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The methylase METTL3 is the writer enzyme of the
N°®-methyladenosine (m°A) modification of RNA. Using a
structure-based drug discovery approach, we identified a
METTL3 inhibitor with potency in a biochemical assay of
280 nM, while its enantiomer is 100 times less active. We
observed a dose-dependent reduction in the m°A methylation

Introduction

The finely organized network of gene expression comprising
RNA transcription, splicing, transport, translation, and degrada-
tion is often perturbed in cancer.” In addition to previously
known regulators of gene expression, such as epigenetic
modifications or miRNAs, the recently discovered layer of
regulation based on co- and post-transcriptional RNA modifica-
tions gave rise to a new field named epitranscriptomics.””
While over 160 different RNA modifications have been discov-
ered to date, one of the most abundant modifications, N°-
methyladenosine or m°A (comprising 0.1-0.4% of all adenosine
in mRNA), is involved in most of the aspects of RNA regulation,
i.e., alternative polyadenylation, splicing (controls about 3% of
alternatively spliced exons™), nuclear export, stability, and
translation initiation.”® It is also found in other RNA species,
including IncRNAs,” rRNAs,” and snRNAs.”" Dysregulated m°A
deposition is directly involved in the development of acute
myeloid leukemia (AML) and lymphomas, difficult-to-treat blood
cancers,"#'? as well being associated with other types of cancer
(e.g., bladder, lung, ovarian, colorectal, bone, liver, gastric)."*2"

In mRNAs and IncRNAs, most of the m°A modifications are

installed in [G/A/U][G>AIm°AC[U>A>C] consensus sites
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level of mRNA in several cell lines treated with the inhibitor
already after 16 h of treatment, which lasted for at least 6 days.
Importantly, the prolonged incubation (up to 6 days) with the
METTL3 inhibitor did not alter levels of other RNA modifications
(i.e., m'A, m°A,, m’G), suggesting selectivity of the developed
compound towards other RNA methyltransferases.

(GGM®ACU is the most prevalent)®” by the so-called m6A-
METTL complex (MAC), consisting of methyltransferase-like
protein 3 (METTL3) and METTL14.®' MAC is assisted by a
regulatory complex (named MACOM, m°®A- METTL-associated
complex) composed of WTAP, RBM15/B, VIRMA, ZC3H13 and
HAKAL™ The crystal structure of the METTL3/14 complex was
resolved in 2016,%% revealing the function of each compo-
nent. While METTL14 plays a scaffolding role in substrate RNA
recognition, forming an RNA-binding groove at the interface of
the two subunits, METTL3 carries out the catalytic transfer of
the methyl group from a cofactor S-(5'-adenosyl)-L-methionine
(SAM) onto the N° atom of the adenine.”*

To date, there are no cell-permeable inhibitors of METTL3/
14 with a disclosed chemical structure except for the universal
nucleoside analogue sinefungin, which inhibits most meth-
yltransferases and is not selective for METTL3.%?® Therefore, all
published studies of the role of m°A in cancer have relied on
the knockdown/overexpression of the writers, erasers, and
readers. In contrast to this approach, using small-molecule
inhibitors preserves the function of the target enzyme to act as
a scaffold for protein-protein interactions that would otherwise
be disrupted by RNAI, thus enabling discrimination between
the enzymatic and structural roles. Indeed, it has been
demonstrated that both a catalytically active and a non-
functional METTL3 lead to a reduction in p-AKT levels high-
lighting the m°A-independent function of METTL3."” In addi-
tion, small-molecule inhibitors enable titration experiments
across a range of concentrations to be performed, ranging from
mild perturbation to near-complete inhibition of the METTL3
enzymatic activity, which can reveal a spectrum of phenotypes.
Generally, inhibitors can inactivate their targets rapidly, allowing
precise temporal control over METTL3 function. This is partic-
ularly important for studying downstream effects of m°fA
depletion on gene and protein expression and will help to
elucidate the m°A regulatory network in health and disease.

Here we report a nanomolar inhibitor of METTL3 (UZH1a)
which is selective and cell-permeable, while its enantiomer
UZH1b is essentially inactive. The crystal structure of the
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complex shows several favourable interactions of the UZH1a
chemical probe with METTL3, some of which are not observed
in the METTL3/SAM complex and thus provide selectivity
against other SAM-dependent methyltransferases. Furthermore,
the characterization of UZH1a in biochemical and cellular
assays provides evidence that UZH1a has a good potential for
the development of a lead compound against METTL3-depend-
ent cancers.

Results and Discussion

Our initial efforts to develop a potent and selective METTL3
inhibitor were focused on screening an adenine-based library,
which yielded several hits with micromolar potency in a
homogenous time-resolved fluorescence (HTRF) enzyme inhib-
ition assay.”” Protein structure-based optimization coupled
with compound potency evaluation in our HTRF assay®™”
resulted in the high-nanomolar inhibitor UZH1a (Figure 1a). The
potency of UZH1a in the HTRF assay was 280 nM, while its
enantiomer UZH1b was 100-fold less active (Figure 1b). We
confirmed the binding of UZH1a but not its enantiomer UZH1b
to METTL3 by X-ray crystallography (Figure 1c). The UZH1a
inhibitor fills the pocket of the adenosine moiety of SAM but
not the pocket of the SAM methionine. Besides the favourable
van der Waals contacts, there are several hydrogen bonds
between polar groups of the UZH1a inhibitor and METTL3
(yellow dashed lines in Figure 1c). The pyrimidine moiety is
engaged in two hydrogen bonds with the backbone NH groups
of 1le378 and Asn549. It is also involved in an edge-to-face m-
stacking arrangement with the phenol of Phe534 and =
interactions with the amide group of the Asn549 side chain.
The hydroxyl group is involved as the donor in a hydrogen
bond with the side chain oxygen atom of Asn549 (distance of
25A) and in water-bridged polar interactions (distance of 2.8 A
with the backbone NH and CO groups of residues 550 and 535,
respectively. There is also an intra-inhibitor hydrogen bond
between the amide NH and phenolic oxygen of UZH1a (green
dashed line in Figure 1c). Notably, the binding of UZH1a results
in a conformational rearrangement (6 A displacement of the
amino group) of the Lys513 side chain with respect to the
Lys513 orientation in the complex of METTL3 with SAM or
sinefungin (Figure 1d, PDB code 6Y4G). In detail, the tertiary
amino group of UZH1a replaces the primary amine of Lys513 in
the salt bridge with Asp395. As a consequence, the amine of
Lys513 replaces the amino group of SAM in the salt bridge with
Glu532. These castling-like changes of ligand/METTL3 and intra-
METTL3 ionic interactions are likely to provide selectivity against
other SAM-dependent methyltransferases. Indeed, UZH1a dem-
onstrated high selectivity towards other protein meth-
yltransferases (as well as several promiscuous protein kinases),
with remaining enzymatic activity of over 75% at 10 uM
concentration of UZH1a (Table 1).

UZH1a possesses favourable physicochemical properties
and is therefore compatible with cell-based experiments. In-
deed, its molecular weight is relatively low (558 g/mol), and the
octanol-water partition coefficient logD,, of 2.6 is optimal for
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Figure 1. In vitro characterization of METTL3 inhibitors. (a) Chemical
structures of UZH1a and UZH1b; absolute configuration was determined by
X-ray crystallography. (b) Enzymatic activity assay based on HTRF,

mean +SD, N=4. (c) Crystal structure of METTL3/14 in complex with UZH1a
(carbon atoms in green, PDB code 7ACD). Hydrogen bonds (yellow and
green dashed lines) and a water molecule in contact with the inhibitor (red
sphere) are shown. (d) Overlay of crystal structures of METTL3/14 in complex
with UZH1a (carbon atoms in green) and METTL3/14 in complex with
sinefungin (carbon atoms in cyan, PDB code 6Y4G). The amino groups
involved in the castling-like conformational change are highlighted (blue
spheres on N atoms).

cell uptake. UZH1a was highly permeable (P,,,>1-10"° cm/s) in
a Caco-2 permeability assay used to evaluate intestinal uptake
(Table 2). However, the efflux ratio of 2.3 suggests that UZH1a
may be subject to active efflux. Importantly, the large difference
in biochemical potency of UZH1a and UZH1b (>100-fold,
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Table 1. Kinases and protein methyltransferases selectivity profile of UZH1a at 10 uM.
Type Protein Remaining activity [%]® Control ICy, [uM] Control compound®
Replicate 1 Replicate 2

methyltransferase DOT1L 100 98 0.278 SAH

G9a 96 29 1.95 SAH

MLL4 complex 88 89 2.1 SAH

PRDM9 101 101 3.98 chaetocin

PRMT1 91 88 0.140 SAH

SETD2 29 103 7.39 SAH

SMYD3 88 92 18.7 SAH
kinase Abl 80 74 - -

CDK2/cyclinA 83 72 - -

cKit 95 101 - -

DDR1 96 85 - -

FIt3(D835Y) 80 68 - -

Fms 92 102 - -

JAK1 101 102 - -

PDGFRa 88 81 - -

Pim-1 100 95 - -

ROCK-I 86 80 - -
[a] The remaining activity is the percentage of enzymatic activity in the presence of 10 uM UZH1a with respect to the buffer solution containing DMSO. The
closer to 100 % are these values, the weaker the inhibitory potency of UZH1a. [b] SAH=S-(5"-adenosyl)-L-homocysteine.

Table 2. Permeability of reference compounds and UZH1a in Caco-2 cell
assay.

Compound Direction  P,,,[107° cm/s] Papp(B—A)/P o, (A—B)
Replicate 1 Replicate 2
Metoprolol A-B 337 314 1.1
B-A 34.7 333
Atenolol A-B 0.5 0.4 2.0
B-A 0.9 1.0
Erythromycin ~ A-B 0.3 0.2 62.9
B-A 18.1 17.5
UZH1a A-B 124 1.8 23
B-A 25.6 28.8

P.sp-apparent permeability coefficient, A-apical, B-basal.

Figure 1b) allows for discrimination of non-specific effects due
to the chemical properties of the compounds and makes them
highly suitable for mechanistic cellular studies.

Higher potency of UZH1a in comparison to UZH1b in the
biochemical assay (Figure 1b) is consistent with higher thermal
stabilization of the METTL3/14 construct by UZH1a than UZH1b
in a protein thermal shift assay (Figure 2a, AT,=2.5°C and
0.5°C at 10 puM, respectively). This increased stabilization
towards thermal denaturation allowed us to study UZH1la
binding to its protein target directly in cells. HEK293T cells were
transiently transfected with a plasmid encoding METTL3
catalytic domain (residues 356-580) tagged on its N-terminus
with ProLabel® (ePL) peptide (42 aa) to investigate the UZH1a
and UZH1b binding in a cellular thermal shift assay based on
the InCell Pulse platform (Figure 2b). We observed increased
fusion protein abundance at 46°C upon incubation with
UZH1a, but not with UZH1b, with ECs, of 4 pM.

In line with the biochemical and cellular target engagement
assays, we observed a dose-dependent reduction in m°A
methylation level in mRNA from the human leukemia cell line
MOLM-13 treated with UZH1a (ICs, of 7 uM), while UZH1b was
less active at concentrations up to 100 uM in these cells, as
determined by triple-quadrupole LC mass spectrometry (Fig-
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ure 3a). However, the effect of the m°A level depletion upon
UZH1a treatment was attenuated by at least one order of
magnitude in cells in comparison to the biochemical assay. This
could be the consequence of cellular efflux (Table2) or
competition with high intracellular SAM/SAH levels. Interest-
ingly, m°A level reduction in mRNAs followed a first-order
kinetics, with a maximum m°A inhibition level of 70% and a
half-decay time t of 1.8 h (Figure 3b).

The latter value is lower than the average mRNA half-life in
cells (=10 h)®" and is in line with the previously observed rapid
degradation of mfA-modified mRNAs.**** We have verified
that m°A level reduction was not caused by a reduction in
METTL3 protein level (Figure 3c,d). Using UZH1a, we could, for
the first time, directly estimate the average half-life of m°A-
modified RNA in the cells. This result illustrates an important
advantage of chemical inhibition of METTL3 over genetic
manipulation, as it allows precise temporal control over METTL3
function due to the rapid cellular penetration of small-molecule
probes. One has to bear in mind that this method does not
allow the decay of m°A-modified mRNA to be distinguished
from the potential demethylation of the transcripts via cellular
ALKBH5. The latter, however, has been shown to affect only a
small percentage of mRNAs after transcription.”

We confirmed that UZH1a was able to reduce m°®A/A levels
in mRNA fraction not only in the leukemia cell line MOLM-13
but also in at least two other cell lines (i.e., osteosarcoma U20S
cells and immortalized human embryonic kidney cell line
HEK293T, Figure 4a). However, the m°A level reduction ICs,
values were slightly higher in these cell lines in comparison to
MOLM-13 cells (9 and 15 pM vs. 7 uM, respectively). Importantly,
the ability to inhibit cellular m°A levels in mRNA fraction was
preserved for at least 6 days (Figure 4b).

Interestingly, siRNA-mediated METTL3 knockdown in both
HEK293T and U20S failed to adequately reduce m°A levels in
mMRNA despite the strong reduction of METTL3 protein level
(over 80%, Figure 4c¢,d). It has previously been observed that

© 2021 The Authors. ChemMedChem published by Wiley-VCH GmbH
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Figure 2. Protein thermal shift assay for METTL3/14 and METTL1 and cellular
target engagement assay of UZH1a and UZH1b in HEK293T cells. (a) Results
of the differential scanning fluorimetry (protein thermal shift assay) for
METTL3/14 and METTL1 constructs. Derivative plot of the thermal denatura-
tion curves of METTL3/14 and METTL1 in the presence of UZH1a (red),
UZH1b (gray), or DMSO (green). Protein concentrations were 2 uM,

mean =+ SD, N=3 (technical replicates). (b) Results of INCELL Pulse assay in
HEK293T cells transfected with METTL3 construct and incubated with
increasing concentrations of UZH1a and UZH1b for 1 h at 37°C, followed by
heating at 46 °C for 3 min. The soluble METTL3 fraction was quantified in
luminescence-based assay, DMSO-treated cells served as normalization
control, mean +SD, N =3-4 (biological replicates).

even a low residual level of METTL3 expression can maintain
m°A/A ratio in cells.?” These findings illustrate yet another
advantage of our inhibitor that is able to rapidly reduce m°A
levels up to 75% in a dose-dependent manner in a range of cell
lines, and, therefore, comprises a valuable tool to probe various
cellular functions of m®A-modified mRNAs.

In order to evaluate the selectivity of our METTL3 inhibitor
towards other RNA methyltransferases in cells, we analysed the
levels of m°A as well as other RNA modifications (i.e., m°A,,
m'A, m’G) in total RNA. It is known that m®A is present in other
RNA species® 37 and is installed in rRNAs by enzymes other
than METTL3 (i.e.,, METTL5/TRMT112 for 18S and ZCCHC4 for
28S ribosomal subunits, respectively).?** The average half-life
of rRNAs and tRNAs, presenting the major RNA component in
cells, is much longer than that of mRNA.F'?® Therefore,
prolonged incubation times are necessary to evaluate potential
non-specific inhibition of the methyltransferases modifying
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Figure 3. Cellular activity of the METTL3 inhibitor UZH1a in MOLM-13 cells.
(a) Results of UPLC-MS/MS assay of m°A level in mRNA from MOLM-13 cells
upon UZH1a and UZH1b treatment at a dose range of 2.5 to 100 puM for

16 h, mean +SD, N=3-7 (biological replicates), ****p < 0.0001 vs. UZH1b. (b)
Kinetics of m°A level reduction in mRNA from MOLM-13 cells upon UZH1a
treatment at a dose of 40 uM for 1 to 16 h determined in UPLC-MS/MS assay,
mean £ SD, N =3 (biological replicates), normalized to DMSO-treated
samples for each time point. (c) Western blotting of METTL3 expression level
in MOLM-13 cells after treatment with 40 uM of UZH1a and UZH1b for 16 h,
N=3 (biological replicates). (d) Quantification of the METTL3 signal intensity
relative to -actin in western blot images of compound treated versus DMSO
only treated samples, mean+SD, N=3 (biological replicates).
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Figure 4. Cellular activity of the METTL3 inhibitor UZH1a and siRNA-
mediated METTL3 knockdown in HEK293T and U20S cells. (a) Results of
UPLC-MS/MS assay of m°A level in mRNA from U20S and HEK293T cells
upon UZH1a treatment at a dose range of 2.5 to 100 pM for 16 h,

mean = SD, N =3 (biological replicates), normalized to DMSO-treated
samples for each cell line. (b) Results of UPLC-MS/MS assay of modified
nucleosides level in mRNA fraction and in total RNA from U20S cells upon
40 pM UZH1a treatment for 3 and 6 days, mean =+ SD, N =3 (biological
replicates), normalized to DMSO-treated samples. (c) Representative results
of western blotting analysis of METTL3 protein level in HEK293T and U20S
cells after 72-h transfection with 50 nM of siRNA targeting METTL3 (siM3),
negative control siRNA (siNC), or in non-transfected cells (NT). Quantification
of the METTL3 signal intensity relative to -actin in western blot images of
siRNA-treated versus non-transfected (NT) samples, mean +SD, N=3 (bio-
logical replicates). (d) Results of UPLC-MS/MS assay of m°A level in mRNA
from HEK293T and U20S cells after 72-h transfection with 50 nM of siRNA
targeting METTL3 (siM3) or negative control siRNA (siNC), normalized to
non-transfected cells (NT), mean 4 SD, N=3-4 (biological replicates).
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these RNA types. We studied the levels of m°A, m°A,, m'A, m’G
in total RNA of U20S cells treated with 40 uM of UZH1a for 3
and 6days and observed virtually no changes in these
modifications (Figure 4b). In addition to the LC-MS/MS analysis
of m’G methylation levels in total RNA after UZH1a treatment
(Figure 4b), we used mechanistic protein thermal shift assay to
confirm the absence of binding of our compound UZH1a to
METTL1 (Figure 2a), an enzyme responsible for m’G installation
on tRNA* mRNA“Y and miRNA*? Overall, these results
point out the exceptional selectivity of UZH1a towards other
RNA methyltransferases.

Conclusion

Chemical probes that target proteins involved in the m°A
modification of RNA are essential for understanding the
complexity of this epitranscriptomic regulatory network. Fur-
thermore, they are also valuable starting points for designing
novel drugs against several diseases ranging from cancer to
viral infections. Here, we have characterized a small-molecule
inhibitor of METTL3 by protein crystallography, a biochemical
binding assay, and a battery of cellular assays. Our METTL3
inhibitor UZH1a shows high-nanomolar potency in the bio-
chemical assay, good selectivity against a panel of protein
methyltransferases and kinases, and is active in cells. Impor-
tantly, METTL3 chemical inhibition reduced the m°A/A ratio in
mRNAs of three different cell lines (AML MOLM-13 cells,
osteosarcoma U20S cells, and the embryonic kidney cell line
HEK293T). In addition, we confirmed the selectivity of our
compound towards other RNA methyltransferases in a protein
thermal shift assay as well as in living cells. The crystal structure
of METTL3/14 in complex with UZH1a has revealed its binding
mode and is used as the basis for the development of more
potent inhibitors. Future work will focus on the implications of
METTL3 inhibition in various disease models.

Experimental Section
Compound characterization

UZH1a

Purity >95%, confirmed by supercritical fluid chromatography
(SFQ).

'H NMR (500 MHz, CD,0D) & 7.95 (s, 1H), 7.82 (d, J=8.0 Hz, TH),
7.31-7.24 (m, 4H), 7.23-7.18 (m, T1H), 6.90 (s, 1H), 6.86 (d, J=8.0 Hz,
1H), 5.58 (s, 1H), 4.38 (s, 2H), 3.64-3.37 (m, 8H), 2.52 (s, 4H), 1.84-
1.74 (m, 2H), 1.72-1.59 (m, 2H), 1.43 (t, J=5.6 Hz, 4H), 0.94 (s, 6H).

C NMR (126 MHz, CD,0D) & 170.7, 164.4, 163.8, 161.8, 158.2,
144.0, 140.4, 129.9, 129.6, 128.3, 128.1, 120.8, 120.0, 117.2, 82.6,
71.8, 63.5, 52.8, 50.9, 47.1, 45.9, 45.5, 39.0, 35.3, 29.1, 28.4, 22.6. Five
carbon signals are missing due to overlapping of equivalent signals.

HRMS (ESI): m/z: calculated for C3,H,3NgO;™ [M+H™]: 559.33912
found: 559.33851.

3039 © 2021 The Authors. ChemMedChem published by Wiley-VCH GmbH
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UZH1b Reader-based HTRF assay of METTL3 inhibition in vitro

Purity > 95 %, confirmed by SFC.

'H NMR (500 MHz, CD,0D) & 7.95 (s, TH), 7.83 (d, J=8.0 Hz, 1H),
7.31-7.24 (m, 4H), 7.23-7.18 (m, 1H), 6.91 (s, 1H), 6.88 (d, /=8.0 Hz,
1H), 5.58 (s, 1H), 4.38 (s, 2H), 3.64-3.37 (m, 8H), 2.54 (s, 3H), 1.84-
1.74 (m, 2H), 1.72-1.59 (m, 2H), 1.44 (t, J=5.6 Hz, 4H), 0.94 (s, 6H).

C NMR (126 MHz, CD,0D) & 170.7, 164.4, 163.7, 161.7, 158.2,
143.7, 140.4, 129.9, 129.6, 128.3, 128.1, 121.0, 120.0, 117.2, 82.5,
71.8, 63.4,52.8, 50.9, 47.1, 45.9, 45.5, 38.9, 35.3, 29.1, 28.5, 22.6. Five
carbon signals are missing due to overlapping of equivalent signals.

HRMS (ESI): m/z: calculated for C;,H,;3NgO;™ [M+H']: 559.33912
found: 559.33848.

IR (cm™, neat): 418, 426, 438, 452, 471, 488, 498, 513, 547, 555, 592,
608, 668, 697, 733, 748, 778, 798, 826, 873, 977, 1027, 1114, 1150,
1171, 1226, 1260, 1306, 1329, 1362, 1431, 1453, 1496, 1505, 1548,
1595, 2922, 2948, 3323.

Protein expression and purification

Recombinant METTL3;5,.550-METTL14,0630s COmplex constructs for
crystallization and for the use in enzymatic activity and protein
thermal shift assays were expressed using the baculovirus/Sf9 insect
cell expression system as previously described.”

The plasmid expressing the N-terminally hexahistidine-tagged
METTL1 protein was a gift from Cheryl Arrowsmith (Addgene ID:
25264). The protein was overexpressed for 12 hours at 20°C in
Escherichia coli BL21 (DE3) cells upon induction with 0.2 mM IPTG.
The cells were harvested and resuspended in the lysis buffer
containing 100 mM Tris-HCl at pH 8.0 and 500 mM NaCl. The cells
were lysed by sonication and the cell lysate was clarified by
centrifugation at 50'000 g for two hours and loaded onto Ni-NTA
affinity column (5mL HisTrap FF from GE Healthcare). After
extensive washing with the wash buffer containing 100 mM Tris-
HCl at pH 8.0, 500 mM NaCl and 50 mM imidazole the target
protein was eluted with elution buffer containing 100 mM Tris-HCI
at pH 8.0, 500 mM NaCl and 250 mM imidazole. The N-terminal
hexahistidine-tag was removed by cleavage with tobacco etch virus
(TEV) protease at 1:50 ratio. The excess imidazole was removed by
overnight dialysis and the sample was subjected to secondary
subtractive Ni-NTA affinity chromatography step to remove the
protease and uncleaved protein. Finally, the protein was subjected
to a gel filtration step using Superdex 75 16/60 column in a buffer
containing 10 mM Tris-HCl at pH 8, 150 mM NaCl.

Differential scanning fluorimetry (thermal shift assay)

Thermal shift assay was performed as previously described with
slight modifications.”® Briefly, protein (METTL1 or METTL3/14) at a
final concentration of 2 uM was mixed with UZH1a or UZH1b at
final concentrations of 10, 50, 100 uM in a final volume of 20 uL in a
buffer system consisting of 50 mM HEPES at pH 7.5 and 150 mM
NaCl. DMSO concentration was kept at 1% (v/v). SYPRO Orange
was added at a final dilution of 1:1000 (v/v) as a fluorescence
probe (ex/em 465/590 nm). Differential scanning fluorimetry was
performed on a LightCycler® 480 Instrument Il (Roche Diagnostics,
Indianapolis, IN). The temperature was raised with a step of 3.6°C
per minute from 20°C to 85°C and fluorescence readings were
taken at each interval. The reported values (AT,,) are calculated as
the difference between the transition midpoints of an individual
sample and the average of the reference wells (containing the
protein and the DMSO only) in the same plate.
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Compound potencies were evaluated by using a previously
reported METTL3 inhibition assay.”” Briefly, the level of m°A in the
oligoribonucleotide substrate after the reaction catalyzed by
METTL3-METTL14 was quantified by measuring specific binding of
modified oligoribonucleotide to the m°®A reader YTHDC1345.509 by
homogeneous time-resolved fluorescence (HTRF). Tested com-
pounds that inhibit METTL3 decrease the m°A level and, thus,
reduce the HTRF signal. Response curves were plotted in GraphPad
Prism 8.4 and fitted with nonlinear regression “log(inhibitor) vs.
normalized response-variable slope”, from which ICs, values were
determined. The IC, values are given as an average of at least three
independent measurements for each compound.

Protein crystallization

The protein crystals of METTL3;5,.550-METTL14,0634s Were obtained
as previously described.” Briefly, purified METTL3/14 complex was
diluted to 5 mg/mL in 10 mM Tris-Cl pH 8.0, 200 mM NaCl. Crystals
were obtained using the hanging drop vapor diffusion by mixing
1 mL complex solution with 1T mL reservoir solution containing 20%
PEG3350 and 400 mM of magnesium acetate. The soaking experi-
ment was carried out by transferring crystals to a 1 puL drop
containing 100 mM compound directly dissolved in the buffer
containing 30% PEG3350, and 400 mM magnesium acetate. After
16-h incubation at 22°C, the crystals were harvested and flash-
frozen in liquid nitrogen.

Data collection and structure solution

Diffraction data were collected at the PXIll beamline at the Swiss
Light Source (SLS) of the Paul Scherrer Institute (PSI, Villigen,
Switzerland) and processed using XDS as previously described.”
The crystal structures were solved by molecular replacement by
employing the 5 L6D structure as the search model in the Phaser
program™ (Phenix package). In the crystals not subjected to
soaking, clear electron density for product cofactor S-adenosyl-
L-homocysteine (SAH) is visible. Therefore, in this soaking experi-
ment setup test compounds competed with SAH for the S-
adenosyl-L-methionine (SAM) binding site. In the crystal structure
of UZH1a, the electron density due to the homocysteine part of
SAH was no longer visible. All of the crystallographic models were
constructed through iterative cycles of manual model building with
COOT* and refinement with phenix.refine.*® Default XYZ (recip-
rocal-space), XYZ (real-space), individual B-factors and occupancies
refinement parameters appropriate for the resolution range were
utilized. During the first run of the refinement update water was
used in phenix.refine followed by addition of the missing water
molecules manually.

Selectivity profiling

For kinase inhibition testing, Merck-Millipore KinaseProfiler™ assay
(radiometric, activity testing) was performed by Eurofins (Luxem-
bourg). UZH1a was tested in single dose mode, in duplicate, at
10 uM, concentration of ATP was 10 uM. The required volume of
the 50x stock of UZH1a in DMSO was added to the assay well,
before a reaction mix containing an enzyme and substrate was
added. The reaction was initiated by the addition of ATP. There was
no pre-incubation of the compound with the enzyme/substrate mix
prior to ATP addition. For further details of each individual assay,
please refer to the company’s website.

For protein methyltransferase inhibition testing, HotSpot Meth-
yltransferase Profiling assay was performed by Reaction Biology
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Corporation (Malvern, PA). UZH1a was tested in single dose mode,
in duplicate, at 10 uM. Control compounds, SAH (S-(5'-adenosyl)-
L-homocysteine) or chaetocin, were tested in 10-dose 1C5, mode
with 3-fold serial dilution starting at 100 or 200 uM. Reactions were
carried out at 1 pM SAM.

Caco-2 cell permeability assay

The UZH1a intestinal permeability has been evaluated in Caco-
2 cell permeability assay by ChemPartner (Shanghai, China) follow-
ing standard procedures. Briefly, Caco-2 monolayer cells were
cultured in Millicell-24°® cell culture plates (Merk Millipore; surface
area of the membrane=0.7 cm? V,=0.8 mL (A-to-B) or 0.4 mL (B-
to-A)). The cell permeability of UZH1a along with the reference
compounds (i.e., erythromycin, metoprolol, and atenolol) was
tested at 10 uM in HBSS buffer containing 0.4% DMSO (v/v) final
concentration. The compounds were placed either in apical or
basolateral chamber, and their concentrations were evaluated in
both compartments after the 90-min incubation at 37°C using the
API 4000™ LC/MS/MS system (Applied Biosystems, Waltham, MA).
The Caco-2 monolayer’s leakiness after the treatment was evaluated
by measuring concentrations of a fluorescent dye Lucifer Yellow
with low cell permeability (5uM initial concentration) using a
fluorometer (at Ex/Em of 485/535 nm). Lucifer Yellow P,,, values
were lower than 1-107°cm/s, and transepithelial electrical resist-
ance (TEER) values were higher than 400 Q-cm?, verifying that the
Caco-2 monolayers were intact. Mass recovery of UZH1a was 82.4%
(A-to-B) and 92.4% (B-to-A), indicating low non-specific adsorption
to the assay chambers. Compound permeability was evaluated in
duplicates.

Compound permeability was calculated according to the following
equation, where V, is the volume in the acceptor well, area is the
surface area of the membrane and time is the total transport time
in seconds:

P = V, x [Compound scepor X Dilution Factor
%P Area x Time x [Compound|gonor. initial

Lucifer Yellow permeability was calculated according to the
following equation:

VX ([RFUlucceptor — [RFUlyiaric) x Dilution Factor
w Area x Time x ([RFU}donor‘ initial [RFU]blank)

P

Compound recovery was calculated according to the following
equation:

Recovery (%) =

Total compoundy,er, 90 min + Total compound,cceptor. 90 min

x 100%
TOtaI compounddonor, initial

Transepithelial electrical resistance (TEER) was calculated according
to the following equation:

TEER (2 - cm®) = (Resistance . — Resistance,,,) x Area

Cell culture

U20S and HEK293T cells were maintained in DMEM medium
supplemented with 4.5 g/L glucose, GlutaMAX™, 10% Gibco™ FBS,
and 1% penicillin/streptomycin (complete medium) in 5% CO, at
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37°C in a humidified incubator, with regular passaging twice a
week using 1:5 split ratio. MOLM-13 cells were cultured in RPMI
1640 medium containing 10% Gibco™ FBS and 1% penicillin/
streptomycin (complete medium) in 5% CO, at 37°C in a
humidified incubator, with maintained cell densities at 0.6-
2-10° cells/mL. All cell lines have been authenticated by cell line
typing (external service provided by Microsynth, Switzerland). All
cell lines were tested negative for mycoplasma contamination
(PCR-based assay by Microsynth, Switzerland).

Cellular target engagement assay InCELL Pulse

Gene encoding METTL3 catalytic domain (residue 356-580) was
amplified using primers listed below:

pICP—N-M3-F: ATATGAATTCACACAGAGTGTCGGAGGTGATTCC

pICP—N-M3-R: ATGCTCTAGATTATAAATTCTTAGGTTTAGAGATGATAC-
CATCTGGG

The amplified gene was ligated into the pICP-ePL-N vector
between EcoRl and Xbal restriction sites

Cellular target engagement of the compounds was evaluated using
InCELL Pulse assay according to the manufacturer’s instructions.
Briefly, HEK293T cells were seeded at 1-10° cells/well in 2 mL
complete medium in a 6-well plate and transfected with 1.5 ug of
the plasmid encoding enhanced ProlLabel® (ePL) enzyme fragment
(42 aa) fused to the N-terminus of the METTL3 catalytic domain
(residues 354-580) using Lipofectamine RNAIMAX for 24 h. After
the transfection, cells were washed once with Opti-MEM medium,
detached from the plate by gentle washing and counted. Forty
microliters of Opti-MEM medium containing 5000 transfected cells
were mixed with 10 uL of 5x compound (UZH1a or UZH1b)
solution in Opti-MEM or 2.5% (v/v) of DMSO (5x) as a negative
control and incubated for 1 h at 37°C. After the incubation, cells
were heated at 46 °C for 3 min followed by incubation at 22°C for
3 min, and the non-aggregated METTL3-ePL protein was quantified
using luminescence-based assay according to the InCELL Pulse kit's
instructions.

Quantification of m°A/A ratio in polyadenylated RNA and
total RNA by UPLC-MS/MS analysis

MOLM-13 cells were seeded into 6 well plates at a density of
1-10° cells/mL in 2 mL of complete RPMI medium. U20S cells were
seeded at 5-10° cells/well in a 6-well plate, whereas HEK293T cells
were seeded at 1-10° cells/well. After 24 h, cells were treated with
increasing concentrations of UZH1a or UZH1b in DMSO or DMSO
alone as a negative control (final concentration of DMSO 0.5% (v/
v)) for indicated time points. For the long-term incubation studies,
U20S cells were seeded at 1.5-10° cells/well in a 6-well plate. After
24 h, cells were treated with 40 uM of UZH1a in DMSO or DMSO
alone as a negative control (final concentration of DMSO 0.5% (v/
v)) for 3 days or, after reseeding at 1.5-10° cells/well and adding
fresh compound, 6 days in total. Following incubation in cell culture
incubator, cells were washed once with PBS, and total RNA was
extracted using 0.5mL of GENEzol™ reagent according to
manufacturer’s instructions. The final volume of 50 uL of total RNA
eluate was subjected to two rounds of purification using 25 L
Sera-Mag magnetic oligo(dT) particles per sample. The polyadeny-
lated RNA was eluted with nuclease-free water in a final volume of
25 pL, and its concentration was determined using NanoDrop. One
hundred nanograms of mRNA was digested to nucleosides and
dephosphorylated in a one-pot reaction using 0.5 pL of nucleoside
digestion mix in 25 uL of total reaction volume for 4 hours at 37 °C.
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The samples were used for UPLC-MS/MS analysis without further
purification steps.

Nucleoside UPLC-MS/MS was performed at the Functional Ge-
nomics Centre Zurich following previously described procedures
with slight modifications."”“® Briefly, the samples were diluted 10
or 100-fold in solvent A (0.1 % (v/v) formic acid in water), separated
using a Waters Aquity M class (Waters) UPLC and detected with a
TSQ Quantiva (Thermo Scientific) mass spectrometer by using a
nano electrospray ionization (ESI) source in SRM mode. Analytes
were separated on an HSS T3 column (particle size 1.8pum,
dimensions 0.15x60mm). The mobile phases used for elution were
A 0.1% (v/v) formic acid in water and B 0.1% (v/v) formic acid in
acetonitrile at a flow rate of 2 pL/min, column temperature was
ambient, sample temperature was 8°C, injection volume was set to
1uL, and sample loop volume was 1pL. The analytes were
separated following a gradient of 0-4min 12.5% B, 4-4.1 min 99%
B, 4.1-4.6min 12.5% B, 6min 12.5% B. Adenosine, m°A, m'A, and
m°®A,, eluted at 3.30min, 3.44min, 2.89 min, and 3.56 min, respec-
tively. Guanosine and m’G eluted at 3.34min and 3.27 min,
respectively. The mass spectrometer was operated using the
following parameters: ESI positive ion mode, SRM acquisition mode,
capillary voltage 3kV, source temperature 300°C, collision energy
of 15V for adenosine and guanosine, 20V for m’G, and 25V for
mPA, m'A, and m°A,. Adenosine, m°A, m'A, and m°®A, were
detected by monitoring precursor to product transitions of
m/z =268.1—136.1, m/z =282.1—150.1, m/z =282.1—150.1, and
m/z =296.1—152.1, respectively. Guanosine and m’G were de-
tected by monitoring precursor to product transitions of
m/z =284.1—136.1 and m/z=298.1—166.1, respectively. Absolute
concentrations of adenosine, guanosine, m°A, m'A, m®A,, and m’G
in the samples were determined based on an external calibration
curve generated using adenosine (Sigma-Aldrich, 01890-5G),
guanosine (Sigma-Aldrich, G6264-1G), mPA (Chemie Brunschwig,
CBLQB-1055-1 g), m'A (MedChem Express, MCE-HY-113081), m°A,
(Toronto Research Chemicals, D447415), and m’G (Sigma-Aldrich,
M0627-100MG) nucleoside standards. The modified-to-nonmodified
nucleoside ratio of compound-treated samples were normalized to
the corresponding value of DMSO-treated negative control. All
measurements were performed in technical duplicates and re-
peated in at least three biological replicates on different days.
Inhibition curves were plotted in GraphPad Prism 8.4 and fitted
with nonlinear regression “log(inhibitor) vs. normalized response-
variable slope” with the maximal inhibition fixed at 80%, from
which ICs, values were determined.

RNAi-mediated knockdown of METTL3

For western blotting experiments, HEK293T or U20S cells were
seeded in 6-well plates at a density of 1.5-10° cells/well in 2 mL of
complete DMEM medium, transfected with total 50 nM of METTL3-
targeting siRNA mix (at equimolar ratio) or negative control siRNA
using Lipofectamine® RNAIMAX according to manufacturer’s in-
structions, and incubated at 37°C with 5% CO,. The sequences of
siRNAs are provided in the materials section. After 72 h, cells were
analyzed for METTL3 protein expression using western blotting as
described in the western blotting section.

To evaluate the effect of METTL3 knockdown on m°A/A level in
polyadenylated RNA, HEK293T or U20S cells were seeded in 6-well
plates and transfected as described above. After 72 h, m°A/A ratio
reduction in polyadenylated RNA was evaluated as described in
UPLC-MS/MS analysis section. The assay was repeated three times
on different days.
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Western blotting

For immunodetection of METTL3 expression level after the
compound exposure, MOLM-13 cells were seeded at 1-10° cells/mL
in a 6-well plate in complete RPMI media. The next day, cells were
treated with the indicated doses of compounds. After 16 hours of
treatment, cells were collected by centrifugation, washed once with
PBS, and resuspended in 200 uL of RIPA buffer (150 mM sodium
chloride, 1% (v/v) IGAPAL CA630, 0.5% (w/v) sodium deoxycholate,
0.1% (v/v) sodium dodecyl sulphate, 50 mM Tris-HCl) with added
protease inhibitor cocktail (1x final concentration). After incubating
for 30 minutes on ice, cell lysates were centrifuged for 15-
20 minutes at 16000xg at 4°C to remove cell debris, and the
supernatant containing proteins was collected. The protein concen-
tration was quantified with Pierce™ Coomassie (Bradford) protein
assay kit, and 30 pg of protein was loaded per well on a SurePAGE
12% Bis-Tris polyacrylamide gel. Following electrophoresis, the
proteins were transferred to methanol-activated low fluorescence
PVDF membrane using Trans-Blot® Turbo™ Transfer System (Bio-
Rad, Hercules, CA) according to manufacturer’s instructions. The
membrane was then blocked with 5% non-fat milk and incubated
with anti-METTL3 rabbit (1:1000) and anti-B-actin mouse (1:5000)
antibodies overnight at 4°C. The next day, the membrane was
washed 3 times with PBST (PBS with 0.1% (v/v) Tween-20) and
incubated with IRDye® 800CW goat anti-rabbit IgG and IRDye®
680RD donkey anti-mouse IgG secondary antibodies (1:10000) for
2 hours at room temperature. After incubation, the membrane was
again washed three times in PBST, and fluorescence signal was
detected on Odyssey® CLx Imaging System (LI-COR). The band
intensity in each lane was quantified using Image Studio Lite
Version 5.2.5 (LI-COR). For the detection of METTL3 protein in U20S
and HEK293T cells following the siRNA-mediated knockdown, the
cells were washed with PBS and lysed in 60 pL of lysis buffer. Cell
lysates were probed for METTL3 expression as described above.

Statistical analysis

The statistical analysis was performed using GraphPad Prism
software. Multiple experimental groups were compared pairwise
using the one-way analysis of variance (ANOVA) followed by
Tukey’s post-hoc test unless stated otherwise, normality was
assessed using Shapiro-Wilk test. The differences between treat-
ment groups were considered statistically significant at p-values
lower than 0.05.
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