNEL f2 =
400.3541014
1

90.00 usec
8.50000000 W
0.41110000 W
0.33291000 W

F2 - Processing parameters
SI 131072

170 160

150

140

130 120

110

100 90

80

70

60

" 5 SF 100.6685844 MHz
WDW E
SSB
LB
GB
PC

50 40 30 20 ppm

Hz

H
K o
coooR

F
B

3-acrylamido-N-(prop-2-yn-1-yl)-5-(1-(tetrahydro-2H-pyran-2-yl)-1H-indazol-3-yl)benzamide

(1B-1-23).

ZT

\\N
/

S42
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Sample 174 Vial 1:E,2ID File 1B-1-23_4-20 Date 10-Aug-2020 Time 16:07:05 Description after sec f22-23

4: UV Detector: TAC :Wavelength Range: (210 - 500) Smooth (Mn, 2x3) (2) 1.643e+l
100% Range: 1.673e+1
3.70
1.5e+1-
1.0e+l
5.
0. T T T T T T T T T T T T T Time
0.50 1.00 1.50 2.00 2.50 3.00 3.50 4.00 4.50 5.00
N OMOD AN M T O~ ONS NDONOMTON =~ MmOD e o M W0 ®
TOITANDNOMNMOALAMODOWMNAHOMUVOWMMHADM AHDANT O DA T
A A AN A A AN NN ITITOONNOTOONANTTNH T OO OANN
e N N T N R K I T

IB-1-23_4 after HPLC_H DMSO 18.08.2020 19.8mg

CHANNEL
300.

T
10 9 8 7

I e oy
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IB-1-23_4 after HPLC_C DMSO 18.08.2020 19.8mg

T T T T T T T T T T I T T T

T T
160 150 140 130 120 110 100 90 80 70 60 50 40 30 20 ppm

3-acrylamido-5-(1H-indazol-3-yl)-N-(prop-2-yn-1-yl)benzamide (I1B-1-24).
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Sample 218 Vial 1:E,6 ID File IB-1-24_3-7 Date 17-Aug-2020 Time 17:04:14 Description after combi f11

4: UV Detector: TAC :Wavelength Range: (210 - 500) Smooth (Mn, 2x3)

1.04e+1
Range: 1.068e+1

(3)
1.0e+l 100%
3.21
7.5
2 5.0
2.5
0.0
T T T T T T T T T T T T T T T T T T Time
0.50 1.00 1.50 2.00 2.50 3.00 3.50 4.00 4.50 5.00
Y =
o OO MOTNHNOOHNOMNMITLAATHEANFTNTAITONLMFOIIITOITTNTMO
™ O ACONMHMMANOITNHODOUTOOOWIITONNNNINNOMETTONMN OV W
«; '\—1'—|v—4\9l—4'—4y—(ND\DQ‘V'V'NNvavvmmmmwml\l\oooom—lﬁv—ﬁvq‘q‘f\l
o T
~— Hmmmwwwml\f\l\l\r‘f"‘h\o\o\oO@\D\D\ommmmvvvq‘mmmmNNNﬂ

B I e —

IB-1-24_3_H 23.08.2020

Current Data Parameters
NAME

EXPNO
PROCNO

F2 - Acquisition Parameters
Date_ 20200824
Time 12.36
INSTRUM spect
PROBHD 5 mm PABBO BB/
1uL[‘RCG Z¢

Hz
Hz
sec

usec
usec
K
sec

2.00000000

CHANNEL f1
400.35450

1H
13.00 usec
18.50000000 W
Processing Dd'd"\e e:i.

400. ?5/5?87 MHz
E

0.50 Hz
0

1.00

ﬂ
227
0.66= ,
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IB-1-24_3_C 23.08.2020

T 1 T T T T
170 160 150 140 130 120 110 100 90 80 70 60 50 40 30 ppm

Rac-3-acrylamido-5-(1H-indazol-3-yl)-N-((1-((trans-)-2-methoxycyclohexyl)-1H-1,2,3-triazol-4-
yl)methyl)benzamide (2a)
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UPLC-MS chromatogram (averaged from 200 — 498 nm)

2: Diode Array

PG319 16
596 Range: 1.188e+1
1 9.03
E O o e o R
r— i
6.0 fosom \
P N

E P

s0] 045 |bn/
%)
my E /
2.0 #
i
0.00 7
0.0K /
\J =
g
E T Yo
|
204 |
2.0 L‘.!I
R R T T Lot T T | B L | T T T T T LT |
-0.00 1.00 200 3.00 4.00 5.00 6.00 7.00 8.00 9.00 10.00
i N L i~ I SN S B RV

J IR A A

| |
l l‘ l 1 H‘ 1w It
J N .
T o B Sadde 4@ dendss
13‘.5 13‘.0 12‘.5 12‘.0 11‘.5 11‘.0 ld.S ld.O 9‘.5 9.‘0 8.‘5 H‘.D 7.‘5 7f‘0( 6‘.)5 ‘ 5.‘5 5‘0 4‘5 4.‘0 3‘5 3‘0 2.‘5 Z‘O 1‘5 1‘0 0‘5 0‘0 0
1 (ppm
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UPLC-MS chromatogram (averaged from 200 — 498 nm)

PG322 134 2: Diode Array
6.14 Range: 5.795e+1

5.0e+14
4 0e+14

3.0e+14

2.0e+1

10e+14 47

13.37
10.46

7 100 { LA
1 —

o4 097

B35 130 125 120 115 100 1
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3-acrylamido-N-((1-cyclobutyl-1H-1,2,3-triazol-4-yl)methyl)-5-(1H-indazol-3-yl)benzamide (2c)

UPLC-MS chromatogram (averaged from 200 — 498 nm)

PG320 121 2: Diode Array
5.89 Range: 5.92e+1
5.0e+14
4.0e+14
3.0e+14
=
n E
2 0e+14
1.0e+1{ 048 9.03
= k__“_ﬁ_'_,_,_-—'—'_'_'_'_'_——\
_'_'_'__,_-—-—'—‘_"'__'_'_F'JJ
0.0 1 s
¥
LR B T T R L s L IR T T L T T B Ea
-0.00 1.00 2.00 3.00 4.00 5.00 6.00 7.00 8.00 9.00 10.00
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3-acrylamido-5-(1H-indazol-3-yl)-N-((1-(2-methoxyethyl)-1H-1,2,3-triazol-4-
yl)methyl)benzamide (2d)
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UPLC-MS chromatogram (averaged from 200 — 498 nm)

PG323 39 2: Diode Array
0.43 Range: 3.717e+1
3.0e+1
2.5e+1
2.0e+17 5.;18
5 E
"< qse+1]
1.0e+1
5.04
‘9_.00
0.0
~|
BAE ML B T
-0.00 1.00

1337
10.46

IEES LA
091 1 _

B35 130 125 120 115 110 105 100

3-acrylamido-N-((1-(3-chloro-4-fluorophenyl)-1H-1,2,3-triazol-4-yl)methyl)-5-(1H-indazol-3-
yl)benzamide (2e)
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UPLC-MS chromatogram (averaged from 200 — 498 nm)
PG321 16

2: Diode Array

6.43 Range: 7.867e+1
7.0e+14
6.0e+1
50e+14
4 0e+1
o
u3 1
3.0e+14
2 0e+14
1.0e+1
1 o A — e
004~ e
BEEREEA RAREE AN RS T AR LA RS L L R UABRARRE RN LRERE RAREE]
-0.00 1.00 2.00 3.00 400 5.00 6.00 7.00 8.00 9.00 10.00
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