CACHE#3 Compounds Advancing to
Round #2 (hit expansion)



HTS fl OWC h ad rt < SPR Counter screening: 18 its were tested by SPR against NSP3_SARS2
' 1 and PARP14 proteins with a 6-points concentration range starting from 100/50/30 uM

Final hit rate: 1.6% ad | = in duplicates. Another 18 HTRF hits that misbehaved with 2% DMSO in the SPR buffer
] were re-tested with 4% DMSO.

confirmed to bind NSP3 by HTRF and SPR are advancing to Round #2,
regardless of their PARP14 binding status

SPR Dose response: 166 compounds selected from the HTRF hit confirmation step were
tested by SPR against NSP3_SARS2 protein with a 6-points concentration range (top concentration
selected according to DLS aggregation/solubility data at 100 and 50 uM) in duplicate.

Hit criteria: (KD<100 uM, % of binding >30, chi2 < 10% Rmax) —
(KD<100 uM, % of binding >15)

HTRF Hit confirmation for 302 compounds selected from primary screen: 3 concentration
points 100, 50 and 25 uM were tested by HTRF for each compound in duplicate. In parallel

compound-only controls (without protein) were tested at the same concentrations in duplicate.

Confirmed hit criteria: dose dependency trend with >30% inhibition @100 uM and no fluorescence
interference by control —

HTRF Primary HTS: were tested in duplicates as 2 independent runs @100 uM by
HTRF.

Initial hit criteria: > 30 % inhibition in a single run -

Criteria#2: compounds demonstrating “overflow” signal in 2 runs —

Assay setup and validation: 8 previously published reference compounds g
(doi.org/10.1073/pnas.2212931120) were used for HTRF and SPR assays optimization ‘;’\@z
and for Uniformity test (http://www.ncbi.nlm.nih.gov/books/NBK83783/) %
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Primary screen (HTRF)

Single point (100 uM compound concentration)

QC plots in duplicate; correlation between runs
QC (Controls)
« Control_zZ5010894404@5uM o 8,
e Control_z929093722@167uM o .* .ﬁ
» Negative control_2%DMSO c e e e .:'3:':.
S . « °° E ’: ‘Q;'“oh. ..‘
= . . . %0% [}
E 03.. .70 Cl = Y ..‘::?:'*.'
< o o &Syt
= E é : Y el
- - .' -------------------
= © ° o
0 £ T ’
. : S AT
0 200 400 o RO . '
Position -50 CE S0 100
QC (Z-prime) :
1.0 :
o .
8] o, ©°° 00" Hit cut-off
° °
0.6
LOFf e ) .
o %inhibition_run2
0.24
0O+—TTT T T T T T T
0123 456 7 8 910111213
Plate




SPR QC data

QC data (Positive Controls)

Binding = 88%

ADP-ribose
N
m 304
m 264 H
< 26
m 20 H 204 H
ml 16 H 154 H
% 10 -H 12 — H
5 H i S
Z 0 Hik ol H',x
1[I:l: I Elllll 1II:E III:l:
Run first: Ky = 9.5 pM, 100% binding
Run last: Ky = 10 uM, 92% binding
Kdisp/|C50 (HTRF) =12 uM
©
<
|
& 2 :
< 16 H
Q. 10 — Kp=7.2uM
H
H

100

200

40

304

20

published Ki: 0.4 uM

100

200

25010894404 o
I, ‘ - HO
t —H 1 r—H OH
—H |
] 30 — —I-IJ
H H
H 20 3 N
H 104 H_\
—— a- |_J .
I 1llll1 I EII!II !I] I 1[I:E EII!II
Run first: Ky = 1.2 uM, 124% binding
Run last: Ky = 1.3 pM, 121% binding
Keisp/1C50 (HTRF) = 2.5-5 uM
B
16+
. _ Kp = NA
No binding
.15_
-fi - A
.“i

%
& By
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SPR QC data

ZI

published Ki: 24 uM

HN—N

published Ki: 1.5 uM QC data (Additional Positive Controls) 4

/ F 75265428218 75010894395 )

N o
H 20231107_NSP3_MacroD2_PARP14a_CACHE#3 202371107_NSP3_MacroD2_PARP14a_CACHE#3 20231107_NSP3_MacroD2_PARP14a_CACHE#3 20231107 _NSP3_MacroD2_PARP14a_CACHE#3
Run hits (18 cpds)_counter screening 11/7/2023 Run hits (18 cpds)_counter screening 11/7/2023 Run hits (18 cpds)_counter screening 11/7/2023 Run hits (18 cpds)_counter screening 11/7/2023
4:40:32 PM 4:40:32 PM 4:40:32 PM 44032 PM
Ligand SARS2nsp3_MacroD_ECBio2 Ligand SARSZnsp3_MacroD_ECEio2 Ligand SARS2nsp3_MacroD_ECBio2 Ligand SARS2nsp3_MacroD_ECBio2
Analyte Control_Z5265428218 Analyts Caontrol_Z5265428218 Analyte Control_Z5010894395 Analyte Control_Z5010894395
Sensorgram  Ch 2, Fc 2-1 corr Sensargram  Ch 2, Fe 2-1 corr Sensorgram  Ch 3, Fc 2-1 corr Sensorgram  Ch 3, Fc 2-1 corr
Temperature 20 Temperature 20 Temperature 20 Temperature 20
N 2 ] 20 2 "
204 204 - 15
m 1 1264 |
< b Pl 10 10
| _ ) 104
104 & 754 — — H
4 R
I 5 [ b M
/ ] o] =
o i
104
T T T T T T T T T T T T T T T T T T T T T T T
& 0 100e-6 20086 3006  400e5 600§ o 100 0 (] 0000025 000006 0000076  00CO1 0000125 ] 100 200
m Group 17 Group 17 Group 24 Group 24
Model Model Model Model
ane Steady state affinity vods Steady state affinity e Steady state affinity ’ Steady state affinity
Z KD(M) 1.81e-06 Rmax(RU) 32.7 KD{M} 1.87e-06 Rmax(RU} 327 KD(M) 1.24e-04 Rmax(RU) 432 KDiM}  1.24e-04 Rmax{RU} 432

Binding = 125% Binding = 130%
Kp=1.8 uM Kp =124 uM

Keisp/1C50 (HTRF) = 5.7 uM Kgisp /1C50 (HTRF) = 240 pM
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Run

Ligand
Anzlyte
Sensorgram

Temperature

2B

[

PARP14a

20231215_N3P3_PARP14a_CACHE#3 hits (18

cpds)_counter screening_2 12/15/2023 5:31:29

PM
PARP14a

AROOO405a_PARF14a

Ch B, Fc 2-1corr
20

L]
24
1.6
14
06
v
T

a

Model

T T
0B

Group 29

Steady state affinity

KDiM}  1.47e+00

..\"‘I-l-l.""
i

&
E-
4

T
200

CACHE3HI_ 1690 45

Run

Ligand

Analyte

NSP3_SARS2

20231215_NSP3_PARP14a_CACHE#3 hits (18
cpds)_counter screening_2 12/15/2023 5:31:29
P

SARS2nsp3_MacroD ECBio2
ARDO0405a

Sensorgram Ch 2, Fc 2-1 corr

Temperature 20

=0
26 -
204
16
10 /
E_
1/
o
T T T T T T T T T
o Q000G [elE Rl 0000076 00001
Group 7
Model
e Steady state affinity
KDIM) 3.88e-05 Rmax{RU} 391
a0 —
264 - . “
23_
16 ——Hj
104 H
N B
H
o —| L
54

Previous data:

HTRF displacement results
confirmation:

%inh@100 uM = 60.1
%inh@50 uM = 39.6
%inh@25 uM = 27.6

SPR confirmation/selectivity test

Protein RUmax_ RUmax_ % binding Kp _H1M,
experime expected n=2
nt
NSP3_SARS2 39 35 111 38.8
PARP14a 1470774.4 29 NA no binding

T T T T
0 100 200
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PARP14a

20231215_NSP3_PARP14a_CACHES3 hits (18

Run cpds)_counter screening_2 12/15/2023 5:31:29
PM
Ligand PARP14a
Analyte AROO09E3a_PARP14a
Sensorgram  Ch 8, Fe 2-1 corr
Temperature 20
2B+ | ]
=
15
14
06~
ol 7
T T T T T T T T T T
il 00 40002 Lo0es 40004
Group 42
hodel
voee Steady state affinity
KD{M}  4.58e-04 Rmax{RU} 14.7
104
TE+
&
26+
0] ——F
2.6
,
r 3 ]
L o 100 aw

CACHE3HI_1690 48

20231215_MNSP3_PARP14a_CACHE#3 hits (18
Run cpds)_counter screening_2 12/15/2023 5:31:29
M
Ligand SARS2nsp3_MacroD_ECBio2
Anzlyte ARD0D9E3a

Sensorgram  Ch 4, Fc 2-1 corr

Temperature 20

0

175 /
15

1'215-—-

"Il:l—-

TE--

oJ 7

2wl /

".!I I I}.IJEI.ITCQE I I}.I][:II}CIE I [:.{II]::I}._'E I E.:I:]I:'I
Mode! gtr::gyi?.ate affinity
KDIM}  6.04e-05 RmaxiRU) 265
2

Previous data:

HTRF displacement results
confirmation:

%inh@100 uM = 46.5
%inh@50 uM = 34.0
%inh@25 uM =18.4

SPR confirmation/selectivity test

T T
Q 100 200

Protein RUmax_ RUmax_ % binding Kp _H1M,
experime expected n=2
nt
NSP3_SARS2 27 30 87 60.4
PARP14a 14.7 28 53 no binding
A G
P
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PARP14a

20231215_N3P3_PARP14a_CACHE#3 hits (18

Run cpds)_counter screening_2 12/15/2023 5:31:29
M
Ligand PARP14a
Analyte AROOOTE1a_PARP14a
Sensorgram  Ch 7, Fc 2-1 corr
Temperature 20
(el 1 B
[:_ ,
026
:
-0
076
.
- T T T T T T T T T T T T
L 0o 02 ans a4 008 006
Group 38
hadel
oee Steady state affinity
KD{M} 5.66e-02 Rmax{RU} 534.2

T
200

CACHE3HI_ 1690 63

NSP3_SARS2

20231215_NSP3_PARP14a_CACHE#3 hits (18

Run cpds)_counter screening_2 12/15/2023 5:31:29
P
Ligand SARS2nsp3_MacroD ECBio2
Analyte AROOOTETa
Sensorgram Ch 3, Fc 2-1 corr
Temperature 20
o /‘
204
16
10
B
-
T T T T T T T
o 000001 000002 000003
Group 14
Model
oeE Steady state affinity
KD{M} 1.87e-05 Rmax{RU} 422

Previous data:

HTRF displacement results

confirmation:
%inh@100 uM = 86.9

%inh@50 uM = 42.5
%inh@25 uM = 20.2

SPR confirmation/selectivity test

T T
[ 100 200

Protein RUmax_ RUmax_ % binding Kp _H1M,
experime expected n=2
nt
NSP3_SARS2 42 43 98 18.7
PARP14a 534.2 37 NA no binding
AN
& g
o
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PARP14a

20231215_NSP3_PARP14a_CACHE#3 hits (18

Run cpds)_counter screening_2 12/156/2023 5:31:29
PM
Ligand PARP14a
Anzlyte ARDO1560a_PARP14a
Sensorgram Ch 8, Fo 2-1 corr
Temperature 20
16
| L
125 -
] .
104
75
5
25 ™
1 ¢
|:|_
T T T T T T
0 000026 00006
Group 44
Model
Hees Steady state affinity
KD{M} 6.56e-04 Rmax{RU} 51.8
15
- M
0 r
TE-
26 ri' - —
o4 =
L 25+
I 3 *]
3 o o ato

CACHE3HI_1690 87

NSP3_SARS2

20231215_NSP3_PARP14a_CACHE#3 hits (18

Run cpds)_counter screening_2 12/15/2023 5:31:29
P
Ligand SARS2nsp3_MacroD ECBio2
Analyte ARDO15E80a
Sensorgram Ch 4, Fc 2-1 corr
Temperature 20
304
26
204
16
104
1/
[
T T T T T T T T T
o 000006 00001 000016 00002
Group 22
hModeal
Hees Steady state affinity
KD{M} 7.03e-05 Rmax{RU} 35.7
B0+
==—Hh
26+
20 ~—H
16 = ——H
104 L= ——H
! i
J o L

T T
] 100 200

Previous data:

HTRF displacement results
confirmation:

%inh@100 uM = 47.6
%inh@50 uM = 35.6
%inh@25 uM = 20.4

SPR confirmation/selectivity test

Protein RUmax_ RUmax_ % binding Kp _H1M,
experime expected n=2
nt
NSP3_SARS2 36 34 105 70
PARP14a 52 31 167 Linear
A
P
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CACHE3HI_1690 36

PARP14a
20231107_MSP3_MacroD2_PARP14a_CACHE#3
Run hits (18 cpds]_counter screening 11/7/2023
4:40:32 PM
Ligand PARP14
Analyte ARODDB4E6a_PARP14a

Sensorgram  Ch 7, Fc 2-1 corr

Temperature 20

125
104
TE
B4
25+
1 Y
o4 Jr"’ [ ] b
T T T T T T T T T
a 0000026 000006 LO00CTE ]
Group 52
Model
HeE Steady state affinity
KD{M} 4.B0e-08 Rmax(RU} 0.7
0
16 r‘

100 200

NSP3_SARS2

20231107 _NSP3_MacroD2_PARP14a_CACHE#3

Run hits (18 cpds)_counter screening 11./7/2023
4:40:32 PM

Ligand SARS2nsp3_MacroD_ECBic2

Analyte ARODOB46a

Sensorgram  Ch 3, Fc 2-1 corr

Temperature 20

1?5-
16—-
4 L
1'25—_ . ™ .
10
75
B
25—-
oA
L T T T T T T T T T
a 000026 000006 0000076 ]
Group 20
Model
oes Steady state affinity
KDi{M} 4.79e-06 Rmax{RU} 145

Previous data:

HTRF displacement hit

confirmation:
%inh@100 uM = 83
%inh@50 uM =78
%inh@25 uM =67

SPR confirmation/selectivity test

Protein RUmax_ RUmax_ % binding Kp _H1M,
experime expected n=2
nt
NSP3_SARS2 14.5 31.0 47 48
PARP14a 0.7 24.5 3.0 NB
S e
P
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PARP14a

20231107 _NSP3_MacroD2_PARP14a_CACHE#3

Run hits (18 cpds)_counter screening 11/7/2023
4:40:32 PM

Ligand PARP14

Analyts AROOO949a_PARP14a

Sensorgram  Ch 7, Fe 2-1corr

Temperature 20

.76+
06
026
o4
Ch I
LB T T T T T T
0 16 ] gl
Group 54
Mage! Steady state affinity
KD{M} B.97e+00 Rmax{RU} 1142126
10|
B
[ I ___‘_
£
B
L T T T
3 ; a 100 00
PR AW ) O

CACHE3HI_1690_92

NSP3_SARS2

20231107 _NSP3_MacroD2_PARP14a_CACHE=3

Run hits (18 cpds)_counter screening 11/7/2023
44032 PM

Ligand SARSZnsp3_MacroD_ECBio2

Analyte ARDO0S459a

Sensorgram  Ch 2, Fc 2-1corr

Temperature 20

. —

T T T T T T T T
o CO0CC2E 0.0CO0E Q.0CO07E 00001

Mode! gtr::;;s‘:.ate affinity
KD{M} 3.85e-05 Rmax{RU} 27.7
m—-
15-
m-
.
o] |
=]
-10 . : T T T
0 100 W00

Previous data:

HTRF displacement hit
confirmation:
%inh@100 uM = 67
%inh@50 uM =50
%inh@25 uM =29

SPR confirmation/selectivity test

Protein RUmax_ RUmax_ % binding Kp _H1M,
experime expected n=2
nt
NSP3_3ARS2 27.7 23.9 116 385
PARP14a 1142126 185 NA NB
,ﬁ; G
Pt
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PARP14a
20231215_MNSP3_PARP14a_CACHE#3 hits (18
Run cpds)_counter screening_2 12/15/2023 5:31:29
M
Ligand PARP14a
Analyte AROO0S5Ta_PARP14a

Sensorgram  Ch 8, Fc 2-1 corr
Temperature 20
34

164

-6

T T T T
[+] Q00006 Coe Q00016 cpco:z

Group 40
Steady state affinity
KDiM} 2.06e-04 Rmax{RU} 85

Model

L - T 7 T S U .
M R TS Y 1Y SR Py YA

T T
0 100 200

CACHE3HI_1696 50

20231215_MNSP3_PARP14a_CACHE#3 hits (18
Run cpds)_counter screening_2 12/15/2023 5:31:29
M
Ligand SARS2nsp3_MacroD_ECBio2
Anzlyte AROODSETa

Sensorgram  Ch 4, Fc 2-1 corr

Temperature 20

: L

o &
T T T T T T T T T
o [ [ el ] [l el OOCOITE 0000
Group 18
Modsl
oee Steady state affinity
KDIM) 4.53e-05 Rmax(RU} 372
264 I"'_H'
2 "
16
104 H
‘- S
o] — =i\

Previous data:

HTRF displacement results
confirmation:

%inh@100 uM = 56.5
%inh@50 uM = 40.0
%inh@25 uM = 25.7

SPR confirmation/selectivity test

T T
[:] 100 200

Protein RUmax_ RUmax_ % binding Kp _H1M,
experime expected n=2
nt
NSP3_SARS2 37 36 104 45
PARP14a 8.5 33 26 no binding
S G
NN
o
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CACH E3H|_1696_6 Previous data:

HTRF displacement results
confirmation:
%inh@100 uM = 44.6

PARP14a NSP3_SARS2 %inh@50 uM = 25.0
%inh@25 uM =10.3

20231215_NSP3_PARP14a_CACHE#3 hits (18 20231215_NSP3_PARP14a_CACHE#3 hits (18
Run cpds)_counter screening_2 12/156/2023 5:31:29 Run cpds)_counter screening_2 12/156/2023 5:31:29
PM PM
Ligand PARP14a Ligand SARS2nsp3_MacroD ECBio2
Anzlyte ARDOD475a_PARP14a Anzlyte ARDOD475a
Sensorgram Ch 7, Fc 2-1 corr Sensorgram Ch 3, Fo 2-1 corr
Temperature 20 Temperature 20
2: 151
1 125 -
15 |
4 104
14 |
1 75
u:.ﬁ-_ . 5]
T % 25 SPR confirmation/selectivity test
-0 o
1 |
-1+ 2B
1 ° » Protein RUmax_ RUmax_ % binding Ky _HM,
T T T T T T T T T I T T T T T T T T experime expected n=2
o 000006 00001 000016 00002 0 0000026 000006 0000076 0001 nt
Group 35 Group 13
Model Model
HeeE Steady state affinity HeeE Steady state affinity NSP3_SARS2 27 37 73 51
KD{nM}  2.04e-04 Rmax(RL} &9 KD{mM}  5.10e-05 Rmax(RU} 272
PARP14a 9 32 28 no binding
AR 164
&
104
1564
B
o4
25 L = — S
S VI e
EILED L3
./ I 2 I 100 I e I 1 I 100 I a0
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PARP14a

20231107_NSP3_MacroD2_PARP14a_CACHE#3

Run hits (18 cpds)_counter screening 11/7/2023
4:40:32 PM

Ligand PARP14

Analyte ARDOO947a_PARP14a

Sensorgram  Ch 7, Fc 2-1 corr
Temperature 20

2EH

4% DMSO

a1 az a3
Group 53
Model
oee Steady state affinity
KDIM) 3.13e-01 RmaxiRU} 5926.7
TE4
E_-
2.5—-
o4k
25+
_5_-
'.'.E—-
T T T T
L 0 100 200
2
) b
s U b

CACHE3HI_1696_67

NSP3_SARS2

20231107_N3P3_MacroD2_PARP14a_CACHE#3

Run hits (18 cpds]_counter screening 11/7/2023
4:40:32 PM

Ligand SARS2nsp3_MacroD_ECBio2

Analyta ARDOO0947a

Sensorgram  Ch 2, Fc 2-1 corr
Temperature 20

26+

o /

T T T T T T T T
o 0000026 QLRCOOE 0000076 00001

Group 13
Model
nee Steady state affinity
KDIM) 4.15e-05 RmaxiRU) 306
264
23_

T T T T
0 100 0o

Previous data:

HTRF displacement hit
confirmation:
%inh@100 uM =56
%inh@50 uM = 40
%inh@25 uM = 26

SPR confirmation/selectivity test

Protein RUmax_ RUmax_ % binding Kp _H1M,
experime expected n=2
nt
NSP3_SARS2 30.6 29.7 103 41.5
PARP14a 5926.7 23 NA NB
,%; G
& T
=
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PARP14a

20231107 _N3P3_MacroD2_PARP14a_CACHE#3

Run hits (18 cpds)_counter screening 11752023
4:40:32 FM

Ligand PARP14a

Analyte AROO1350a_PARP14a

Sensorgram  Ch B, Fc 2-1 corr

Temperature 20

Modsl Group 66

Steady state affinity
Rmax(RU] 167200

KDiM}  5.652-01

0B 06

4% DMSO

100

00

CACHE3HI_1696_78

20231107_MSP3_MacroD2_PARP14a_CACHE#3
Run hits (18 cpds)_counter screening 11/7/2023
4:40:32 PM
Ligand SARSZ2nsp3_MacroD_ECBio2
Analyte ARDO1350a

Sensorgram  Ch 1, Fc 2-1 corr

Temperature 20

26
204
16
104
B4
0 T T T T T T T T T
o 000026 LDCO0E 0000076 00001
Group 7
Model
Steady state affinity
KD{M} 1.37e-05 Rmax{RU} 28.2

T T
Q 100 200

Previous data:

HTRF displacement hit
confirmation:
%inh@100 uM =78
%inh@50 uM = 66
%inh@25 uM = 48

SPR confirmation/selectivity test

Protein RUmax_ RUmax_ % binding Kp _H1M,
experime expected n=2
nt
NSP3_3ARS2 28.2 34 83 13.7
PARP14a 16720.0 25.6 NA NB
,ﬁ; G
Pt
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PARP14a
20231215_NSP3_PARP14a_CACHE#3 hits (18
Run cpds)_counter screening_2 12/15/2023 5:31:29
P
Ligand PARP14a
Analyte ARDOOBETa_PARP14a

Sensargram  Ch 6, Foc 2-1 corr

Temperature 20

: /,//'

| | | |
o 0000026 000G 0000076 00001

Group 30
Steady state affinity
Rmax{RU} 11.0

hModel

KDIM} 673e-05

\ iy by

‘ T T T T T T
[ 100 00

CACHE3HI_1700 52

20231215_NSP3_PARP14a_CACHE#3 hits (18
Run cpds)_counter screening_2 12/156/2023 5:31:29
PM
Ligand SARS2nsp3_MacroD ECBio2
Anzlyte AROODEETa

Sensorgram Ch 2, Fo 2-1 corr

Temperature 20

3:|_
1 L ]
26 .
2] /
16
10 /
T/
04 T T T T T T T T T
o CUO00C2E [l Eal] QLOCO0TE 0000
Group &
Modsl
Hees Steady state affinity
KDIM) 2.78e-05 Rmax(RU} 376

Previous data:

HTRF displacement
results confirmation:
%inh@100 uM =81.1
%inh@50 uM = 69.0
%inh@25 uM = 31.7

SPR confirmation/selectivity test

Protein RUmax_ RUmax_ % binding Kp _H1M,
experime expected n=2
nt
NSP3_SARS2 38 40 94 28
PARP14a 11 32 34 57

Estimated Kb is not reliable, binding profile does

not show steady state s

F

o

k-

£
i &

2

&y
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PARP14a

20231215_NSP3_PARP14a_CACHE#3 hits (18

CACHE3HI_1705 4

NSP3_SARS2

20231215_NSP3_PARP14a_CACHES3 hits (18

Run cpds)_counter screening_2 12/15/2023 5:31:29 Run cpds)_counter screening_2 12/15/2023 5:31:29
P PM

Ligand PARP14a Ligand SARS2nsp3_MacrcD_ECEio2

Analyts AROO0437a_PARP14a Analyte ARDDO43Ta

Sensorgram Ch &, Fo 2-1 corr

Temperature 20

Sensorgram  Ch 1, Fe 2-1 corr

Temperature 20

Previous data:

HTRF displacement results
confirmation:

%inh@100 uM = 37.5
%inh@50 uM = 20.3
%inh@25 uM =9.9

SPR confirmation/selectivity test

ﬁ_
1 " 26 .
| | .
44 40
2] 15
b 10
B |
b=
7 | | 0 —j
T T T T T T T T T T T T T T T
0 00026 0,006 o D.0000E 00001 000016 00002
Group 25 Group 3
hModel hodel
Steady state affinity Steady state affinity
KD{M} 6.28e-03 Rmax(RLU} 1800 KD{M} 9.33e-05 Rmax{RU} 359

T T T T
a 100 200

Protein RUmax_ RUmax_ % binding Kp _H1M,
experime expected n=2
nt
NSP3_SARS2 36 33 109 93
PARP14a
180 29 NA weak
binding
& g
o
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CACHE3HI_1706_56 Previous data:

HTRF displacement hit
confirmation:
%inh@100 uM = 84
PARP14a NSP3_SARS2 %inh@50 uM = 72
%inh@25 uM =54

20231107_NSP3_MacroD2_PARP14a_CACHE#3 20231107_NSP3_MacroD2_PARP14a_CACHE#3
Run hits (18 cpds)_counter screening 11/7/2023 Run hits (18 cpds)_counter screening 11/7/2023
4:40:32 PM 4:4032 PM
Ligand PARP14 Ligand SARSZ2nsp3_MacroD_ECEio2
Analyte AROD1356a_PARP14a Analyte AROO1356a
Sensorgram  Ch 7, Fc 2-1corr Sensorgram  Ch 2, Fe 2-1 corr
Temperature 20 Temperature 20
24
2] 30
6—_ 26 -
5
204
R 15
=
2] ) 10
4 5 SPR confirmation/selectivity test
|:|_- L
] 0
T T T T T T T T T T T T T T T T T T T
0 a1 0z 03 04 ] 0000025 0.0C005 0.000076 20001 Protein RUmax_ RUmax_ % binding Kp _H1M,
experime expected n=2
Model oroup e : Mode Group 15 _ p p
Steady state affinity Steady state affinity nt
KDi{M}  4.53e-01 Rmax{RU} 32392.5 KD{M} 1.97e-05 RmaxiRU} 34.6
NSP3_SARS2
- 34.6 39.1 89 19.7
i ] —H PARP14a
v = 323925 23.9 NA Weak
. 26
20 — —H
B 15 R 1
104
.
E_
104 [ p— S e
L : 1 ™
T T T T T T -5 o
L T T T g
] 100 200 ul 1:|1u !lI:[:- & %_‘;\i'
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PARP14a

20231107_NSP3_MacroD2_PARPI4a_CACHE®3

Run hits (18 cpds)_counter screening 11/7/2023
4:40:32 PM
Ligand PARP14a
Analyts ARODO138a_PARP14a
Sensorgram  Ch B, Fc 2-1 corr
Temperature 20
176 4
15+
125
14
076 -
0 -
026 -
-
0 ' ! ' 10 '
Mode! Group 59

KDi{M}  1.33e+01

Steady state affinity
Rmax{(RU} 2029150

L sl . .
I‘}; SV\.'

CACHE3HI_1708 42

Run

Ligand

Analytes

NSP3_SARS2

20231107_NSP3_MacroD2_PARP14a_CACHE#3
hits (18 cpds)_counter screening 11/7/2023
4:40:32 PM

SARS52nsp3_MacroD_ECBio2
AROOO 28a

Sensorgram  Ch 2, Fc 2-1 corr

Temperature 20

204
16
L ]
10
B4
[
T T T T T T T T
[ 00026 000006 0.0000TE 20001
Group 11
Model
Steady state affinity
KDiM} 2.49e-05 Rmax{RU} 275
26
0
| ———H
16+ _m
10 —
———H|
[ :ﬁ
[\ —_—
. F
104
T T T T T
L 100 0

Previous data:

HTRF displacement hit

confirmation:

%inh@100 uM = 66
%inh@50 uM = 46
%inh@25 uM =34

SPR confirmation/selectivity test

Protein RUmax_ RUmax_ % binding Kp _H1M,
experime expected n=2
nt
NSP3_3ARS2 275 24.1 114 25
PARP14a 202915.0 19 NA NB
,ﬁ; G
Pt

Molecular Bionhvsics




PARP14a

20231215_NSP3_PARP14a_CACHE#3 hits (18

Run cpds)_counter screening_2 12/156/2023 5:31:29
PM
Ligand PARP14a
Anzlyte ARDOOOETa_PARP14a
Sensorgram Ch &, Fo 2-1 corr
Temperature 20
&1 [ ]
5
-
14
o] t
4 ]
T T T T T T T T
0 00006 0O 00016
Group 24
Model
Hees Steady state affinity
KD{M} 1.82e-03 Rmax{RU} 874

..\"‘I-l-l.""

CACHE3HI_1708 87

Run

Ligand
Anzlyte
Sensorgram

Temperature

NSP3_SARS2

20231215_NSP3_PARP14a_CACHE#3 hits (18
cpds)_counter screening_2 12/156/2023 5:31:29
PM

SARS2nsp3_MacroD ECBio2
ARDDODETa

Ch1,Fc2-1corr

20

—

o/
T T T T T T T T T
o CUO00C2E [l Eal] QLOCO0TE 0000
Group 2
Modsl
Hees Steady state affinity
KDIM} 5.27e-05 Rmax{RU) 33.3

T T T T
o 100 i

Previous data:

HTRF displacement results

confirmation:

%inh@100 pM =51.6

%inh@50 uM = 38.2

%inh@25 uM =20.3

SPR confirmation/selectivity test

Protein RUmax_ RUmax_ % binding Kp _H1M,
experime expected n=2
nt
NSP3_SARS2 33 32 106 53
PARP14a
1819.9 28 NA weak
binding

Molecular Bionhvsics




CACH E3H|_1714_34 Previous data:

HTRF displacement hit
confirmation:

PARP14a NSP3_SARS2 %inh@100 uM = 40
%inh@50 uM = 15

20231107_NSP3_MacroD2_PARP14a_CACHE#3 20231107 _NSP3_MacroD2_PARP14a_CACHE#3

Run hits (18 cpds)_counter screening 11/772023 Run hits (18 cpds]_counter screening 11/7/2023 %i n h @ 25 u M = 1
4:40:32 PM 4:40:32 PM
Ligand PARFP14 Ligand SARSZnsp3_MacroD_ECBio2
Analyte ARDD1714a_PARP14a Analyts ARDDT714a
Sensorgram  Ch 7,Fc 2-1 corr Sensorgram  Ch 1, Fc 2-1 corr
Temperature 20 Temperature 20
R * 7]
/' £ /.
= |
[
. o]
5 5 .
" .
P 74
1 . o o e
E . SPR confirmation/selectivity test
[
- ]
T T T T -1 T T T T
nl [:-.I][:[I)OEE n.ur:lmﬁ I}.I]L‘II}GTE ul:[lm ||1 E.-:II]IEI}EE -:m-::n:lﬁ [:.-:]:]IEIIFS nmI:-:n Protein RUmax_ RUmax_ % binding Ky _HM,
experime expected n=2
Model Group 57 ) Madel Group 8 ) P P
Steady state affinity Steady state affinity nt
KD{M} 4.26e-05 Rmax{RU} 8.4 KD{M}  3.93e-05 Rmax{RU} 8.7 NSP3 SARS2
= 9.7 37.7 25.6 39.3
20 1
_ PARP14a 8.4 30.8 27.2 43
104
o
-104
-0 :g;
' e

T T T T T T
200 Q 100 00

Molecular Bionhvsics



PARP14a
20231107_MSP3_MacroD2_PARP14a_CACHE#3
Run hits (18 cpds]_counter screening 11/7/2023
4:40:32 PM
Ligand PARP14
Analyte ARODOS14a_PARP14a

Sensorgram  Ch 7, Fc 2-1 corr

Temperature 20

3+
[ ]
2.5
24
1.6
14
06
s
LEH @
T T T T T T T T T T T T T
[ 1 b 3 4 3 &
Group 51
Mode! Steady state affinity
KD{M} 5.58e+00 Rmax(RU} 1942698
T+
i
15
i
15
o
e
r ‘ T T T T T T
L 100 100

CACHE3HI_1715 71

NSP3_SARS2

20231107_MNSP3_MacroD2_PARP14a_CACHE#3

Run hits (18 cpds]_counter screening 11/7/2023
4:40:32 PM

Ligand SARS2nsp3_MacroD_ECBio2

Analyte ARODDS14a

Sensorgram  Ch 3, Fc 2-1 corr

Temperature 20

26 - /
20 4
16
104
B
/B
T T T T T T T T T T T
[ 000001 Looce2 000003 LO0CCE  OCOOIE
Group 19
Model
oeE Steady state affinity
KD{M} 2.8Bde-05 Rmax(RU} 416

T T
] 100 00

Previous data:

HTRF displacement hit
confirmation:
%inh@100 uM = 66
%inh@50 uM =93
%inh@25 uM = 23

SPR confirmation/selectivity test

Protein RUmax_ RUmax_ % binding Kp _H1M,
experime expected n=2
nt
NSP3_3ARS2 41.6 32.6 1275 28.4
PARP14a 194269.8 25.8 NA NB
Pt

Molecular Bionhvsics




PARP14a
20231107 _NSP3_MacroD2_PARP14a_CACHE#3
Run hits (18 cpds)_counter screening 11772023
4:40:32 PM
Ligand PARP14a
Analyte AROD1421a_PARP14a

Sensorgram  Ch B, Fc 2-1 corr

Temperature 20

T T T T T T T T T T T T T
o am 002 Qs 0.04 Ll ] 006

Group 67
Model
oae Steady state affinity
KDIM} 6.23e-02 Rmax{RU} 5571.6

T
]

CACHE3HI_1715_85

NSP3_SARS2

20231107 _N3P3_MacroD2_PARP14a_CACHE#3

Run hits (18 cpds)_counter screening 11/7/2023
4:40:32 PM

Ligand SARS2nsp3_MacroD_ECBio2

Analyte ARDD1427a

Sensorgram  Ch 2, Fc 2-1 corr

Temperature 20

30
25_- /
2]
15-
1-:1-
]
-
0 T -
Mode! gtr::g;siate affinity
KD{M]) 4.42e-05 Rmax{RU} 39.0
304
26
20 r'—__H'
15 ———H

=

T T T
100 00

Previous data:

HTRF displacement hit
confirmation:
%inh@100 uM = 67
%inh@50 uM =47
%inh@25 uM =32

SPR confirmation/selectivity test

Protein RUmax_ RUmax_ % binding Kp _H1M,
experime expected n=2
nt
NSP3_SARS2 39.0 31.3 124.4 44
PARP14a 5571.6 24.7 NA weak
S e
P

Molecular Bionhvsics




PARP14a
20231107 _NSP3_MacroD2_PARP14a_CACHE#3
Run hits (18 cpds)_counter screening 11/772023
4:40:32 PM
Ligand PARP14a
Analyte ARDOOB92a_PARP14a

Sensorgram  Ch 8, Fc 2-1 corr

Temperature 20

Madel Group 62

T T T T
o 0000026 Q00006

Steady state affinity

KDiM}  7.90e-07

Rmax{RU}

T
0000076

43

T
Q00

CACHE3HI_1715_88

Previous data:
HTRF displacement hit

confirmation:
%inh@100 uM = 80
%inh@50 uM = 65

T
ELHH

NSP3_SARS2

20231107 _N3SP3_MacroD2_PARP14a_CACHE#3

Run hits ({18 cpds]_counter screening 11./772023
4:40:32 PM

Ligand SARS2nsp3_MacroD_ECEBio2

Analyte ARDOOB92a

Sensorgram  Ch 3, Fc 2-1 corr

Temperature 20

10
. :
[ ]
7.6+
|
B
15
s
-2
T T T T T T T ! T
[ 0000026 000306 0000076 0000
Group 21
Model
oee Steady state affinity
KDIM} 4.97e-08 Rmax{RU} 122
104
7.5+
B
26
i - ———
2.6+
T T T T T
] 100 200

%inh@25 uM = 22

SPR confirmation/selectivity test

Protein RUmax_ RUmax_ % binding Kp _H1M,
experime expected n=2
nt
NSP3_SARS2 12.2 35.3 34.6 49
PARP14a 1.3 22.7 5.7 NB
A G
NN
P

Molecular Bionhvsics




CACHE3HI_1715_92 previous data:

HTRF displacemen hit
confirmation:
%inh@100 uM = 47
PARP14a NSP3_SARS2 %inh@50 uM = 27

%inh@25 uM =16

20231107_NSP3_MacroD2_PARP14a_CACHE#3 20231107_NSP3_MacroD2_PARP14a_CACHE#3
Run hits (18 cpds]_counter screening 11/7/2023 Run hits (18 cpds]_counter screening 11/7/2023
4:40:32 PM 4:40:32 PM
Ligand PARP14 Ligand SARS2nsp3_MacroD_ECBio2
Analyte AROD1373a_PARP14a Analyte ARODD1373a
Sensorgram  Ch 7,Fc 2-1 corr Sensorgram  Ch 1, Fc 2-1 corr
Temperature 20 Temperature 20
£ . 1
H . 125 .
44 ™ 1 ]
104
" 75
e ) "
5
14
'2 5 L] . . .
o] o SPR confirmation/selectivity test
ad "]
: ' omezs  ooooss oo ocond 2 ' ooocezs | coocos  ooooois panet Protein RUmax_ RUmax_ % binding Kp _HM,
experime expected n=2
Moda Group 56 Moda Group & t
Steady state affinity Steady state affinity i
KDi{M} 2.86e-05 Rmax{RU} 7.3 KDI{M} 3.40e-05 Rmax{RU} 18.3 NSP3 SARS2
= 28.5 18.3 64 34
10 151 PARP14a
. —"l ] - 7.3 23 31 29
] T = 104 b
-104 1 ——
] o —
20 ] L ——
.gg_- o F__,___ |
0] -5—-
-EU—- 1 “%E e
L 50 10 NN
: . - @
| ; T T T T T T T T T T T T 1’%‘ o
| & ) 100 200 0 100 200
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PARP14a

20231107_NSP3_MacroD2_PARP14a_CACHE#3

Run hits (18 cpds)_counter screening 11/7/2023
4:40:32 PM

Ligand PARP14

Analyte ARDOO398a_PARP14a

Sensorgram  Ch 7,Fc 2-1corr

Temperature 20

[ ]
154 .
i )
5
L
a4
LE-— T T T T T T T T
[ 000006 noeot 000016 00002
Group B0
Maodel
nee Steady state affinity
KDi{M} 1.92e-04 Rmax{RU} 59
10
B
o —
B
-0

T T T
100 nn

CACHE3HI_1715_95

NSP3_SARS2

20231107 _N3P3_MacroD2_PARP14a_CACHE#3

Run hits (18 cpds)_counter screening 11/772023
4:40:32 PM

Ligand SARSZ2nsp3_MacroD_ECBio2

Analyte ARDOO398a

Sensorgram  Ch 3, Fc 2-1 corr

Temperature 20

0 |8
16
10
B
a4
T T T T T T T T T
o 000026 000006 0000076 00001
Group 18
Maodel
nee Steady state affinity
KD{M} 9.31e-05 Rmax{RU} 386
204

T T
o 100 200

Previous data:

HTRF displacement hit
confirmation:
%inh@100 uM = 35
%inh@50 uM =21
%inh@25 uM =11

SPR confirmation/selectivity test

Protein RUmax_ RUmax_ % binding Kp _H1M,
experime expected n=2
nt
NSP3_SARS2 38.6 29.8 129.4 93
PARP14a 5.9 23.6 25.2 NB
,ﬁ; G
P

Molecular Bionhvsics




PARP14a
20231215_NSP3_PARP14a_CACHE#3 hits (18
Run cpds)_counter screening_2 12/15/2023 5:31:29
P
Ligand PARP14a
Analyte ARDODS1Ta_PARP14a

Sensorgram Ch 8, Fc 2-1 corr

Temperature 20

L ]
|:_
[ ]
T T T T T T T T T T
0 (il k] [k11] 0076 al
Group 41
Model
e Steady state affinity

KDiM}  1.77e-01

Rmax{RU} 17042

T
200

CACHE3HI_1715 91

NSP3_SARS2

20231215_NSP3_PARP14a_CACHE#3 hits (18

Run cpds)_counter screening_2 12/156/2023 5:31:29
PM

Ligand SARS2nsp3_MacroD ECBio2
Anzlyte AROODS17a
Sensorgram Ch 4, Fo 2-1 corr
Temperature 20

26

20 ///.

16

10

1 )
B
0
i ]
T T T T T T T T T T T
[ 000001 pO0CCE  0.00003 LODCCY 000006
Group 19

Model
Hees Steady state affinity
KD{M} 3.0Be-05 Rmax{RU} 41.8

T T T T
] 100 200

Previous data:

HTRF displacement results

confirmation:
%inh@100 uM = 56.8

%inh@50 uM = 40.2
%inh@25 uM = 23.2

SPR confirmation/selectivity test

Protein RUmax_ RUmax_ % binding Kp _H1M,
experime expected n=2
nt
NSP3_SARS2 31 34 124 31
PARP14a 111033.2 31 NA no binding
A G
NN
P

Molecular Bionhvsics




PARP14a

20231215_NSP3_PARP14a_CACHES3 hits (18

Run cpds)_counter screening_2 12/15/2023 5:31:29
PM
Ligand PARP14a
Analyte ARDD1223a_PARP14a
Sensorgram  Ch B, Fe 2-1 corr
Temperature 20
14
076
06
0:26
e
:
026
T T T T T T T
o a1 02 a3
Group 32
hodel
voee Steady state affinity
KDi{M} 2.83e-01 Rmax{RU} 103639
[
[
4
a2
[
-7
ted
r ? T T T T T
'y 0 100 200

CACHE3HI_1715 76

NSP3_SARS2

20231215_N3P3_PARP14a_CACHE#3 hits (18

Run cpds)_counter screening_2 12/15/2023 5:31:29
M
Ligand SARS2nsp3_MacroD_ECBio2
Anzlyte AR0012233
Sensorgram  Ch 2, Fc 2-1 corr
Temperature 20
26 - /
204
16
10
B
-
T T T T T T T
o 40000 r.00002 000003
Group 10
hadel
veee Steady state affinity
KD{M}  1.89e-05 Rmax(RU} 430
i
264
204

T T
o 100 200

Previous data:

HTRF displacement results
confirmation:

%inh@100 uM = 48.0
%inh@50 uM = 36.5
%inh@25 uM = 23.5

SPR confirmation/selectivity test

Protein RUmax_ RUmax_ % binding Kp _H1M,
experime expected n=2
nt
NSP3_SARS2 43 42 103 19
PARP14a 283427.3 34 NA no binding
,S;f G
P

Molecular Bionhvsics




PARP14a
20231215_NSP3_PARP14a_CACHEE3 hits (18
Run cpds)_counter screening_2 12/15/2023 5:31:29
PM
Ligand PARP14a
Analyte ARDD1554a_PARP14a

Sensorgram  Ch B, Fe 2-1 corr

Temperature 20

076+ L
LR
1 L ]
I.‘..EE—- -
i
-0.26
0.6+
-0.76
1 z L]
- -

T T T T T
C o 00002 Q0003 00004 Q0006

Group 33
Modsl
voee Steady state affinity
KDIM} 5.06e-04 Rmax(RU} 9.8

e

| .3 T T T

E S( ; - -
r -

CACHE3HI_1715_89

20231215_MNSP3_PARP14a_CACHE#3 hits (18
Run cpds)_counter screening_2 12/15/2023 5:31:29
M
Ligand SARS2nsp3_MacroD_ECBio2
Anzlyte AR001654a

Sensorgram  Ch 2, Fc 2-1 corr
Temperature 20

36
30 . .

264

T T T T
[} L0026 QL.DCO0E Q000076 00001

Group 11
MModel
veee Steady state affinity
KDk} 1.15e-05 Emax(RU} 4032
364
—H
304 T
264
2]
164 H‘
10 ————H
5] H
LE B L——

Previous data:

HTRF displacement results
confirmation:

%inh@100 uM = 81.9
%inh@50 uM = 48.4
%inh@25 uM = 30.5

SPR confirmation/selectivity test

T T T
a 100 200

Protein RUmax_ RUmax_ % binding Kp _H1M,
experime expected n=2
nt
NSP3_SARS2 40 46 87 11.5
PARP14a 9.8 38 26 no binding
S G
NN
P

Molecular Bionhvsics




PARP14a

20231215_N3P3_PARP14a_CACHE#3 hits (18

Run cpds)_counter screening_2 12/15/2023 5:31:29
M
Ligand PARP14a
Analyte AROOOT11a_PARP14a
Sensorgram  Ch 5, Fc 2-1 corr
Temperature 20
.
2B+
1 .
7.
| L
15
1
06~ .
1 T
o] B
T T T T T T T
il 0001 0002 0.0003
Group 27
hadel
veee Steady state affinity
KD{M}  3.15e-04 Rmax{RU} 101
104
TE4
B
25 —
N

T T T T
o 100 200

CACHE3HI_1715_83

Run

Ligand
Analyte
Sensorgram

Temperature

16

101

1/

NSP3_SARS2

20231215_NSP3_PARP14a_CACHEE3 hits (18
cpds)_counter screening_2 12/15/2023 5:31:29
PM

SARS2nsp3_MacrcD_ECEio2
ARDOO711a
Ch 1, Fc 2-1 corr

#f}ffff’*’ﬂl

[
T T T T T T T T T
o D00CCEE [l e Rl QBCO0TE [l ai]]
Group &
Modsl
voee Steady state affinity
KDIM) 3.54e-05 Rmax{RU} 253
204

Previous data:

HTRF displacement results

confirmation:

%inh@100 pM = 81.6

%inh@50 uM =37.4

%inh@25 uM = 14.8

SPR confirmation/selectivity test

T T T T
[ o0 200

Protein RUmax_ RUmax_ % binding Kp _H1M,
experime expected n=2
nt
NSP3_SARS2 25 41 61 35.4
PARP14a 10 36 28 no binding
S G
P

Molecular Bionhvsics




CACH E3H|_1715_82 Previous data:

HTRF displacement
results confirmation:
%inh@100 uM = 68.2

PARP14a NSP3_SARS2 %inh@50 uM = 24.8
%inh@25 uM = 8.6

20231215_MNSP3_PARP14a_CACHE#3 hits (18 20231215_NSP3_PARP14a_CACHEE3 hits (18
Run cpds)_counter screening_2 12/15/2023 5:31:29 Run cpds)_counter screening_2 12/15/2023 5:31:29
M PM
Ligand PARP14a Ligand SARS2nsp3_MacrcD_ECEio2
Analyte AROOD9E1a_PARP14a Analyte ARDOO9E1a
Sensorgram  Ch 7, Fc 2-1 corr Sensorgram  Ch 3, Fe 2-1 corr
Temperature 20 Temperature 20
LR 26 -
B4 L] 4 L
T 2:' -
.
5 ”H—'__’_...-""" 4
5 15
e .
7] 10 r
2] . 1 SPR confirmation/selectivity test
o /” 0 /Z
] : Protein RUmax_ RUmax_ % binding Kp _H1M,
T T T T T T T T T T T T T T T T T T experime expected n=2
o 00008 40001 BO0mHS Q0002 o 00006 o001 0001 B 00002 nt
Group 38 Group 16
hadel hodel
oo Steady state affinity o Steady state affinity NSP3_SARS2 30 46 64 49
KD{M} 1.31e-04 Rmax{RU} 118 KD{M} 4.85e-05 Rmax(RU} 298
o] - PARP14a 12 40 30 131
T84 ]
= N
26+ 15 -
04 - —_—
104
-2.6]
5 5 ,g i
- - s & :
| .2 S-m- ) L— . =
- ? T T T T T T
I, bl 100 0 : I : I r I

0 100 00 Molecular Bionhvsics



PARP14a

CACHE3HI_1718_58

NSP3_SARS2

Previous data:

HTRF displacement results
confirmation:

%inh@100 uM = 35.8
%inh@50 uM =17.1
%inh@25 uM =9.7

20231215_NSP3_PARP14a_CACHE#3 hits (18

20231215_NSP3_PARP14a_CACHE#3 hits (18

Run cpds)_counter screening_2 12/15/2023 5:31:29 Run cpds)_counter screening_2 12/156/2023 5:31:29
P PM
Ligand PARP14a Ligand SARS2nsp3_MacroD ECBio2
Analyte ARDD1533a_PARP14a Analyte ARDOD1533a
Sensorgram Ch 8, Fc 2-1 corr Sensorgram Ch 4, Fo 2-1 corr
Temperature 20 Temperature 20
7 . 264 |
. ]
p 2{]_
!'- -
4] 16
3—- 10
24 p
] i
g ] /
o4 F ol 7
T T T T T T T T T T T T T T T T T T T T T T T T T
0 0000 00002 0QOCCS 00004 Q0006 OOCCS  0.0007 [ 0000026 000006 0000076 00001
Group 43 Group 21
hodel hodel
' Steady state affinity ' Steady state affinity
KD{M} 6.62e-04 Rmax{RU} 48.6 KD{M} 9.15e-05 Rmax{RU} 48.0

1254

T T
b 100 200

SPR confirmation/selectivity test

Protein RUmax_ RUmax_ % binding Kp _H1M,
experime expected n=2
nt
NSP3_SARS2 48 35 139 91.5
PARP14a
49 32 153 weak
binding
A G
P

Molecular Bionhvsics




PARP14a

20231215_NSP3_PARP14a_CACHE#3 hits (18

Run cpds)_counter screening_2 12/156/2023 5:31:29
PM
Ligand PARP14a
Anzlyte ARDOOT75a_PARP14a
Sensorgram Ch 7, Fc 2-1 corr
Temperature 20
7 L] _,_,..--""
L]
[
8
+ ]
24 L
o ,’/
1 T T T T T T T T
0 0000026 000006 0.000C76 00001
Group 37
Model
Hees Steady state affinity
KD{M} 8.95e-05 Rmax{RU} 138

T T
[ 100

T
200

CACHE3HI_1718_59

NSP3_SARS2

20231215_NSP3_PARP14a_CACHE#3 hits (18

Run cpds)_counter screening_2 12/15/2023 5:31:29
P
Ligand SARS2nsp3_MacroD ECBio2
Analyte ARDOOT75a
Sensorgram Ch 3, Fc 2-1 corr
Temperature 20
=04
e //‘.
204
16
10
b /
ol s
T T T T T T T T
o 0000026 000006 0.00007E 00001
Group 15
Model
e Steady state affinity
KD{M} 7.48e-05 Rmax{RU} 48.6
304
26
204

Previous data:

HTRF displacement
results confirmation:
%inh@100 uM = 43.5

%inh@50 uM = 18.7
%inh@25 uM =9.1

SPR confirmation/selectivity test

T T T T
o 100 200

Protein RUmax_ RUmax_ % binding Kp _H1M,
experime expected n=2
nt
NSP3_SARS2 49 39 125 75
PARP14a 14 34 41 90
S G
P
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