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0. Scheme 1. Synthesis of hit compound OXS000651
. .- i and C-8 amino derivatives. i. NaHMDS, Bocz0, THF,
\(;J:} = N"} = N‘:? rt, 3 h, 67%; ii. 2-methoxyphenylboronic acid,
|5 iy g K3PO4, Pd(dppf)Clz, DME/H;0, 90 °C, o/n, 82%; iii.
N M 4 0 NES, THF, rt, 2 h, 66%; iv. 3,4-dimethoxyphenylbor-
onic acid, K,C03, Pd(dppf)Clz, DME/Hz0, 90 °C, o/
o= o= o0~ p, 98%; v. formic acid, 50 °C, 3 h, 60%; vi. TFA,
o, o o, o, DCM, rt, 3 h, quant; vii. 2-bromoacetyl chloride
- . - u - (10) or 3-bromopropanoyl chloride (11), pyr./DMF,
W w N N 90 °C, 3 h, then NaH, DMF, rt, 3 h, 24-34%/Acz0,
N N M DCM, rt, o/n, quant. (12)/NaH, Mel, rt, 5.5 h, 50%
Mg NH; |,MH (14)/CICOsMe, pyr., DCM, rt, 6 h, 78% (15)/MeS-
10 RR < fisctam 8 4 0:Cl, Et:N, DCM, rt, 1 h, quant. (16)/(CF:S0:):0,
OXS000651 1

1 RR' = yhactam
12R=Ac R =H
4R = Ma, 7= Me
18R = GOMa, R=H
16 R = S0,Me, R = H
AT R = SO,CF, R = H

18 R = S(0)(NHjMe, R = H

will, b

R'N""

9 R =CHO
1TIR=H

Et:N, DCM, rt, o/n, 22% (17)/PhsPCls, EtsN,
SO,NHTBS, CHCls, rt, 2 days, 25% (18); viii. NaH,
Mel, DMF, rt, 1.5 h, 98%; ix. formic acid, 50 °C, o/n,
3414 (9)/HCI in dioxane, MeOH, t, 5 h, 95% (13).



Table 1

Analogues with different C-8 substituents.

Compound R ECsp [nM]” ER in m59” (% without cofactor)” Solubility [pM]” clogP® LLE'
OXE000651 1 -NHCHO 34 1(28%) a7 31 4.4
7 H 2100 0.36 156 3.8 1.9
8 -NHz =10000 0.93 38 3.1 na.’
9 -N(Me)CHO 1100 0.37 (469%) 1 3.4 2.6
10 -N-fi-lactam >10000 nd.® n.d. 37 na.
11 -N-y-lactam =10000 nd. n.d. 3.4 na.
12 -NHC(O)Me 3600 1(1%) 39 35 1.9
13 NHMe 120 0.97 (81%) 8 3.4 35
14 -NMexa =10000 nd. nd. a7 na.
15 NHCOzMe 5500 nd nd. a7 15
16 NHS0;Me 950 0.25 43 29 3.1
17 -NHS04CF; =10000 nd. nd. 49 na
18 -NHS(0)(NH)Me =10000 nd. nd. 3.4 na,
19 -50;Me 3300 nd. n.d. 28 2.7
20 -S{0)(NH}Me 4800 nd nd. 48 0.5
21 -CONHz 1900 0.90 12 29 2.8
* 5RCD11b response in HL-60 cells;
" Extraction ratio (ER)= Clin/species flow rate (mice: 90 ml/min/kg) in mouse 59 fraction (mS9), high (=0.7), intermediate (0.3-0.7) or low (<0.3);
© % compound remaining after 45 min without cofactor addition, only shown if <80%;
4 Semi-thermodynamie aqueous solubility;
® Calculated octanol-water partition coefficient clogP determined using Datawarrior;
! Lipophilic efficiency LLE = -LogECsq-cLogP:
£ Not determined;
" Not applicable.
Table 2
Analogues with different core patterns.

Compound Core R ECso [nM]" ER in mS9" (% without cofactor)” Solubility [pM]” clogP” LLE

30 -NHCHO 60 1 (0.5%) 1 26 46

31 Ar"f‘m NHMe 102 1 39 29 41

3z | -NMejy 2700 nd.? nd. 3.1 2.4

33 =10000 0.14 4 29 na”

/\E\N
NJQ N
34 I =>10000 0.18 26 29 na.
™
35 4; 3500 nd. nd. 26 29
s
-
36 i ad =10000 nd. nd. 3.4 .
N
o
37 |—N"_\o - 10000 1 (70%) 1 31 na.
R

38 |_N<><;0 -H =10000 nd. nd. 33 na.

39 I—LCC - 180 nd. nd. 33 34

40 M= -H 140 1 200 33 36

Mi=n

* 9CD11b response in HL-60 cells;

" Extraction ratio (ER)= Cliyy/species flow rate (mice: 90 ml/min/kg) in mouse 89 fraction (mS9), high (=0.7), intermediate (0.3-0.7) or low (<0.3);

© % compound remaining after 45 min without cofactor addition, only shown if <80%;

d Semi-thermodynamic aqueous solubili

® Calculated octanol-water partition coefficient clogP determined using Datawarrior;
! Lipophilic ligand efficiency LLE = -LogECso-cLogP;

& Not determined;
" Not applicable.
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Fig. 2. Pairwise analysis of different cores. Lipophilic ligand efficiency LLE = -LogECgq-cLogP.



Table 3
Analogues with different C-3 substituents.

s

NH

1

Compound R ECsq [nM]"  Solubility [pM]”  clogP®  LLE"
OXS000651 1 F—Q—” 34 a7 3.1 4.4
i
‘F
44 -H = 10000 =200 1.5 n.a.”
45 }_@ = 10000 2 3.3 I.A.
46 | ﬂj ; 0 nd. 3.2 4.3
LY
47 '_Q a9 nd. 3.2 3.8
]
'
48 }_p = 10000 n.d. 3.2 n.a.
49 F 28 n.d. 3.3 4.1
| g j %
50 EN 30 2 3.0 4.5
| S Y
51 | {——" 700 n.d. 2.6 3.6
-isl LY
52 M 25000 n.d. 2.0 3.5
H_g—2
53 F@—O 530 nd. 3.4 29
F}_F
54 iﬁ? 318 n.d. 3.4 3.1
55 63 & 3.1 4.1
1]
r:'\.
56 ) 116 2 3.1 3.8
5
57 . 24 4 3.1 4.5
M
W
58 § 11 n.d. 3.5 4.5
59 10 2 3.5 4.5

4}
F@W
M
&0 -4 5 2 2.7 5.6
F,

* 53CD11b response in HL-60 cells;

" Semi-thermodynamic aqueous solubility;

“ Calculated octanol-water partition coefficient clogP determined using
Datawarrior;

d Lipophilic ligand efficiency LLE = -LogECsy-cLogP;

® Not determined;

* Not applicable.




Table 4
Analogues with different C-6 substituents.

M-y
|
R ;]
D..QE,HH
|
Compound R ECso ERin  Solubility clogf”’  LLE
[nM]* mS9" [pM]"
6 G' - 24 0.07 18 2.4 5.2
67 é—}_‘ 310 n.d. n.d. 2.4 4.1
68 Y ﬂ— i 3000 n.d. n.d. 2.4 3.1
69 ; 30 0.07 13 28 4.7
70 i— 27 0.09 12 25 5.1
OXS007464 36 0.09 21 29 4.5
71 =
72 Cl 57 0.05 g 11 4.1
73 i f\;—} | 710 n.d. n.d. 25 3.6
74 — 180 0.06 2 2.2 4.5
o e
75 321 0.06 26 26 3.9
o L
76 45 0.27 26 26 4.7

o

" 94CD11b response in HL-60 cells;

b Extraction ratio (ER)= Clint/species flow rate (mice: 90 ml/min/kg) in
mouse 59 fraction (mS9), high (=0.7), intermediate (0.3-0.7) or low (<0.3);

* Semi-thermodynamic aqueous solubility;

9 Caleulated octanol-water partition coefficient clogP determined using
Datawarrior;

* Lipophilic ligand efficiency LLE = -LogECsy-cLogP;

f Not determined.
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Scheme 4. Synthesis of C-3 derivatives. i. NIS, THF, rt, o/n, 78%; ii. (1-methylindazol-5-yl)baronic acid, KzCO3, Pd(dppf)Cl;, dioxane/Hz0, 80 °C, 4 h, 68%; iii.
NaH, MeS0,Cl, THF, rt, o/n, 81%; iv. boronic acid or pinacol ester, K3PO,, Pd(dppf)Cly, DME/H;0, 90 °C, o/n; v. TFA, DCM, rt, o/n.

Table 5
Physicochemical and in vitro ADME properties of OXS0007464.
Parameter Measured value
Solubility, pH = 7 21 uM
Solubility, pH = 1 =100 pM
Extraction ratio, mS9 o9
Extraction ratio, mHep 0.29
Caco-2 Puppf-B [efflux ratio) 16 = 10" emys [0.9]
mFPPBR’ B9 5%

* Mouse plasma protein binding



Cell line EC, [nM]
HL60 36
THP-1 69
OCI-AML3 25
= DMSO " = DMSO
%0 = OXSOOTdBH W0 ™ OXS007464
it o
g § i ; 40

DMSO

0OXS007464

Fig. 3. Invitro profile of 0X5007464 in three representative cell lines. (A) Concentration-response curves of %CD11b on cells treated with OXS007464 for 4 days and
the resulting EC5g values; B) Number of live cells per well and %wviability of cells treated with either DMSO control or 123 nM OXS007464 over 4 days, determined
with acridine orange and DAPI; C) Morphology of HL-60 cells treated with either DMSO control or OXS007464 (10 pM for HL-60, 123 nM for THP-1 and OCI-AML3).



2
g

= I mghg po
E -~ 0025 mghg v
E 10
=
o
1
§
"3 1 T 70 oo m %
Tima i) Thime W]
C) (8]
1000 - 3 mgkg bid =
| L 2
:‘Iw E II I- I- IIIII I' II II' I'. .' I' I' g "
L . g =TT 3
= - - [
AR g 2
o
8 I
Time [h]
E)
3 mg/kg 20 mg/kg 1 mg/kg
Parameter single repeat dose repeat dose
dose Day 1 Day 4 Day 1 Dav 4
Ty () 2.2 4.1 25
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F (%) 100
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Cpay/dose
7 2
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Fig. 4. Pharmacokinetic profile of OX5007464 in male CD-1 mice. (A) Blood concentration over 24 h after a single dose at 3 mg/kg po and 0.25 mg/kg iv; (B) Blood
concentration at days 1 and 4 after repeat dosing at 1 mg/kg and 20 mg/ kg po once daily; (C) Dose-normalised blood concentration over ime of the three PK studies
[day 4 data shown for the 1 mg/kg and 20 mg kg repeat dose studies); (D) Simulated exposure at 3 mg/kg bid and 10 mg/kg qd; (E) Pharmacokinetic parameters of
OXS007464 determined in the 3 mg/kg single dose, 20 mg/kg repeat dose and 1 mg/kg repeat dose studies.



