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Figure 1 (cont.)
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Figure 1 (cont.)
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Figure 1 (cont.)
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Figure 2
A DMSO Temozolomide 100 pM 2d5hmC 100 uM 2d5fC 100 uMm
105 445% 105 12,40% 105 54,20% 1057
101 10 T 10% ST
<
8108 10% 10 10°
™~ 1077 107 107 1077
1017 L T 101
100 102 10° 10* 10° 10t 102 10° 10* 10° 10t 107 10% 10% 10° 101 102 10° 10 10°
Annexin V- FITC Annexin V- FITC Annexin V- FITC Annexin V- FITC
B 1507
== S5-formylcytidine
£ 100 5-formyl-2’-deoxycytidine
f:% wgg=  5-formylcytosine
c
A 507
G ] T 1] 1 ] ]
10° 10° 10% 10° 10* 10° 10°
Concentration {uM}
C 150+
g 100 =@~  5-hydroxymethylcytidine
= 5-hydroxymethyl-2’-deoxycytidine
=
c - g~  5-hydroxymethylcytosine
3 50 g,
0

10% 107 10t 100 10t 107 108
Concentration {pM)



PCT/EP2020/052632

WO 2020/157335

6/20

Figure 3
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Figure 4
HelLa Cells treated with comparable compounds
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Figure 5

Comparison of d5fC and d5hmC with 5CIC, 5BrdC, 51dC, and

Thymidine
140
120 n (d)
T c)
< & ‘ B 5CldC (a)
= 80 ¥ g @ 5BrdC (b)
2 i 5 51dC (c)
f‘? % il Thymidine  (d)
40 @ i dsfc (e)
20 i d5hmC ()
0
0.001 0.01 0.1 1 10 100

Concentration [uM}



WO 2020/157335 PCT/EP2020/052632
9/20

Figure 6

d5fC and dShmC cytotoxicity is not reversed by the

addition of thymidine
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Figure 7

5-formyl-2'-deoxycytidine in combination with Temozolomide;
U87-MG Cells

130

(e)
120 W/
— 100 i o
= @
= 20 @ = o B
£ w0 = - 8
2 =
70 @ " "
B -
o0 §(c>
50 a)
40
0.001 0.01 0.1 1 10 100
Concentration (uM)
(a)i d5fC + 0 mM Temozlolomide (c)ii d5fC + 10 mM Temoziolomide

(b)ii d5fC + 100 mM Temoziclomide  (d)u@ d5fC + 1 mM Temozlolomide

(e)a Temozolomide



WO 2020/157335

Figure 8

PCT/EP2020/052632
11/20

5-hydroxymethyl-2'-deoxycytidine in combination with Temozolomide;

Survival (%)

U87-MG Cells
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Figure 9
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Figure 10
A 5-formyl-2'-deoxycytidine-5'-triphosphate treated Hela
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Figure 13A

Dataset: 74 cancer categories from data selection: Cancers of the brain
Showing 1 measure(s) of 1 gene(s) on selection: HS-0

Level of expression ~ HIGH
[ Low | MEDIUM (=IQR) || avg
Homo sapiens (74) 75 8 85 9 95 10 105 11 115 samples expr
v neoplasms of eye / brain / central nervous system 1 1531 94
veye and adnexa 231 947
wvocular ciliary body 89 899
ciliary body, unveal melanoma 47 9.00
ciliary body, spindle cell melanoma, NOS & § 8.4
ciliary body, mixed unveal melanoma M990
veye, unspecified : 1 953
eye, malignant melanoma, NOS, metastatic 1 953
vmeninges, unspecified @ 141 978
meninges, meningioma, NOS @ 81 993
meninges, meningioma, malignant .:-. 9 950
meninges, meningotheliomatous meningioma 12939
meninges, fibrous meningioma @ 2 902
meninges, atypical meningioma ] 7969
vbrain ® 1293 941
wielencephalon (cerebrum) 42 89%
cerebrum, eFendymoma, NOS 3 37 896
cerebrum, glioblastoma, NOS 5 880
viiontallobe &_. 16 946
frontal lobe, mixed glioma 4 960
frontal lobe, astrocytoma, NOS ® 1968
frontal lobe, astrocytoma, anaglastlctype @ 1 935
frontal lobe, glioblastoma, NO & 5 898
frontal lobe, oligodendroglioma, NOS ® 3 965
frontal lobe, oligodendroglioma, anaplastic type —@—t 2 10.05
wiemporal lobe HBH 13950
temporal lobe, mixed glioma @ 2 9.8
temporal lobe, astrocytoma, NOS & 3 9%
temporal lobe, astrocytoma, anaglastictype b & 2 10.24
temporal lobe, glioblastoma, NO 4 905
temporal lobe, oligodendroglioma, NOS T @ 1 1027
temporal lobe, oligodendroglioma, anaplastic type ® (Al
wparietal lobe —— 5 9857
parietal lobe, astrocytoma, NOS 1 10.06
parietal lobe, %Iioblastoma, NOS L 2 886
parietal lobe, oligodendroglioma, anaplastic type i 2 10.04
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Figure 13B

Dataset: 74 cancer categories from data selection: Cancers of the brain
Showing 1 measure(s) of 1 gene(s) on selection: HS-0

Level of expression  HIGH
| LoW | MEDIUM (=IQR) |7 ] avg
Homo sapiens (74) 75 8 85 9 95 10 105 11 115 samples  expr.
weerebellum _ . ® 133 889
cerebellum, ngoglasm, malignant, unstated behavior @ 2 810
cerebellum, glioblastoma, NOS & 1915
cerebellum, medulloblastoma, NOS 1 %2 891
cerebellum, desmoplastic medulloblastoma 18 899
cerebellum, medullomyoblastoma - 2 868
cerebellum, large cell medulloblastoma ® 18 875
vbrainstem & 17 938
brain stem, erendymoma, NOS @ 14 970
brain stem, glioblastoma, NOS @ 1 933
brain stem, diffuse intrinsic pontine glioma ® 2 88
wbrain (encephalon), unspecified 1067 948
brain, glioma, malignant, NOS @ 68 979
brain, mixed glioma 19 941
brain, ependymoma, NOS ® % 066
brain, astrocytoma, NOS 17 953
brain, astrocytoma, anaplastic type L 28 927
brain, fibrillary astrocytoma H@- 2 912
brain, pilocytic astrocytoma i@ 18 994
brain, pleomorphic xanthoastrocytoma L 1903
brain, glioblastoma, NOS ® 457 948
brain, giant cell glioblastoma @ 3 880
brain, glioblastoma with sarcomatous component @ 3 9%
brain, oligodendro?lioma, NOS 10 946
brain, medufloblastoma, NOS i 39 94
brain, anmve neuroectodermal tumor 9 943
brain, large cell medulloblastoma H@H 4 976
brain, ganglioneuroblastoma [ 2 915
brain, neuroblastoma, NOS & 106 9.20
brain, neuroblastoma, NOS, metastatic ® 1 9%
brain, ganglioglioma, NOS ® 193
brain, atypical teratoid/thabdoid tumor ® 20 976
brain, oligodendroastrocytoma .ro' 2 912
brain, small cell glioblastoma : { 2 891
wspinal cord / cranial nerves / other parts of central nervous system H@H 13 875
wspinal cord @ 13 875
spinal cord, ependymoma, NOS @ 12 872
spinal cord, myxopapillary ependymoma ] 1903

75 8 85 9 95 10 105 11 115
created with GENEVESTIGATOR
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Figure 14A

Dataset: 74 cancer categories from data selection: Cancers of the brain
Showing 1 measure(s) of 1 gene(s) on selection: HS-0

Level of expression

[LOW]| MEDIUM (=IQR) | HIGH | avg

Homo sapiens (74) 0 500 1000 1500 2000 2500 3000 samples —expr.
wneoplasms of eye / brain / central nervous system @ 1537 73367
veye and adnexa @ 231 71348
wocular ciliary body 89 51631
ciliary body, unveal melanoma 47 52069
ciliary body, spindle cell melanoma, NOS § 46438
ciliary body, mixed unveal melanoma M S247
veye, unspecified @ 1 74038
eye, malignant melanoma, NOS, metastatic ® 1 74038
wmeninges, unspecified q. 141 936.04
meninges, meningioma, NOS 81 1021.44
meninges, meningioma, malignant H®- 9 79%.70
meninges, meningotheliomatous meningioma L 12 682.03
meninges, fibrous meningioma L 2 58322
meninges, atypical meningioma @ 37 88767
vbrain @ 1293 72913
wielencephalon (cerebrum) 42 51895
cerebrum,eFendymoma, NOS 37 52295
cerebrum, glioblastoma, NOS 5 489.39
vfiontal lobe @ 16 730.74
frontal lobe, mixed glioma @+ 4 806.36
frontal lobe, astrocytoma, NOS @ 1 821.09
frontal lobe, astrocytoma, anaglasnctype @ 1 65085
frontal lobe, glioblastoma, NO ® 5 506.57
frontal lobe, oligodendroglioma, NOS ® 3 80352
frontal lobe, oligedendroglioma, anaplastic type —@— 2 109748
viemporallobe H@H 13 79348
temporal lobe, mixed glioma @ 2 89061
temporal lobe, astrocytoma, NOS @ 3 63913
temporal lobe, astrocytoma, anaglastictype ' & 2 1361.04
temporal lobe, glioblastoma, NO 4 5820
temporal lobe, oligodendroglioma, NOS & 1 1230.39
temporal lobe, oligodendroglioma, anaplastic type 1 85113
wparietal lobe @ 5 84420
parietal lobe, astrocytoma, NOS @ 1 1067.92
parietal Iobe,%lioblastoma, NOS 2 463.36
parietal lobe, oligodendroglioma, anaplastic type — @ 2 M3
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Dataset: 74 cancer categories from data selection: Cancers of the brain
Showing 1 measure(s) of 1 gene(s) on selection: HS-0

Homo sapiens (74)

weerebellum
cerebellum, neoplasm, malignant, unstated behavior
cerebellum, glioblastoma, NOS
cerebellum, medulloblastoma, NOS
cerebellum, desmoplastic medulloblastoma
cerebellum, medullomyoblastoma
cerebellum, large cell medulloblastoma
vhrainstem
brain stem, eFendymoma, NOS
brain stem, glioblastoma, NOS
brain stem, diffuse intrinsic pontine glioma
wbrain (encephalon), unspecified
brain, glioma, malignant, NOS
brain, mixed glioma
brain, ependymoma, NOS
brain, astrocytoma, NOS
brain, astrocytoma, anaplastic type
brain, fibrillary astrocytoma
brain, pilocytic astrocytoma
brain, pleomorphic xanthoastrocytoma
brain, glioblastoma, NOS
brain, giant cell glioblastoma
brain, glioblastoma with sarcomatous component
brain, oligodendroglioma, NOS
brain, medulloblastoma, NOS
brain, anmve neuroectodermal tumor
brain, large cell medufloblastoma
brain, ganglioneuroblastoma
brain, neuroblastoma, NOS
brain, neuroblastoma, NOS, metastatic
brain, ganglioglioma, NOS
brain, atypical teratoid/rhabdoid tumor
brain, oligodendroastrocytoma
brain, small cell glioblastoma

wspinal cord / cranial nerves / ofher parts of central nervous system

wspinal cord
spinal cord, ependymoma, NOS
spinal cord, myxopapillary ependymoma
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avg.
expr.

488.58
419.58
566.74
494.86
91848
41201
438.39
787.80
845.90
64316
45345
164,97

68 115619

707.26
840.98
764.98
655.85
56210

18 1051.37
152022

75143
444 44
683.09
1792
711.99
129.37
884.36
568.04
998.50
636.66
640.54
888.14
958.22
944.35
47785
47785
474.26
520.91
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Figure 15

PAMPA Assay

PAMPA Permeability (nm/s)




