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Rationally designed stapled peptides allosterically
inhibit PTBP1-RNA-binding
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The diverse role of the splicing factor PTBP1 in human cells has been widely studied and was found to be
a driver for several diseases. PTBP1 binds RNA through its RNA-recognition motifs which lack obvious
pockets for inhibition. A unique transient helix has been described to be part of its first RNA-recognition
motif and to be important for RNA binding. In this study, we further confirmed the role of this helix and
envisioned its dynamic nature as a unigue opportunity to develop stapled peptide inhibitors of PTBP1.
The peptides were found to be able to inhibit RNA binding via fluorescence polarization assays and
directly occupy the helix binding site as observed by protein crystallography. These cell-permeable
inhibitors were validated in cellulo to alter the regulation of alternative splicing events regulated by
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Introduction

Modulation of splicing has potential as a therapeutic strategy in
various diseases including cancer, neurodegenerative diseases,
viral infection, and cardiovascular disease. Although direct
modulation of the spliceosome can be achieved by small
molecule inhibition, this suffers from severe side effects arising
from its essential function for splicing of nearly all transcribed
mRNAs." Targeting splicing factors that regulate only a subset
of splicing events is therefore an attractive alternative approach.
One of such splicing factors is polypyrimidine tract-binding
protein 1 (PTBP1) which regulates a distinct set of splicing
events by binding to polypyrimidine rich sequences found in
introns."* It is part of the hnRNP family which typically have
a repressive effect on splicing in the proximity of the sites they
bind."**** Overexpression of PTBP1 is observed in various
cancers, but it also plays a role in cardiovascular disease, viral
infection, and neuronal development making it an attractive
therapeutic target.'*® PTBP1 binds RNA through four RNA-
recognition motifs (RRMs), that together recognize the poly-
pyrimidine sequence for high affinity binding.'**'">* A canonical
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peptides to inhibit allosteric mechanisms.

RRM is a small domain of approximately 90 amino acids and
has a fold involving four B-strands and two o-helices in
a Bla1p2B302p4 configuration.”** In the case of PTBP1 there
are long flexible linkers in between RRM1 and 2 as well as RRM2
and 3 while RRM3 and 4 have a very short linker and are fixed in
their position relative to one-another.”* A unique a3-helix is
found in the linker between RRM1 and 2 (Fig. 1A), which can be
considered to be part of RRM1. It stably folds upon RNA-
binding and binds RRM1 itself, but in the absence of RNA the
level of helix formation is reduced to only 17%.>® The unique
structural feature was proposed to play a role in the RNA-
binding of RRM1 itself but also in recognition of secondary
structure elements in the bound RNA.>>?¢

Many RNA-binding proteins use one or more RRM domains
for high affinity RNA-binding.>” Although they are involved in
various aspects of RNA-biology, their role in the regulation of
alternative splicing in cancer is especially attractive for thera-
peutic targeting.> However, due to the lack of well-defined
binding pockets on RRMs they can be considered “undrug-
gable” and we therefore looked for alternative methods of
inhibition.”® RRMs are often extended on either the N- or C-
terminus with short motifs with a defined secondary structure
similar to the PTBP1 RRM1 a3-helix.”” These extensions can be
a-helical such the extra o-helix on the N-terminus of RRM1 of
Dead End (DND1), the extra C-terminal a-helix on RRM3 of La,
the extra o-helices both N- and C-terminal of the oRRM4 of
Prp24, or the extra o-helix on the N-terminus of the RRM of
Saccharomyces cerevisiae Snul7p.>** Besides o-helices other
structural elements are also observed such as an a3-extension
on the N-terminus of RRM1 on Syncrip, the 3,4-helix N-terminal
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Construct Domains RNA-1 K, (1M) RNA-2 K (uM)
RRM1 m 250 2.213+0.068 0.090 +0.023
RRM1Aa3 > 50 6.454 + 1.361
RRM1-L151G |RRM1 | 7.989+1.724 0.218 + 0.011
RRM2 3.802£0.296 0.721 £0.308
RRM12 0.881£0.074 0.017 + 0.002

B rNA-1 FAM-GUCUUAA RRM12-L151G 8.391+2.273 0.042 +0.001

RNA-2  FAM-AUUUUUCCAUCUUUGUAUC
Fig.1 (A) Truncated PTBP1 AlphaFold structure of RRM1 and RRM2. The RNA binding sites were determined by overlaying NMR structures (PDB

ID 2N30O and 2ADB) of the individual RNA bound RRMs over the truncated AlphaFold structure. Relative orientation of the RRMs towards each
other is not accurate according to the model. The interdomain linker is indicated in green and the a3 helix in blue. A schematic representation is
depicted below. (B) RNA sequences used in the FP assays. (C) Binding affinity of each PTBP1 variant for either RNA-1 or 2 as determined by

fluorescence polarization.

of RRM2 in HuR, and the 3;,-helix on the C-terminus of RRM2
of the Drosophila melanogaster Sex-lethal protein.>*?* We
hypothesized that exploiting these unique structural features
might provide an opportunity towards the design of inhibitors
of RRM containing proteins in spite of the lack of pockets and
maybe even provide a method to achieve selectivity.

Here, we first confirmed a role for the a3-helix in PTBP1-
RNA-binding and exploited its dynamic nature for development
of an inhibitor derived from this helix. By using a hydrocarbon
peptide stapling approach, the helix could be mimicked to
provide a peptide which can occupy its binding site and prevent
PTBP1 from properly interacting with RNA. We demonstrate
that such peptides bind to RRM1 and can indeed interfere with
RNA-binding. After we confirmed them to be cell-permeable
and have reasonable stability against cellular proteases we
demonstrated they can modulate PTBP1 regulated RNA splicing
events. We expect that this approach can become a general
method for the design of RNA interaction inhibitors for RRMs
and might also be applicable to other types of RNA-binding
domains.

Results

Investigation of the role of the a3-helix in RNA-binding of
PTBP1 RRM1 and 2

To confirm the role of the a3-helix described by the Allain group
we performed fluorescence polarization (FP) experiments with
various PTBP1 protein constructs and two RNA sequences.> The
first set of proteins contained either the single RRM1, RRM1
lacking the a3-helix (RRM1Aa3) or RRM1-L151G (Fig. 1A and
C). The L151G mutation was previously described by the Allain
group to break the fold of the helix and reduce RNA-binding 2.3
fold as measured by ITC.* As tracer in the FP experiments, we
used a FAM-labelled short RNA (RNA-1) with a single PTBP1
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binding site (UCUU) which can accommodate a single RRM
(Fig. 1B). The measured binding affinities for RNA-1 (Fig. 1C
and S17) indicated that the helix indeed contributes to the RNA
affinity of RRM1 since its absence reduced the affinity strongly.
The L151G mutation reduced binding 3.6-fold which is some-
what higher than what was observed previously but in the same
range. Next, we measured the affinity of RRM2 and found that
RRM1 more potently binds RNA-1, but only when the helix is
intact. To see whether the effect of the helix was also present in
larger constructs we measured the affinity of RRM1 and 2
combined (RRM12) as well as the RRM12-L151G mutant. The
affinity of RRM12 is significantly enhanced over each individual
domain, while the affinity of the L151G mutant for RNA-1 was
strongly diminished to that of the single RRM1-L151G.

Next, we repeated the measurements with the longer RNA-2
which is the sequence of the microRNA miR-29b-2 and was
previously reported to be recognized by PTBP1 (Fig. 1B, C,
S17t).% Since it has two poly(U) motifs, it is able to accommodate
two RRMs and more accurately represents polypyrimidine tracts
in mRNA. The affinities of all constructs improved for RNA-2
indicating an avidity effect. The overall trends stayed the
same, where the affinity of RRM1 is better than RRM2 and is
diminished when the helix is mutated or absent. For this RNA
the affinity of RRM1-L151G was 2.4-fold lower than RRM1
which is identical to the reduction in affinity as observed by the
Allain group. The double RRM constructs had a high affinity for
RNA-2 in comparison to RNA-1 and the L151G mutation again
reduced the affinity 2.5-fold. All used protein variants were
analyzed by CD spectroscopy to verify folding and demonstrated
identical spectral characteristics (Fig. S3C and D).

The combined results indicated that the «3-helix indeed
plays a role in RNA binding. Similar observations were made for
other proteins that contain multiple RRM domains including
Sex-lethal protein and DND1, where two RRMs orient their

© 2023 The Author(s). Published by the Royal Society of Chemistry
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sheets to form a cleft for binding of neighboring RNA sites and
where the interdomain linker folds into a helix.>*"*

Rationally designed stapled peptides inhibit PTBP1-RNA-
binding

Based on our results and those previously described on the role
of the a.3-helix, we hypothesized that an inhibitor bound to the
RRM1 surface competing with the transient helix should
disturb the RNA-binding capacity of RRM12. The a3-helix was
used as a starting point to design helically stabilized peptides
using hydrocarbon stapling. Hydrocarbon peptide stapling has
been demonstrated to be a highly effective strategy to stabilize
a-helical peptides and is facilitated by the introduction of
amino acids bearing a terminal alkene during peptide synthesis
(Fig. 2A).>”*® While the peptide is still on the solid-phase resin,
these alkenes are cross-linked in a ring-closing metathesis
reaction using a Grubbs catalyst. Different stapling strategies
spanning single or multiple helical turns were reported,
including i, i + 4 or i, i + 7 linkages.”” The stabilization and
preorganization of the helical conformation leads to an increase
in binding affinity due to a reduction in the entropic penalty
upon binding to the target protein.*® Besides significant
increases in affinity, hydrocarbon stapling can also significantly
improve the cell permeability of the peptide making this a very
attractive strategy to design inhibitors from o-helical template
peptides.*>** Hydrocarbon stapled peptides have been used to
inhibit various PPIs, but to our knowledge have not yet been
used to mimic transient helices dynamically binding to

View Article Online

Chemical Science

a domain in the same monomer. Furthermore, their use as
inhibitors of protein-RNA interactions has not yet been
explored widely with only a recent example demonstrating the
inhibition between a pre-microRNA and its processing protein
Dicer.”

For the initial design we used the i, i + 4 strategy where two
(S)-pentenyl alanines (Ss) were introduced in positions with
three other amino acids in between. We picked three different
amino acid pairs to replace with the S5 amino acids based on
their orientation as observed in the NMR structures (P-2, P-3
and P-4, Fig. 2B and C).* To prevent the staple from disturbing
the interaction between the ligand and the protein we chose
positions facing away from the binding site forming the pairs
Ala145/Ala149, GIn148/GIn152, and Ala149/Ala153. The three
peptides were synthesized on Rink amide resin and the linear
peptides were treated with a Grubbs catalyst to connect the S
residues. To avoid a mixture of E/Z-diastereomers we reduced
the alkene in the linker of the staple using a solution phase
hydrogenation protocol.** The linear equivalent P-1 was
synthesized for comparison but had to be extended on the C-
terminus with an arginine residue to improve its solubility.
The C-terminus is away from the binding surface and this
modification was therefore not expected to have an impact on
the binding affinity. The peptides were tested in a competitive
fluorescence polarization assay using the RRM12 construct and
RNA-2 (Fig. 2C and S2%). Linear peptide P-1 was not able to
compete under the assay conditions, but the stapled peptides
did to varying degrees. Peptide P-2 performed the best with a K;

A 4 C 143 148 153
3 PTBP:: INQ A RAQAALQAVNR| K(@uM Hel (%)
o I e i n.b. 20.2
P2 |----B8----B8 - --BRE - - -- 116+£31 923
i. RCM |—,
ii. Peptide cl
lﬁ deprotecton . P83 |----BE----E8 S, ----- - - 15646  57.8
o ]
P4 |----BB---- - - S - - - 275+ 92 773
] -
P-5 B e o 249+31 98.7
P-6 =i ST*" ------ B, - R - 93+1.3 100
P7 |----B------ Bl - == == M -- D n.b. 98.2
B 0E _ I8
P-8 =i Sl.s Riz==~ ﬁs N n.b. 100
P-9 e s|5 —————— e - N -Il"'s = = n.b. 100
P10 |V -- sl*" —————— B, - fl?s -- 224+45 100

Fig. 2

(A) General synthetic protocol for hydrocarbon stapling of ani to i + 4 staple. (B) PTBP1 RRM1 (grey) bound by the a3-helix (PDB 2N30O).

Indicated are the amino acid positions used for hydrocarbon stapling. (C) Linear and stapled peptides derived from the PTBP1 a.3-helix and their
inhibitory potency in a competitive FP assay between RRM12 and RNA-2 (see Fig. 1). Also reported is the helicity as determined by CD

spectroscopy.
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value of 11.6 pM while the other peptides were less active at 156
and 275 uM (P-3 and P-4 respectively). As the staple is expected
to stabilize the o-helical conformation we used -circular
dichroism (CD) spectroscopy to evaluate the helicity of the
peptides. As expected, the most active peptide P-2 also
demonstrated the highest helicity (Fig. 2C, S3A and BY), but the
other two peptides did not follow this trend. It is possible that
although P-4 was more helical than P-3, the replacement of
GIn148 with the hydrophobic linker disturbed the interaction
since the side chain amide potentially interacts with the RRM1
surface.

To further improve on P-2 we explored a second set of
peptides by using different stapling strategies (Fig. 2C). For this
we used the longer 7, i + 7 staple, linking residues 145 and 152
(P-5), as well as the less commonly used i, i + 4, i + 7 linkage in
a so-called stitched peptide linking residues 145, 149 and 153
(P-6).** Since we did not observe the formation of E/Z isomers
during the ring closing metathesis reaction for these peptides
we avoided reduction of the double bonds to simplify the
synthesis and improve yields. The new peptides were tested for
activity in the competition assay and P-5 and P-6 demonstrated
good activities of 24.9 uM and 9.3 uM respectively with higher
helicities than P-2. We selected P-6 as our candidate for further
studies and synthesized the scrambled control variant P-6S.
When tested in the competitive FP assay, P-6S was not able to
inhibit the interaction between RRM12 and RNA-2 (Fig. S21).

Mode of action of P-6

Now that RNA-protein interaction inhibition was demon-
strated, we set out to measure the affinity of P-6 for RRM1. To
this end, we prepared the FITC-labeled variant P-6F and sub-
jected it to a direct fluorescence polarization experiment by
titrating it with either RRM1, RRM12, or RRM12-L151G
(Fig. 3A). The titration demonstrated a Ky, for RRM1 of 18.6 uM
and a very similar affinity for RRM12-L151G (20.4 pM).
Although an accurate Ky could not be determined for RRM12
due to the absence of saturation, the curve is shifted slightly
indicating the affinity is only somewhat elevated. To confirm
binding we used P-6F in a microscale thermophoresis experi-
ment (Fig. 3B and S4+t).* The peptide was tested for binding to
the same protein constructs as in the previous FP experiment. It
demonstrated an affinity of 98.1 uM for the RRM1 which was
higher than the K; as measured in the competitive FP assay or
the Kp from the direct binding FP experiment. Although
binding was observed for RRM12 the curve was not complete,
similar as in the direct FP experiment and an accurate Ky, could
therefore not be determined. However, the affinity improved
with the RRM12-L151G construct to 44.5 uM.

Different PTBP1 variants were used to investigate the mode
of action of P-6 via competitive FP experiments. As illustrated in
Fig. 1A there is a short linker between RRM1 and the «3-helix
which also makes contacts with the RNA. It is possible that
when P-6 occupies the binding site of the helix, this linker is
displaced disrupting its interactions with the RNA and lowering
the RNA-binding affinity. To test this, we measured whether P-6
could inhibit RRM1 RNA-binding. Interestingly, no inhibition
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Fig. 3 (A) Direct binding fluorescence polarization experiments of P-
6F with indicated PTBP1 variants and measured Kp values. (B) Micro-
scale thermophoresis analysis of P-6F with indicated PTBP1 variants
and measured Kp values. (C) Inhibition of different constructs by P-6
evaluated using a competitive fluorescence polarization assay with
RNA-2 (PTBP constructs) and RNA-AB and RNA-S for hnRNP A2/B1
and SRSF1 respectively. n.g. = not quantifiable.

was observed indicating that these interactions were not dis-
rupted (Fig. 3C and S5t). Therefore, it seems most likely that P-6
inhibits RRM12 via disturbing the coordinated RNA-binding of

© 2023 The Author(s). Published by the Royal Society of Chemistry
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the two RRM domains. As this is possibly regulated by the helix
we tested if the peptide could inhibit RRM12-L151G where the
role of the helix is reduced (Fig. 3C and S57). Again, we observed
that P-6 was not able to inhibit this variant and we hypothesized
that since the helix doesn't play a role in this construct, occu-
pying its binding site has no consequence. These findings
further support a mode of action where P-6 disturbs coordi-
nated RNA-binding by RRM1 and 2.

Selectivity of P-6 for PTBP1

The RRM domain is the most commonly occurring RNA-
binding domain in the proteome making it challenging to
find selective inhibitors.>**¢ Although various ligands have been
described, their selectivity is rarely investigated, with an
exception for the Musashi-1 inhibitor Ro 08-2750.7*®* To
investigate whether P-6 has an effect on the RNA-binding of
other dual RRM containing proteins, we evaluated its inhibitory
potency against another hnRNP protein (hnRNP A2/B1) as well
as a splicing factor from the SR-protein class (SRSF1).! We
evaluated P-6 in competitive fluorescence polarization assays
using previously described RNAs recognized by these proteins.*
In both cases, no inhibition was observed up until 1 mM
peptide concentrations (Fig. 3C and S6+).

Structural evaluation of the RRM1Aa3:P-6 complex by X-ray
crystallography

To validate the interaction of the stapled peptides with RRM1
we attempted co-crystallization of either peptide P-2 or P-6 with
RRM1Aa3. We observed crystals with the stitched peptide (P-6)
in space group P2,2,2 which diffracted to a resolution of 2.9 A
and had 16 dimers of protein-peptide complexes in the asym-
metric unit (Fig. S7 and S87). Generally, the structure (Fig. 4A) is
on par with reported NMR structures of RRM1 in the RNA-
bound (PDB 2N30) and -unbound state (PDB 1SJQ) with
RMSD-values of 1.14-1.56 and 1.48-1.73 A respectively, after
aligning all 16 protein chains (Tables S2 and S97). This indi-
cates that the domain more resembles the RNA-bound confor-
mation upon binding of P-6. We could validate the binding
mode of the peptide by helical electron density on the native
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binding site of the a3-helix in each of the dimers (Fig. S10A and
S117). Also, we observed density of the hydrocarbon linkers
between the unnatural amino acids which, like expected from
the design, point away from the binding site. The density of the
staples validates our model and rules out any bias originating
from using a structure containing the native helix during
phasing of our model. The placement of P-6 overlaps well with
the original o3-helix (Fig. 4B) and suggests the same hydro-
phobic binding core of 176, L80, V85, M90, and L88 on the
RRM1 domain and A150, L152 and V154 on P-6 (Fig. 4A).
Additionally, polar interactions between E72 (RRM1) and R146
(P-6), the carbonyl oxygen of V85 (RRM1) and N155 (P-6), and
side-chain-side-chain interactions of N§7 (RRM1) and Q148 (P-
6) are observed. No significant conformational changes were
observed in RRM1 upon binding of our stapled peptides in
comparison to the RNA-bound state (Fig. S10BY). However, the
influence of P-6 competing with the native helix can't be
observed with this protein structure, as the native a3-helix is not
part of the protein construct used in this experiment. Since the
peptide does not obscure the RNA-binding site of RRM1
(Fig. 4B) we hypothesize that the stapled peptides block the
correct orientation of both RRMs for high RNA affinity.

Point mutation of P-6

After obtaining the crystal structure of P-6 bound to RRM1 we
attempted to optimize the affinity of the peptides by intro-
ducing mutations via rational design (Fig. 2C). We designed
four mutants where we hypothesized it was possible to make
new or more optimal interactions. By mutation of the terminal
Asn155 to Asp we hoped to form a new electrostatic interaction
with RRM1 Lys84 (P-7). P-6 residue Arg146 forms an electro-
static interaction with RRM1 Glu72 but does so in an extended
fashion. By shortening the Arg side chain to nor-arginine (P-8)
we hoped to reduce the entropic penalty paid when the flexible
arginine side chain is restricted this way. The side chain of P-6
residue Leu151 seems to bind a pocket lined with various polar
groups such as backbone amides. To introduce the possibility
for new hydrogen bonds we mutated it to Asn (P-9). In the
opposite way, P-6 residue Asn143 binds a rather hydrophobic

Fig. 4

P-6 bound / P-6

(A) Crystal structure of PTBP1 RRM1 (chain E) in complex with P-6 (chain e). Highlighted residues play a role in the PPI. PDB ID 8BWF. (B)

Overlay of the RRM1:P-6 complex with the RNA bound structure of RRM1 (PDB ID 2N30).

© 2023 The Author(s). Published by the Royal Society of Chemistry
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(A) Nanoclick assay results in HEK293T cells treated with azide-labeled peptides for 20 hours. (B) Evaluation of the stability of P-1, P-2, and

P-6, in HEK293T cell lysate by HPLC. (C) RT-PCR analysis of PTBP2 exon 10 inclusion in HEK293T cells after treatment with peptides P-6 and P-
6S at 100 and 300 puM. **: p = 0.0056, ***: p = 0.0008; Student's t-test.

Low RNA affinity

Fig. 6 (A) When the a3-helix is able to fold and bind RRM1, the RRM12
construct has a high affinity for RNA. (B) If the a3-helix binding site is
occupied, the affinity for RNA is decreased.

pocket, and we therefore mutated it to Val (P-10). Unfortunately,
none of the peptides demonstrated improved affinity suggest-
ing a larger variety of modifications needs to be explored to
identify higher affinity peptides.
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Stapled peptides regulate the splicing of PTBP1 targets in
cellulo

Stapled peptides have been reported to be able to pass cell
membranes with high efficiency, but their cell permeability is
dependent on the peptide sequence and the position of the
staple.** To evaluate whether the a3-helix derived peptide is cell
permeable, we used azidolysine derivatized variants of P-6 and
P-6S (P-6-Az and P-6S-Az) and used them in the NanoClick
assay.® In this assay cells are transfected to express a NanoLuc—
HaloTag fusion protein followed by treatment with a dibenzoa-
zacyclooctyne reagent modified with a chloroalkane (DIBAC-
CA) that covalently modifies the HaloTag protein. When an
azide modified NanoBRET acceptor (NB618-Az) is added, it will
undergo strain promoted azide-alkyne cycloaddition (SPAAC)
with the DIBAC-CA placing the acceptor in the proximity of the
NanoLuc protein leading to an observable BRET signal. When
the cells are first treated with an azide containing peptide, it can
occupy the DIBAC position and inhibit the BRET signal. The
SPAAC reaction only happens if the peptide is able to reach the
cytosol and the assay therefore provides a read-out of cell-
permeability. The cells were incubated with the peptides for
20 hours and as controls, we used peptides described in the
report on the development of the assay which are azido-octa-
arginine as positive control and azido-ONEG as negative
control.*>** After background correction (raw data in Fig. S141),

© 2023 The Author(s). Published by the Royal Society of Chemistry
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the EC5, values for the control peptides were very similar to the
reported values (azido-octa-arginine: 89 + 12 nM, and azido-
ONEG > 10000 nM) and a >100-fold difference also in line
with the original report.* The results show that P-6-Az has very
good cell permeability with an ECs, value of 35 nM significantly
surpassing that of the positive control peptide (Fig. 5A). The
high uptake is similar as for the stapled peptide MP-081 which
was previously found to have an ECs, value of 48 + 7 nM in the
same assay.®® The scrambled P-6S-Az also has good membrane
permeability and is comparable to the positive control. Next, we
investigated the stability of P-6 in cell lysate in comparison with
the monocyclic P-2 and linear P-1 (Fig. 5B). The linear P-1 was
fully digested after 4 hours, while the single stapled P-2 was still
12% intact after 24 hours. As expected, the stitched P-6 was
significantly more stable with 43% still intact after 24 hours.
Although a significant amount of peptide was degraded, we
deemed the stability to be sufficient for cellular experiments. To
this end, we set out to evaluate whether they were able to
interfere with the function of PTBP1 in the alternative splicing
regulation of exon 10 of PTBP2.>** First, we validated the PTBP1
dependent regulation of exon inclusion by knockdown of PTBP1
in HEK293T cells and observed increased inclusion of PTBP2
exon 10 (Fig. S12B and Cf). Cells were then treated with
peptides at 100 and 300 uM and the results (Fig. 5C and S12Af¥)
demonstrated that P-6 significantly increased the inclusion of
exon 10 of PTBP2 in comparison to P-6S. Cell viability was not
affected by P-6 at concentrations of up to 300 uM (Fig. S137).
Since both concentrations led to the same level of inclusion, it
seems that the effect is already saturated at 100 pM which
corresponds to the observed K; values and good cellular uptake
of P-6.

Conclusions

In this study we confirmed a previously proposed role of
a transient helix interacting with PTBP1 RRM1 during RNA-
binding.”® We confirmed that the affinity of RRM1 for poly(U)
RNA is increased by the extra a3-helix and speculated that it
needs to be formed to orient both RRMs properly for high
affinity RNA-binding. Our findings are in line with recent
structural studies from the Allain group indicating the forma-
tion of the transient helix after RNA-binding of RRM1 by inte-
grative structural biology approaches.>*** We hypothesized that
occupying the binding site of the transient helix would be
a suitable strategy for inhibiting the interaction between PTBP1
and RNA (Fig. 6). To this end, we synthesized a set of hydro-
carbon stapled peptides that mimic the helix and identified P-6
as a potent inhibitor of RNA-binding with a K; of 9.3 uM. When
tested against several different protein constructs, P-6 did not
show any inhibitory effects on the individual RRM1 or on the
RRM12 construct with a L151G mutation which disturbs the
role of the helix. The fact that RNA-binding can only be
inhibited efficiently in the presence of both RRMs and an intact
helix confirms that there is a role for the a3-helix in RNA-
binding. Direct binding FP and microscale thermophoresis
experiments confirmed that P-6 binds to RRM1, which could be
confirmed further via protein crystallography. The co-crystal

© 2023 The Author(s). Published by the Royal Society of Chemistry
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structure clearly demonstrates that the peptide occupies the
a3-helix binding site on RRM1 as the design intended. The
NanoClick assay showed that both P-6 and its scrambled
equivalent P-6S were able to reach the cytosol with high effi-
ciency. Stability assays testing the integrity of the peptides after
exposure to cellular proteases in cell lysate demonstrated that
especially P-6 was stable over longer times and had superior
stability in comparison with the monocyclic P-2 or linear P-1.
RT-PCR experiments demonstrated that P-6 was able to modu-
late the well-studied PTBP1 regulated splicing event of inclusion
of exon 10 in PTBP2. These findings provide further evidence
that not all four RRM domains play a role in each splicing event
that PTBP1 regulates. Such domain specific splicing regulation
of PTBP1 has previously been described to be influenced by
protein binding partners that bind either RRM1 (MCL1) or
RRM2 (Raver1).*** The described inhibitors of PTBP1 are first-
in-class and act through an unprecedented mode of action for
RNA-binding inhibition. Although further studies on selectivity
are necessary, the lack of activity on two alternative dual RRM
proteins is promising. By demonstrating that intramolecular
interactions can be disrupted to inhibit RNA binding we provide
a novel way to target RNA-binding proteins that are otherwise
devoid of well-defined pockets and could be considered

» 28

“undruggable”.

Data availability

Crystallographic data for the PTBP1 RRM1Aa3:P-6 complex has
been deposited at the Protein Data Bank under accession
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structure/SBWF.

Author contributions

PtH conceived the project. SS and KB performed biophysical
experiments with PTBP1 constructs. GA, JYC, JO, and SP
synthesized stapled peptides. SS performed direct binding FP,
competitive FP, and MST experiments with PTBP1 constructs.
GA performed competitive FP experiments with hnRNP A2/B1
and SRSF1 constructs. SS and RG performed crystallographic
analysis of the RRM1Aa3:P-6 complex. SS and LP performed
NanoClick experiments. GA performed cell lysate stability
experiments. SS and KB performed PTBP1 knockdown and
splicing experiments. PtH supervised the experiments and
acquired funding for the project. PtH and SS performed data
analysis and wrote the manuscript. All authors have given
approval to the final version of the manuscript.

Conflicts of interest

There are no conflicts to declare.

Acknowledgements

We kindly acknowledge the Protein Chemistry Facility of the
Max Planck Institute for expression vectors of PTBP1 RRM1Aa3.
We also thank Ingrid Vetter (MPI Dortmund) for her help at

Chem. Sci., 2023, 14, 8269-8278 | 8275


https://www.rcsb.org/structure/8BWF
https://www.rcsb.org/structure/8BWF
http://creativecommons.org/licenses/by/3.0/
http://creativecommons.org/licenses/by/3.0/
https://doi.org/10.1039/d3sc00985h

Open Access Article. Published on 13 July 2023. Downloaded on 5/3/2026 12:37:54 PM.

Thisarticleislicensed under a Creative Commons Attribution 3.0 Unported Licence.

(cc)

Chemical Science

solving the crystal structure. We thank Adrian Krzyzanowski for
fruitful discussions regarding the project. We would like to
acknowledge Christiane Heitbrink (TU Dortmund) for
measuring HRMS data. We would like to thank the Suisse Light
Source and the staff of beamline X10SA fiir their assistance and
support with crystal testing and data collection. Further exper-
iments were performed on beamlines ID23-2, at the European
Synchrotron Radiation Facility (ESRF), Grenoble, France. We
are grateful to S. Basu at the ESRF for providing assistance in
using beamline ID23-2. We thank the German Academic
Exchange Service (DAAD) for funding Gulshan Amrahova with
a scholarship and the Ministry of Education (Taiwan) for
funding Jen-Yao Chang with a Government Scholarship for
Overseas Study.

Notes and references

1 R. K. Bradley and O. Anczukéw, Nat. Rev. Cancer, 2023, 23,
135-155.

2 R. F. Stanley and O. Abdel-Wahab, Nat. Cancer, 2022, 3, 536-
546.

3 J. J. Chan, B. Zhang, X. H. Chew, A. Salhi, Z. H. Kwok,
C. Y. Lim, N. Desi, N. Subramaniam, A. Siemens,
T. Kinanti, S. Ong, A. Sanchez-Mejias, P. T. Ly, O. An,
R. Sundar, X. Fan, S. Wang, B. E. Siew, K. C. Lee,
C. S. Chong, B. Lieske, W.-K. Cheong, Y. Goh, W. N. Fam,
M. G. Ooi, B. T. H. Koh, S. G. Iyer, W. H. Ling, J. Chen,
B.-K. Yoong, R. Chanwat, G. K. Bonney, B. K. P. Goh,
W. Zhai, M. ]J. Fullwood, W. Wang, K.-K. Tan, W. ]J. Chng,
Y. Y. Dan, J. J. Pitt, X. Roca, E. Guccione, L. A. Vardy,
L. Chen, X. Gao, P. K. H. Chow, H. Yang and Y. Tay, Nat.
Cell Biol., 2022, 24, 928-939.

4 C. K. Vuong, D. L. Black and S. Zheng, Nat. Rev. Neurosct.,
2016, 17, 265-281.

5 J. R. Tollervey, T. Curk, B. Rogelj, M. Briese, M. Cereda,
M. Kayikci, J. Koénig, T. Hortobagyi, A. L. Nishimura,
V. iupunski, R. Patani, S. Chandran, G. Rot, B. Zupan,
C. E. Shaw and J. Ule, Nat. Neurosci., 2011, 14, 452-458.

6 M. G. Thompson, M. Dittmar, M. J. Mallory, P. Bhat,
M. B. Ferretti, B. M. Fontoura, S. Cherry and K. W. Lynch,
eLife, 2020, 9, €55500.

7 E. Lara-Pezzi, J. GOmez-Salinero, A. Gatto and P. Garcia-
Pavia, J. Cardiovasc. Transl. Res., 2013, 6, 945-955.

8 S. W. Kong, Y. W. Hu, J. W. K. Ho, S. Ikeda, S. Polster,
R. John, J. L. Hall, E. Bisping, B. Pieske, C. G. dos
Remedios and W. T. Pu, Circ. Cardiovasc. Genet., 2010, 3,
138-146.

9 C. Zhu, Z. Chen and W. Guo, Biochim. Biophys. Acta, Mol.
Basis Dis., 2017, 1863, 2056-2063.

10 F. A. L. M. Eskens, F. J. Ramos, H. Burger, J. P. O'Brien,
A. Piera, M. J. A. de Jonge, Y. Mizui, E. A. C. Wiemer,
M. ]. Carreras, J. Baselga and ]. Tabernero, Clin. Cancer
Res., 2013, 19, 6296-6304.

11 M. Llorian, S. Schwartz, T. A. Clark, D. Hollander, L. Y. Tan,
R. Spellman, A. Gordon, A. C. Schweitzer, P. De La Grange,
G. Ast and C. W. J. Smith, Nat. Struct. Mol. Biol., 2010, 17,
1114-1123.

8276 | Chem. Sci, 2023, 14, 8269-8278

View Article Online

Edge Article

12 D. C. Reid, B. L. Chang, S. I. Gunderson, L. Alpert,
W. A. Thompson and W. G. Fairbrother, RNA, 2009, 15,
2385-2397.

13 Y. Xue, Y. Zhou, T. Wu, T. Zhu, X. Ji, Y.-S. Kwon, C. Zhang,
G. Yeo, D. L. Black, H. Sun, X.-D. Fu and Y. Zhang, Mol
Cell, 2009, 36, 996-1006.

14 M. E. Rogalska, C. Vivori and J. Valcarcel, Nat. Rev. Genet.,
2022, 24, 251-269.

15 T. Geuens, D. Bouhy and V. Timmerman, Hum. Genet., 2016,
135, 851-867.

16 C.J. David, M. Chen, M. Assanah, P. Canoll and J. L. Manley,
Nature, 2010, 463, 364-368.

17 Z. Wang, D. Liu, B. Yin, W. Ju, H. Qiu, Y. Xiao, Y. Chen,
C. Khanna and C. Lu, Oncotarget, 2017, 8, 36185-36202.

18 V. Dauksaite and M. Gotthardt, Nucleic Acids Res., 2018, 46,
5227-5238.

19 1. Sola, C. Galan, P. A. Mateos-Gomez, L. Palacio, S. Zufiiga,
J. L. Cruz, F. Almazan and L. Enjuanes, J. Virol., 2011, 85,
5136-5149.

20 P. L. Boutz, P. Stoilov, Q. Li, C. H. Lin, G. Chawla, K. Ostrow,
L. Shiue, M. Ares and D. L. Black, Genes Dev., 2007, 21, 1636—
1652.

21 L. Pérez, J. G. McAfee and J. G. Patton, Biochemistry, 1997, 36,
11881-11890.

22 F. C. Oberstrass, S. D. Auweter, M. Erat, Y. Hargous,
A. Henning, P. Wenter, L. Reymond, B. Amir-Ahmady,
S. Pitsch, D. L. Black and F. H.-T. Allain, Science, 2005, 309,
2054-2057.

23 A. Cléry, M. Blatter and F. H. T. Allain, Curr. Opin. Struct.
Biol., 2008, 18, 290-298.

24 S.Mohibi, X. Chen and J. Zhang, Pharmacol. Ther., 2019, 203,
107390.

25 C. Maris, S. Jayne, F. F. Damberger, I. Beusch, G. Dorn,
S. Ravindranathan and F. H. T. Allain, Nucleic Acids Res.,
2020, 48, 4521-4537.

26 G. Dorn, C. Gmeiner, T. de Vries, E. Dedic, M. Novakovic,
F. F. Damberger, C. Maris, E. Finol, C. P. Sarnowski,
J. Kohlbrecher, T. J. Welsh, S. Bolisetty, R. Mezzenga,
R. Aebersold, A. Leitner, M. Yulikov, G. Jeschke and
F. H.-T. Allain, bioRxiv, 2022, preprint, DOI: 10.1101/
2022.07.08.498958.

27 T. Afroz, Z. Cienikova, A. Cléry and F. H. T. Allain, Methods
Enzymol., 2015, 558, 235-278.

28 C. Mir, Y. Garcia-Mayea and M. E. Lleonart, Semin. Cancer
Biol., 2022, 86, 69-83.

29 M. M. Duszczyk, H. Wischnewski, T. Kazeeva, R. Arora,
F. E. Loughlin, C. von Schroetter, U. Pradére, J. Hall,
C. Ciaudo and F. H.-T. Allain, Nat. Commun., 2022, 13, 5892.

30 A. Jacks, J. Babon, G. Kelly, I. Manolaridis, P. D. Cary,
S. Curry and M. R. Conte, Structure, 2003, 11, 833-843.

31 S. Martin-Tumasz, A. C. Richie, L. J. Clos II, D. A. Brow and
S. E. Butcher, Nucleic Acids Res., 2011, 39, 7837-7847.

32 P. Wysoczanski, C. Schneider, S. Xiang, F. Munari,
S. Trowitzsch, M. C. Wahl, R. Lihrmann, S. Becker and
M. Zweckstetter, Nat. Struct. Mol. Biol., 2014, 21, 911-918.

33 F. Hobor, A. Dallmann, N. J. Ball, C. Cicchini, C. Battistelli,
R. W. Ogrodowicz, E. Christodoulou, S. R. Martin,

© 2023 The Author(s). Published by the Royal Society of Chemistry


https://doi.org/10.1101/2022.07.08.498958
https://doi.org/10.1101/2022.07.08.498958
http://creativecommons.org/licenses/by/3.0/
http://creativecommons.org/licenses/by/3.0/
https://doi.org/10.1039/d3sc00985h

Open Access Article. Published on 13 July 2023. Downloaded on 5/3/2026 12:37:54 PM.

Thisarticleislicensed under a Creative Commons Attribution 3.0 Unported Licence.

(cc)

Edge Article

A. Castello, M. Tripodi, I. A. Taylor and A. Ramos, Nat.
Commun., 2018, 9, 831.

34 H. Wang, F. Zeng, Q. Liu, H. Liu, Z. Liu, L. Niu, M. Teng and
X. Li, Acta Crystallogr., Sect. D: Biol. Crystallogr., 2013, 69,
373-380.

35 N. Handa, O. Nureki, K. Kurimoto, I. Kim, H. Sakamoto,
Y. Shimura, Y. Muto and S. Yokoyama, Nature, 1999, 398,
579-585.

36 T. Treiber, N. Treiber, U. Plessmann, S. Harlander, J.-L. Daif3,
N. Eichner, G. Lehmann, K. Schall, H. Urlaub and G. Meister,
Mol. Cell, 2017, 66, 270-284.

37 C. E. Schafmeister, J. Po and G. L. Verdine, J. Am. Chem. Soc.,
2000, 122, 5891-5892.

38 P. M. Cromm, J. Spiegel and T. N. Grossmann, ACS Chem.
Biol., 2015, 10, 1362-1375.

39 L. D. Walensky and G. H. Bird, J. Med. Chem., 2014, 57, 6275-
6288.

40 Y. Tian, Y. Jiang, J. Li, D. Wang, H. Zhao and Z. Li,
ChemBioChem, 2017, 18, 2087-2093.

41 G. H. Bird, E. Mazzola, K. Opoku-Nsiah, M. A. Lammert,
M. Godes, D. S. Neuberg and L. D. Walensky, Nat. Chem.
Biol., 2016, 12, 845-852.

42 A. Kuepper, N. M. McLoughlin, S. Neubacher, A. Yeste-
Vazquez, E. Collado Camps, C. Nithin, S. Mukherjee,
L. Bethge, J. M. Bujnicki, R. Brock, S. Heinrichs and
T. N. Grossmann, Nucleic Acids Res., 2021, 49, 12622-12633.

43 T. Y. Yuen, C. J. Brown, Y. Xue, Y. S. Tan, F. J. F. Gago,
X. E. Lee, J. Y. Neo, D. Thean, H. Y. K. Kaan,
A. W. Partridge, C. S. Verma, D. P. Lane and
C. W. Johannes, Chem. Sci., 2019, 10, 6457-6466.

44 G. ]. Hilinski, Y. W. Kim, J. Hong, P. S. Kutchukian,
C. M. Crenshaw, S. S. Berkovitch, A. Chang, S. Ham and
G. L. Verdine, J. Am. Chem. Soc., 2014, 136, 12314-12322.

45 M. Jerabek-Willemsen, T. André, R. Wanner, H. M. Roth,
S. Duhr, P. Baaske and D. Breitsprecher, J. Mol. Struct.,
2014, 1077, 101-113.

46 J. C. Venter, M. D. Adams, E. W. Myers, P. W. Li, R. J. Mural,
G. G. Sutton, H. O. Smith, M. Yandell, C. A. Evans, R. A. Holt,
J. D. Gocayne, P. Amanatides, R. M. Ballew, D. H. Huson,
J. R. Wortman, Q. Zhang, C. D. Kodira, X. H. Zheng,
L. Chen, M. Skupski, G. Subramanian, P. D. Thomas,
J. Zhang, G. L. G. Miklos, C. Nelson, S. Broder, A. G. Clark,

Nadeau, V. A. McKusick, N. Zinder, A. J. Levine,

. J. Roberts, M. Simon, C. Slayman, M. Hunkapiller,

. Bolanos, A. Delcher, I. Dew, D. Fasulo, M. Flanigan,

. Florea, A. Halpern, S. Hannenbhalli, S. Kravitz, S. Levy,

. Mobarry, K. Reinert, K. Remington, J. Abu-Threideh,

. Beasley, K. Biddick, V. Bonazzi, R. Brandon, M. Cargill,

Chandramouliswaran, R. Charlab, K. Chaturvedi,

Deng, V. D. Francesco, P. Dunn, K. Eilbeck,

. Evangelista, A. E. Gabrielian, W. Gan, W. Ge, F. Gong,

. Gu, P. Guan, T. J. Heiman, M. E. Higgins, R.-R. Ji, Z. Ke,

K. A. Ketchum, Z. Lai, Y. Lei, Z. Li, J. Li, Y. Liang, X. Lin,

F. Lu, G. V. Merkulov, N. Milshina, H. M. Moore,

A. K. Naik, V. A. Narayan, B. Neelam, D. Nusskern,

D. B. Rusch, S. Salzberg, W. Shao, B. Shue, ]J. Sun,

Z. Y. Wang, A. Wang, X. Wang, ]J. Wang, M.-H. Wei,

NON-"THOE ™R

© 2023 The Author(s). Published by the Royal Society of Chemistry

View Article Online

Chemical Science

R. Wides, C. Xiao, C. Yan, A. Yao, ]J. Ye, M. Zhan,
W. Zhang, H. Zhang, Q. Zhao, L. Zheng, F. Zhong,
W. Zhong, S. C. Zhu, S. Zhao, D. Gilbert, S. Baumhueter,
. Spier, C. Carter, A. Cravchik, T. Woodage, F. Ali, H. An,
. Awe, D. Baldwin, H. Baden, M. Barnstead, 1. Barrow,
. Beeson, D. Busam, A. Carver, A. Center, M. L. Cheng,
Curry, S. Danaher, L. Davenport, R. Desilets, S. Dietz,
. Dodson, L. Doup, S. Ferriera, N. Garg, A. Gluecksmann,
Hart, J. Haynes, C. Haynes, C. Heiner, S. Hladun,
. Hostin, J. Houck, T. Howland, C. Ibegwam, J. Johnson,
Kalush, L. Kline, S. Koduruy, A. Love, F. Mann, D. May,
. McCawley, T. McIntosh, I. McMullen, M. Moy, L. Moy,
. Murphy, K. Nelson, C. Pfannkoch, E. Pratts, V. Puri,
Qureshi, M. Reardon, R. Rodriguez, Y.-H. Rogers,
. Romblad, B. Ruhfel, R. Scott, C. Sitter, M. Smallwood,
. Stewart, R. Strong, E. Suh, R. Thomas, N. N. Tint, S. Tse,
. Vech, G. Wang, J. Wetter, S. Williams, M. Williams,
. Windsor, E. Winn-Deen, K. Wolfe, J. Zaveri, K. Zaveri,
F. Abril, R. Guigd, M. J. Campbell, K. V. Sjolander,
. Karlak, A. Kejariwal, H. Mi, B. Lazareva, T. Hatton,
Narechania, K. Diemer, A. Muruganujan, N. Guo,
Sato, V. Bafna, S. Istrail, R. Lippert, R. Schwartz,
. Walenz, S. Yooseph, D. Allen, A. Basu, J. Baxendale,

FRE 2@ OISR 2HOR AN R B O

Blick, M. Caminha, J. Carnes-Stine, P. Caulk,
Y.-H. Chiang, M. Coyne, C. Dahlke, A. D. Mays,
M. Dombroski, M. Donnelly, D. Ely, S. Esparham,

C. Fosler, H. Gire, S. Glanowski, K. Glasser, A. Glodek,
M. Gorokhov, K. Graham, B. Gropman, M. Harris, J. Heil,
S. Henderson, J. Hoover, D. Jennings, C. Jordan, J. Jordan,
J. Kasha, L. Kagan, C. Kraft, A. Levitsky, M. Lewis, X. Liu,
J. Lopez, D. Ma, W. Majoros, J. McDaniel, S. Murphy,
M. Newman, T. Nguyen, N. Nguyen, M. Nodell, S. Pan,
J. Peck, M. Peterson, W. Rowe, R. Sanders, ]J. Scott,
M. Simpson, T. Smith, A. Sprague, T. Stockwell, R. Turner,
E. Venter, M. Wang, M. Wen, D. Wu, M. Wu, A. Xia,
A. Zandieh and X. Zhu, Science, 2001, 291, 1304-1351.

47 L. Francois-Moutal, R. Felemban, D. D. Scott, M. R. Sayegh,
V. G. Miranda, S. Perez-Miller, R. Khanna, V. Gokhale,
D. C. Zarnescu and M. Khanna, ACS Chem. Biol., 2019, 14,
2006-2013.

48 C. C. Clingman, L. M. Deveau, S. A. Hay, R. M. Genga,
S. M. D. Shandilya, F. Massi and S. P. Ryder, eLife, 2014,
2014, 1-26.

. Lal, L. Cerofolini, V. G. D'Agostino, C. Zucal, C. Fuccio,
. Bonomo, E. Dassi, S. Giuntini, D. Di Maio,
. Vishwakarma, R. Preet, S. N. Williams, M. S. Fairlamb,
R. Munk, E. Lehrmann, K. Abdelmohsen, S. R. Elezgarai,

49 P
I
C. Luchinat, E. Novellino, A. Quattrone, E. Biasini,
L

\%

L. Manzoni, M. Gorospe, D. A. Dixon, P. Seneci,

. Marinelli, M. Fragai and A. Provenzani, Nucleic Acids
Res., 2017, 45, 9514-9527.

50 X. Wu, L. Lan, D. M. Wilson, R. T. Marquez, W. C. Tsao,

P. Gao, A. Roy, B. A. Turner, P. McDonald, J. A. Tunge,

S. A. Rogers, D. A. Dixon, J. Aubé and L. Xu, ACS Chem.
Biol., 2015, 10, 1476-1484.

51 N.-C. Meisner, M. Hintersteiner, K. Mueller, R. Bauer,

J.-M. Seifert, H.-U. Naegeli, J. Ottl, L. Oberer, C. Guenat,

Chem. Sci., 2023, 14, 8269-8278 | 8277


http://creativecommons.org/licenses/by/3.0/
http://creativecommons.org/licenses/by/3.0/
https://doi.org/10.1039/d3sc00985h

Open Access Article. Published on 13 July 2023. Downloaded on 5/3/2026 12:37:54 PM.

Thisarticleislicensed under a Creative Commons Attribution 3.0 Unported Licence.

(cc)

Chemical Science

S. Moss, N. Harrer, M. Woisetschlaeger, C. Buehler, V. Uhl
and M. Auer, Nat. Chem. Biol., 2007, 3, 508-515.

52 R. Chatrikhi, C. F. Feeney, M. ]J. Pulvino, G. Alachouzos,
A. J. MacRae, Z. Falls, S. Rai, W. W. Brennessel,
J. L. Jenkins, M. J. Walter, T. A. Graubert, R. Samudrala,
M. S. Jurica, A. J. Frontier and C. L. Kielkopf, Cell Chem.
Biol., 2021, 28, 1145-1157.

53 L. Manzoni, C. Zucal, D. D. Maio, V. G. D'Agostino,
N. Thongon, I. Bonomo, P. Lal, M. Miceli, V. Baj,
M. Brambilla, L. Cerofolini, S. Elezgarai, E. Biasini,
C. Luchinat, E. Novellino, M. Fragai, L. Marinelli,
A. Provenzani and P. Seneci, J. Med. Chem., 2018, 61, 1483—
1498.

54 L. Lan, C. Appelman, A. R. Smith, J. Yu, S. Larsen,
R. T. Marquez, H. Liu, X. Wu, P. Gao, A. Roy,
A. Anbanandam, R. Gowthaman, J. Karanicolas, R. N. De
Guzman, S. Rogers, ]. Aubé, M. Ji, R. S. Cohen,
K. L. Neufeld and L. Xu, Mol. Oncol., 2015, 9, 1406-1420.

55 K. Kaur, X. Wu, J. K. Fields, D. K. Johnson, L. Lan, M. Pratt,
A. D. Somoza, C. C. C. Wang, ]J. Karanicolas, B. R. Oakley,
L. Xu and R. N. D. Guzman, PLoS One, 2017, 12, e0175471.

56 G.Sommer, A. Fedarovich, V. Kota, R. Rodriguez, C. D. Smith
and T. Heise, PLoS One, 2017, 12, €0173246.

57 Z. Wang, A. Bhattacharya and D. N. Ivanov, PLoS One, 2015,
10, e0138780.

58 G. Minuesa, S. K. Albanese, W. Xie, Y. Kazansky, D. Worroll,
A. Chow, A. Schurer, S. M. Park, C. Z. Rotsides, J. Taggart,

8278 | Chem. Sci, 2023, 14, 8269-8278

59

60

61

62

63

64

View Article Online

Edge Article

A. Rizzi, L. N. Naden, T. Chou, S. Gourkanti, D. Cappel,
M. C. Passarelli, L. Fairchild, C. Adura, J. F. Glickman,
J. Schulman, C. Famulare, M. Patel, J. K. Eibl, G. M. Ross,
S. Bhattacharya, D. S. Tan, C. S. Leslie, T. Beuming,
D. J. Patel, Y. Goldgur, J. D. Chodera and M. G. Kharas,
Nat. Commun., 2019, 10, 2691.

J. Nowacki, M. Malenica, S. Schmeing, D. Schiller,
B. Buchmuller, G. Amrahova and P. 't Hart, RNA Biol.,
2023, 20, 85-94.

A. Peier, L. Ge, N. Boyer, J. Frost, R. Duggal, K. Biswas,
S. Edmondson, ]J. D. Hermes, L. Yan, C. Zimprich,
A. Sadruddin, H. Y. K. Kaan, A. Chandramohan,
C. J. Brown, D. Thean, X. E. Lee, T. Y. Yuen, F. ]J. Ferrer-
Gago, C. W. Johannes, D. P. Lane, B. Sherborne,
C. Corona, M. B. Robers, T. K. Sawyer and A. W. Partridge,
ACS Chem. Biol., 2021, 16, 293-309.

J. R. Marks, J. Placone, K. Hristova and W. C. Wimley, J. Am.
Chem. Soc., 2011, 133, 8995-9004.

R. Spellman, M. Llorian and C. W. J. Smith, Mol. Cell, 2007,
27, 420-434.

A. P. Rideau, C. Gooding, P. J. Simpson, T. P. Monie,
M. Lorenz, S. Hiittelmaier, R. H. Singer, S. Matthews,
S. Curry and C. W. ]J. Smith, Nat. Struct. Mol. Biol., 2006,
13, 839-848.

C. Carico, J. Cui, A. Acton and W. J. Placzek, J. Biol. Chem.,
2023, 299, 104778.

© 2023 The Author(s). Published by the Royal Society of Chemistry


http://creativecommons.org/licenses/by/3.0/
http://creativecommons.org/licenses/by/3.0/
https://doi.org/10.1039/d3sc00985h

	Rationally designed stapled peptides allosterically inhibit PTBP1tnqh_x2013RNA-bindingElectronic supplementary information (ESI) available. See DOI: https://doi.org/10.1039/d3sc00985h
	Rationally designed stapled peptides allosterically inhibit PTBP1tnqh_x2013RNA-bindingElectronic supplementary information (ESI) available. See DOI: https://doi.org/10.1039/d3sc00985h
	Rationally designed stapled peptides allosterically inhibit PTBP1tnqh_x2013RNA-bindingElectronic supplementary information (ESI) available. See DOI: https://doi.org/10.1039/d3sc00985h
	Rationally designed stapled peptides allosterically inhibit PTBP1tnqh_x2013RNA-bindingElectronic supplementary information (ESI) available. See DOI: https://doi.org/10.1039/d3sc00985h
	Rationally designed stapled peptides allosterically inhibit PTBP1tnqh_x2013RNA-bindingElectronic supplementary information (ESI) available. See DOI: https://doi.org/10.1039/d3sc00985h
	Rationally designed stapled peptides allosterically inhibit PTBP1tnqh_x2013RNA-bindingElectronic supplementary information (ESI) available. See DOI: https://doi.org/10.1039/d3sc00985h
	Rationally designed stapled peptides allosterically inhibit PTBP1tnqh_x2013RNA-bindingElectronic supplementary information (ESI) available. See DOI: https://doi.org/10.1039/d3sc00985h
	Rationally designed stapled peptides allosterically inhibit PTBP1tnqh_x2013RNA-bindingElectronic supplementary information (ESI) available. See DOI: https://doi.org/10.1039/d3sc00985h
	Rationally designed stapled peptides allosterically inhibit PTBP1tnqh_x2013RNA-bindingElectronic supplementary information (ESI) available. See DOI: https://doi.org/10.1039/d3sc00985h
	Rationally designed stapled peptides allosterically inhibit PTBP1tnqh_x2013RNA-bindingElectronic supplementary information (ESI) available. See DOI: https://doi.org/10.1039/d3sc00985h

	Rationally designed stapled peptides allosterically inhibit PTBP1tnqh_x2013RNA-bindingElectronic supplementary information (ESI) available. See DOI: https://doi.org/10.1039/d3sc00985h
	Rationally designed stapled peptides allosterically inhibit PTBP1tnqh_x2013RNA-bindingElectronic supplementary information (ESI) available. See DOI: https://doi.org/10.1039/d3sc00985h
	Rationally designed stapled peptides allosterically inhibit PTBP1tnqh_x2013RNA-bindingElectronic supplementary information (ESI) available. See DOI: https://doi.org/10.1039/d3sc00985h
	Rationally designed stapled peptides allosterically inhibit PTBP1tnqh_x2013RNA-bindingElectronic supplementary information (ESI) available. See DOI: https://doi.org/10.1039/d3sc00985h
	Rationally designed stapled peptides allosterically inhibit PTBP1tnqh_x2013RNA-bindingElectronic supplementary information (ESI) available. See DOI: https://doi.org/10.1039/d3sc00985h


