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Proteolysis targeting chimeras (PROTACs) represent an emerging class of compounds for innovative
therapeutic application. Their bifunctional nature induces the formation of a ternary complex (target
protein/PROTAC/E3 ligase) which allows target protein ubiquitination and subsequent proteasomal-
dependent degradation. To date, despite great efforts being made to improve their biological efficacy
PROTACs rational design still represents a challenging task, above all for the modulation of their
physicochemical and pharmacokinetics properties. Considering the pivotal role played by the linker
moiety, recently the insertion of a piperazine moiety into the PROTAC linker has been widely used, as
this ring can in principle improve rigidity and increase solubility upon protonation. Nevertheless, the pK,
of the piperazine ring is significantly affected by the chemical groups located nearby, and slight

modifications in the linker could eliminate the desired effect. In the present study, the pK, values of
Received 18th June 2022

Accepted 20th July 2022 a dataset of synthesized small molecule compounds including PROTACs and their precursors have been

evaluated in order to highlight how a fine modulation of piperazine-containing linkers can impact the
protonation state of these molecules or similar heterobifunctional ones. Finally, the possibility of
predicting the trend through in silico approaches was also evaluated.
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Introduction

Proteolysis targeting chimeras (PROTACS) hetero-
bifunctional molecules composed of a warhead capable of
binding with a protein of interest (POI), a second ligand for an
E3 ubiquitin ligase, and a linker to concatenate the two
ligands.*™* Due to this bifunctionality, PROTACs can induce the
formation of a ternary complex composed of the target protein,
the PROTAC, and the E3 ligase, allowing the E2 ubiquitin-
conjugating enzyme to transfer ubiquitin to the surface of the
target protein and activating its successive proteasomal-
dependent degradation.™* During the design of a PROTAC
molecule, besides the two protein-binding ligands, the choice of
the linker is crucial.>® Indeed, it influences the distance

between the POI and E3 ligase and the geometry of the POI-
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PROTAC-E3 ternary complex, thus affecting the degradation
efficacy. Both the length and composition of the linker are
critically important for the formation of a productive ternary
complex, degradation activity, and target selectivity.” Moreover,
as commonly observed also in other chimeric compounds®
(including antibody-drug conjugates (ADC),*** dual-inhibitors,
and molecular glues'**), the linker has a significant impact on
the overall physicochemical properties of the PROTAC mole-
cule, which in turn affect its pharmacokinetic (PK) profile.*”
Several advantages of PROTAC technology over traditional
protein inhibition were highlighted, including the catalytic
mechanism (once degradation occurs, the PROTAC molecule
can bind to a new target molecule) and the ability to bind targets
considered “undruggable” with classical small molecule
inhibitors, just to mention a few.'*"” Therefore, PROTACs have
opened the way to a new therapeutic modality and nowadays
PROTACSs rational design represents a novel challenging task.
On one hand PROTACs design still requires new in silico
methods to predict the ternary complex formation and thus to
identify the optimal length and nature of the linker.'®* On the
other hand, it is now generally assumed that classical strategies
exploited so far for molecular design and hit-to-lead optimiza-
tion applied to traditional small molecules to improve
bioavailability and absorption, distribution, metabolism, and
excretion (ADME) properties cannot be applied tout-court to
PROTACs. Indeed, PROTACs are characterized by a high
molecular weight (600-1900 Da) and high topological polar

© 2022 The Author(s). Published by the Royal Society of Chemistry
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surface area (TPSA) (100-400) (data based on PROTAC-DB
collection, accessed February 2022),° making their delivery
and bioavailability the most significant hurdles to overcome on
the way to the clinic.** Since PROTACs' chemical space lies
beyond the classical Lipinski ‘Rule of 5’ space, efforts have been
recently devoted to better characterize this new chemical class
not only in terms of their biological activity but also for physi-
cochemical and ADME properties.”**° To date, although a large
collection of PROTACs are available,*** their physicochemical
properties are generally only calculated values; however, for
Log P values it has been already demonstrated that in the case
of PROTACSs the calculated values can be very different from the
experimental ones,*® possibly due to the fact that in silico tools
have been usually trained with the chemical space of traditional
small molecules.*

Despite the increasing interest on PROTACs PK properties,
we noticed that to date the experimental determination of the
ionization constant (pK,) of PROTACs was reported on just one
paper and for a small dataset of degraders.>® As known, the
protonation state of a molecule is pivotal for pharmaceutical
and medicinal research since it influences a large number of
properties (pH-dependent solubility, lipophilicity, permeability,
and stability) that in turn has a significant impact on ADME.?***
Despite the hetero-bifunctional nature of PROTACs implies that
ionizable centers can be present in each of the three moieties
(POI ligand, linker and E3 ligase ligand), we were intrigued by
noticing that a general growing trend to improve PROTACs
solubility is now to act on the linker by introducing saturated
heterocycles bearing a basic center, such as piperidine or
piperazine rings, which belong to the classification of rigid
linkers used for PROTACs design (Fig. 1).>** While the inser-
tion of a piperidine or a piperazine in the PROTAC linker has
been associated to a potential improved activity due to the
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increased rigidity,® another natural effect relies in the insertion
of a protonable amino group. Therefore, piperazine containing
linkers present the advantage of potentially favoring solubility.
However, according to the open-access database collecting
PROTACS information (PROTAC-DB) (Fig. 1), these heterocycles
are variably connected to the additional part of the linker
moiety, and it is well known that the pK, of an acid or a basic
center in a molecule is strongly affected by neighboring
groups.32,36,37

In this study, we aimed on shed light on how the protonation
state of piperazine moieties used in PROTACs's linkers can be
modulated by the structural environment, as Morgenthaler
et al. have already provided examples that neighboring groups
of nitrogen-containing functional groups can significantly affect
the pK,.** In other words, in this study we desired to answer the
following question: to which extent can one modulate the
protonation state of a piperazine by modifying the length, the
nature, and the anchoring groups in a PROTAC's linker? For
this purpose, we designed, collected and synthesized a focused
set of piperazine-decorated PROTAC derivatives or precursors,
and their pK, were experimentally measured. Our observations
led to the definition of general trends that could be easily
applied and exploited in PROTACs design and optimization as
well as in the development of different heterobifunctional
compounds, such as molecular glues, ADC, and dual-inhibitors
among others.

Results and discussion
Design of a set of piperazine-containing PROTACs and ligands

In this study, we collected 11 piperazine-containing PROTACs
based on four different POI ligands (Fig. 2): the casein kinase 2
(CK2) inhibitor silmitasertib (CX4945),*® the bromodomain and

most common piperazine-containing motifs
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Fig. 1 Classification of most common linkers used in PROTAC design based on available structures deposited in PROTAC-DB3* collection
accessed on Feb 2022 (left panel) and overview of piperazine-containing motifs used among rigid linkers (right panel). Percentages below
piperazine structures indicate their relative abundance on the total on 2258 PROTACs collected in PROTAC-DB database.

© 2022 The Author(s). Published by the Royal Society of Chemistry

RSC Adv, 2022, 12, 21968-21977 | 21969


http://creativecommons.org/licenses/by-nc/3.0/
http://creativecommons.org/licenses/by-nc/3.0/
https://doi.org/10.1039/d2ra03761k

Open Access Article. Published on 09 August 2022. Downloaded on 3/27/2026 4:01:20 PM.

RSC Advances

=N,
N
s._N/" 0 ><
oI Vo s
—N(S)
=
/@\ X l
Cl N™ °N
H
Cl
JQ1 silmitasertib

NH

WO 0
;Nf-“‘/(N ®
Ho'® "
S
[ »
VHL ligand moiety N
Fig. 2 Chemical structures of PROTACs warheads used in this work.

extra-terminal (BET) inhibitor JQ1,* the FDA-approved
poly(ADP-ribose) polymerase (PARP) inhibitor olaparib,*® and
the nonsteroidal anti-inflammatory drug indomethacin. Con-
cerning the ligand for E3 ligase, a binder for von Hippel-Lindau
(VHL) E3 ligase was selected (Fig. 2) for all PROTACs except for
one compound, in which a cereblon (CRBN) ligase binding
moiety was used instead. For each POI ligand series, different
piperazine-containing linkers among those most commonly
used (as summarized in Fig. 1) were investigated and derivative
molecules (PROTAC-1/11, Table S11) were synthesized to eval-
uate the effect of chemical environment on the pK,. In addition,
as proposed/hypothesized by Cantrill et al. assuming that the
pK, values of fragments of entire molecules containing the
same ionizable moieties remained unchanged,** precursor
molecules constating of POI warheads widely decorated with
piperazine-containing  motifs also  synthesized
(compounds 1-17, Table S2t) and tested for comparative and
exploration purposes.
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Chemical synthesis

The majority of PROTACs and their precursors used in the
present study were synthesized following the general synthetic

POI o
N N-R ligand N
e Y
a N
POI o R

ligand OH \
0O
HoN POI /<

N—N/_\N-R li d
N igan HN-()
N

Scheme 1 Reagents and conditions: (a) HATU, DIPEA, dry DMF, rt.
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route showed in Scheme 1. In particular, the four different POI
ligands, which have a carboxylic acid group, were coupled by
amidation reaction with the appropriated piperazine derivatives
or the VHL ligand properly functionalized with piperazine-
containing linkers in presence of 1-[bis(dimethylamino)methy-
lene]-1H-1,2,3-triazolo[4,5-b]pyridinium 3-oxid hexa-
fluorophosphate (HATU) as coupling reagent and N,N-
diisopropylethylamine (DIPEA) at room temperature in dime-
thylformamide (DMF). For the details of synthetic preparation
of all PROTACs (PROTAC-1/11), precursors (compounds 1-17),
and the required intermediates see ESL.}

Experimental pK, exploration

The pK, values presented herein were all determined using
Sirius T3 platform (see Experimental section).

First, the pK, values of piperazine and a small set of common
substituted piperazines was measured and obtained values
displayed a good match with literature ones when available
(Table 1). This preliminary analysis represented a starting point
to summarize a number of known chemical effects that
modulate piperazine basicity. In particular, the methylation of
one or both piperazine nitrogens (1-methylpiperazine and 1,4-

R = CHs, CH,C=CH, CH,Ph, CH,C(O)CHa, (CHp),C(0)CH3,
CH,C(O)OCH,CH3 (CH2)2C(O)CHs, (CH,)sC(O)CH3,
(CH2)4C(0)OCHs, (CH,)sC(O)OCH; (CHoCH,0)H,
CH,C(O)VHL, (CH,),C(O)VHL,

n=23;
R = C(O)(CH2)2C(O)OCH;, C(O)(CH,)2C(O)VHL,
(CHy)3sNHC(O)(CH2),C(O)VHL

)

R
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Table 1 pK, values of common substituted piperazines
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Compound Structure Experimental pK,” R? Literature pK, Reference % protonation state at pH = 7.5”

Piperazine w 9.67 &+ 0.05 0.9944 9.73 £ 0.02 Khalili et al.** P: 98.48
5.44 + 0.03 0.9901 5.35 + 0.04 DP: 0.86

NI: 0.67

1-Methylpiperazine e 9.16 + 0.00 1.0000 9.14 + 0.03 Khalili et al.* P: 97.55
5.01 £ 0.02 0.9995 4.63 + 0.03 DP: 2.13

NI: 0.32

1-Ethylpiperazine W 9.15 £ 0.02 0.9988 9.20 £+ 0.02 Khalili et al.*? P: 97.48
5.04 £ 0.03 0.9983 4.76 + 0.04 DP: 2.18

NI: 0.34

1,4-Dimethylpiperazine N 8.06 £ 0.01 0.9997 8.38 &+ 0.01 Khalili et al.* P: 78.38
- 4.06 + 0.09 0.9846 3.81 + 0.03 DP: 0.02
NI: 21.59

1-Acetyl-piperazine WO 8.05 + 0.02 0.9989 7.9 Morgenthaler et al.>*  P: 78.01
’ NI: 21.99

1-Acetyl-4-methylpiperazine (O 7.06 £ 0.00 1.0000 — — P: 26.64
’ NI: 73.36

“ Mean + standard deviation of no. 3 experiments. ? P: single protonation state, DP: double protonation state; NI: not-ionized state.

dimethylpiperazine, respectively; going from secondary to
tertiary amino groups) reduces the measured highest pK, value,
with ApK, of 0.5 or 1.6, respectively, according to our in-house
data. Therefore, since piperazines used in PROTACs linkers
must be di-alkylated and not monoalkylated by nature, one
could consider that the real reference pK, associated to the most
basic center for linkers bearing disubstituted piperazines is
about 8 (corresponding to 1,4-dimethylpiperazine). Indeed,
elongating the aliphatic chain should have limited effect, also
supported by the almost identical pK, values for 1-methyl-
piperazine and 1-ethylpiperazine (Table 1). In terms of
percentage of protonated species, the alkylation of the nitrogen
atoms in the piperazine ring drops this value from =98.5% to
=~78% at pH = 7.5. In addition, as shown in Fig. 1, the piper-
azine ring in PROTACs linkers is in some cases embedded by
one or two amide bonds to the additional linker moiety or to the
PROTAC warhead. Recently, we showed as linking a piperazine
ring by an amide bond might be also a good strategy to improve
metabolic stability, as it prevents N-dealkylation reactions.*
Thus, considering 1-acetyl-4-methylpiperazine as reference, it is
noteworthy that the acetylation of one nitrogen atom not only
leads to measuring only a single pK, value (associated with the
only basic center in the ring) but also reduces the measured pkK,
value up to 7.06, due to its electron-withdrawing character. As
a result, for 1-acetyl-4-methylpiperazine the neutral form results
the most abundant species (73.4%) at pH 7.5. Although for the
pK, of 1-acetyl-4-methylpiperazine we could not find a confir-
mation by literature comparison, the measured value well
correlates with further data reported in Table 1. In addition, for
both pairs 1-methylpiperazine/1,4-dimethylpiperazine and 1-
acetylpiperazine/1-acetyl-4-methylpiperazine methylation of the
piperazine nitrogen lowered pK, value with the same ApK, of 1.
This known physicochemical modulation of basic piperazines
can be an important task to be considered also in the design
and selection of PROTACs linkers.

© 2022 The Author(s). Published by the Royal Society of Chemistry

After having defined and discussed the modulation of pK, in
reference substituted piperazines (Table 1), we measured the
pK, for a total of 28 compounds, including 17 precursors
(Table 2) and 11 PROTACs (Table 3). The reason for testing
precursors bearing piperazine-containing linker moieties was to
better evaluate the effect of neighbor groups on pK, from the
simplest molecules to the final PROTACs. The experimental
evaluation of pK, values of the piperazine-containing
compounds analyzed in the present work (Tables 2 and 3) led
to achieve interesting insights.

First, to gradually evaluate the increase in structure
complexity, compounds containing carbonyl-piperazine-alkyl
moiety were first synthesized by linking variably N-substituted
piperazine rings to four POI ligands through an amide linkage
(compounds 1-7, Table 2). As it could be hypothesized, we
confirmed that the POI ligand plays a neglected role on pK,
modulation, with measured pK, values (6.77-7.14) very similar
to the one of 1-acetyl-4-methylpiperazine (7.06) when the
second nitrogen is substituted with a methyl group (compounds
1-4). Among them, compound 3 displayed a slight lower pk,
value (6.77), possibly due to the fluorine atom nearby the amide
bond. Since we are discussing protonation states at physiolog-
ical pH of 7.5, even minor changes of pK, induce a significant
effect in the % of the protonation state, as shown in Table 2 for
compounds 1-4. When the methyl group is replaced by an
electron-withdrawing groups as neighbors of the basic nitrogen
in the carbonyl-piperazine-alkyl moiety, the pK, significantly
decreases, with the alkyne moiety reducing pK, of about 2 units
(4.91 and 4.48, compounds 5 and 6, respectively). In the case of
a benzyl group instead (compound 7), the pK, results to be
slightly higher compared with substitution with the alkyne
moiety. The lowering effects observed for compounds 5-7 rep-
resented an important point, as when click chemistry is applied
on the alkyne moiety to build an aromatic triazole ring next to
the piperazine-containing linker, the final triazole ring was

RSC Adv, 2022, 12, 21968-21977 | 21971
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Table 2 Experimental pKj, values of piperazine-containing PROTACs precursors
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Structure Compound R, Experimental pK, (R*)* % protonation state at pH = 7.5”
e 1 A 2.03 £ 0.18 (0.76) NIL: 74.41
6.94 + 0.08 (0.99) P: 21.59
“ 2 B 7.14 £ 0.02 (0.99) NI: 69.61
P: 30.39
“ 3 C 6.77 + 0.01 (1.00) NI: 84.30
P: 15.70
“ 4 D 6.93 + 0.03 (0.99) NI: 78.79
P: 21.20
.y NI: 99.74
e 5 B 4.91 + 0.14 (0.97) P 0.26
“ 6 C 4.48 + 0.06 (1.00) NI: 99.90
P: 0.01
NI: 97.07
}Op 7 C 5.98 4 0.01 (1.00) P: 2.93
S s 2.70 £ 0.19 (0.89) NI: 99.71
R 4.97 + 0.03 (0.99) P: 0.29
“ 9 5.35 4 0.04 (0.99) NI: 96.17
P: 3.83
o NI: 99.9
o NﬁN}oﬁ
3O 10 D 4.50 + 0.06 (0.99) P 0.01
NI: 91.46
YO A 11 6.47 % 0.02 (0.99) b 8.54
“ 12 D 5.98 4 0.05 (0.99) NI: 97.07
P: 2.93
o NI: 84.90
°>_NCN_/—>¥ 13 D 6.75 £ 0.03 (0.99) P: 15.09
o NI: 72.91
e At 14 D 7.07 £ 0.05 (0.99) P: 27.09
Ry
o NI: 55.16
e o 15 D 7.41 £ 0.08 (0.99) P: 44.84
oy NI: 98.73
" INCN{> 16 D 5.61 £ 0.00 (1.00) P:1.27
o NI: 84.90
:yNCNIO 17 D P: 15.10

6.75 + 0.14 (0.97)

“ Mean =+ standard deviation of no. 3 experiments. ? NI: not-ionized state; P: single protonation state, DP: double protonation state.

expected to hamper the protonation of the piperazine. To
confirm the lowering effect on the piperazine's pK, also in
PROTAC molecules in the presence of a neighbor triazole ring,
PROTAC-1 and PROTAC-2 were tested (Table 3), and a good
agreement with compounds 5-7 was found (99.39/99.58% and
97.07-99.90% deprotonation state at pH = 7.5, respectively).
Alternatively to click chemistry, PROTACs synthesis often
implies the use of a second amide linkage to connect the linker
to the E3 ligase ligand (Fig. 1). Since the linker length is pivotal
for the formation of an efficient ternary complex and for
modulation of activity, a linear aliphatic chain can be used to
tailor the second amide group at variable distance from the

21972 | RSC Adv,, 2022, 12, 21968-21977

piperazine. But how does this distance affect the pK, of piper-
azine? To answer this question, precursors generated by
combining the four POI ligands with piperazines containing
a carbonyl group located from 1 to 6 methylene units of distance
were synthesized through amidation reaction, and their exper-
imental pK, values were compared with the corresponding
PROTAC molecules (compounds 8-15 vs. PROTACs 3/4/5/6 in
Tables 2 and 3, respectively). To facilitate the trend analysis,
Fig. 3 graphically shows the pK, values for each compound of
the series (precursors and whole PROTACs) as well as the
average pK, value according to the methylene numbers and the
ApK, value associated with each methylene insertion. Again,

© 2022 The Author(s). Published by the Royal Society of Chemistry
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Table 3 Experimental pKj, values of piperazine-containing PROTACs
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Structure Compound Ry R, Experimental pK, (R*)* % protonation state at pH = 7.5”
A NI: 99.39
N v PROTAC-1 B 5.29 =+ 0.03 (0.99) P: 0.62
—N, N
PROTAC-2 C “ 3.22 + 0.07 (1.00) NI: 99.58
5.12 = 0.01 (1.00) P: 0.41
o 2.32 + 0.03 (0.98) NI: 99.89
o/ YR PROTAC-3 B “
O 4.53 + 0.08 (0.99) P: 0.11
PROTAC-4 D “ 5.36 + 0.19 (0.98) NI: 99.28
P: 0.72
. 2.51 £ 0.20 (0.80) NI: 96.17
o PROTAC-5 B “
O C 6.10 = 0.06 (0.99) P: 3.83
PROTAC-6 D “ 2.26 £ 0.02 (0.98) NI: 98.33
5.73 = 0.04 (0.99) P: 1.77
Q 2.56 £ 0.07 (0.92) NI: 97.66
f@NH PROTAC-7 D “ 5.88 =+ 0.13 (0.97) P: 2.34
R o
3.94 £ 0.00 (1.00) NI: 32.86
R 7.81 4+ 0.04 (0.99 P: 67.11
ety PROTAC-8 D (0.99) pomll
PROTAC-9 B 4.69 £ 0.14 (0.98) NI: 24.85
7.98 & 0.03 (0.99) P: 75.04
DP: 0.11
s e 2.74 + 0.12 (0.96) NI: 94.44
Q o ok :
O PROTAC-10 D Ty 6.27 + 0.04 (0.99) P: 5.56
x
S, o 3.19 £ 0.11 (0.94) NI: 51.72
) /_\fo/_/ PROTAC-11 D ﬁ“bx 7.47 £ 0.09 (0.97) P: 48.27
8 O p DP: 0.0023

“ Mean = standard deviation of no. 3 experiments. ? NI: not-ionized state; P: single protonation state, DP: double protonation state.

precursors and PROTAC molecules behave similarly in terms of
measured pK, (compare compound 9 with and PROTAC-4,
compound 11 with and PROTAC-5, compound 12 with and
PROTAC-6, Fig. 3a), indicating that in case of low solubility of
PROTACSs the effect of the linker to the final pK, can be easily
estimated by eventually measuring intermediates or smaller
analogues. In addition, Fig. 3b indicates that basicity of the
piperazine nitrogen reach a maximum when the second
carbonyl group is located at least at three methylene units of
distance (compound 13). For longer aliphatic chains, the gain of
basicity is very low, while the increased hydrophobicity could
further reduce the solubility of the compound. These pK, vari-
ations are associated with a significant change in the proton-
ation state of the molecules at physiological pH. For example,
for compounds 8-15 in Table 2, the calculated percentage of the
ionization form at pH 7.5 range from 0% to almost 45%. As an
example, by observing the behavior for compounds 10, 14 and
15, which are three small molecules in our dataset in which the
linker is attached to the same indomethacin warhead and
characterized by the presence of one, four or six methylene
units, respectively, the percentage of protonated form at pH =

© 2022 The Author(s). Published by the Royal Society of Chemistry

7.5 goes from 0.01% for compound 10 to 27% and 44.8% for 14
and 15. As expected, when the number of methylene units is
kept and the carbonyl group belongs to an inverted amide
moiety, the resulting pK, variation is practically identical. In
particular, this is observed in compound 16 and PROTAC-7
(5.61 and 5.88, respectively) compared to compound 12 and
PROTAC-6 (5.98 and 5.73, respectively).

Interestingly, an optimal linker in terms of maximizing the
piperazine basicity could be the one used in PROTAC-8 and
PROTAC-9 entailing an alkyl-piperazine-alkyl moiety, reaching
measured pK, values for the most basic center of 7.81 and 7.98,
respectively, and about 70% of protonated species at physio-
logical pH.

Finally, the use of PEG moieties linked to the piperazine was
also analyzed. In particular, compound 17 and PROTAC-10 were
characterized by a carbonyl-piperazine-PEG moiety. By
comparing the pK, for these compounds (6.75 and 6.27,
respectively) with those for compounds 11, 12, PROTAC-5 and
PROTAC-6 (in the range 5.62-6.10), it can be highlighted that
the oxygen of the ether function, naturally positioned at two
methylene units from the basic nitrogen of the piperazine, is

RSC Adv, 2022, 12, 21968-21977 | 21973
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Fig. 3 Effect of linear aliphatic chain elongation in the carbonyl-piperazine—(methylene),—carbonyl moiety series. (a) pK, values for the
compounds of this series, with bar colour describing the number of methylene units which separates the piperazine nitrogen from the second
carbonyl group (pale green: 1 CH,; green: 2 CH,; dark green: 3 CH,; brown: 4 CH,, grey: 6 CH,). (b) Average pK, bars and line describing the ApK,

behaviour by increasing the number of methylene units.

less effective than acetyl/amide group in lowering the pK,. To
note, similarly to the alkyl-piperazine-alkyl moiety of PROTAC-8
and PROTAC-9, a good option could be to include an alkyl-
piperazine-PEG moiety as in PROTAC-11, in which one of the two
nitrogen atoms in the piperazine is connected to a PEG linker,
while the other is located two methylene units far from an
amide group. Indeed, in this case, the latter nitrogen will be the
most basic and thus will be protonated; as a result, while in
PROTAC-10 the percentage of positively charged species was
about 5% at pH = 7.5, in PROTAC-11 it increases up to
about 48%.

In silico prediction of pK, values for piperazine derivatives

Experimental pK, determination is routinely performed in drug
discovery phase. However, in drug design compounds

21974 | RSC Adv, 2022, 12, 21968-21977

properties can be only predicted. Empirical, semi-empirical,
quantum chemical approaches are currently available,>*~
with the first ones being the most used due to their high speed.
Since PROTACs design is a critical step in PROTAC technology
development, we wanted to evaluate whether the MoKa software
could be efficiently used to predict the effect of slight changes in
piperazine decorations on pK,. Indeed, MoKa (Molecular
Discovery, Ltd., UK)*****" is a quantitative structure/property
relationship (QSPR) approach for pK, prediction, which was
developed before PROTACs era, and therefore mainly trained
with classical small molecules. Observing the plot of predicted
vs. experimental pK, values (Fig. 4), Moka similarly estimated
PK, values for the most basic centre of piperazine rings both for
small molecules or precursors (black points) as well as for
PROTACsS (red point). The coefficient of determination (R*) for
the simple linear regression was 0.88, mostly due to PROTAC-4

© 2022 The Author(s). Published by the Royal Society of Chemistry
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Fig. 4 Plot of predicted vs. experimental pK, values. Black points
represent small molecules or PROTAC intermediates, while red points
represent PROTACs. The simple linear regression was calculated with
GraphPad Prism 8.4.3, according to the following equation: y =
0.8968x + 0.9107.

that is out of the model. Indeed, excluding this point, R
becomes 0.93, in line with the general behavior of the most
performing pK, prediction software when validated on small
molecules. Therefore, despite prior evidences of the unreliable
Log P prediction for PROTACs,* the pK, prediction of
piperazine-containing PROTACs with MoKa could find appli-
cation in PROTAC design.

Conclusions

The understanding of PROTACs molecular properties is pivotal
for their optimization. Despite pK, is known to be a key physi-
cochemical property with a strong influence on several ADME
related properties such as solubility, permeability, and meta-
bolic stability the recent use of piperazine-containing linker has
been not explored for its effect on the protonation state of
PROTAC molecules. Our study on a dataset of small-molecules,
PROTAC intermediates and PROTACs led us to make some
considerations to rapidly guide the linker optimization to
modulate piperazine basicity. Noteworthy, in this study we
intentionally focus on PROTAC molecules and their precursors
but many observations related to the effect of piperazine-
containing linkers can be beneficial also for the design and
optimization of other kind of heterobifunctional compounds
e.g., lysosome-targeting chimera LYTAC, autophagy-targeting
chimera AUTAC, RIBOTAC," molecular glues,"**® and anti-
body-drug conjugates,®> among others.

First, to answer our original question we proved that the
basicity of piperazine in PROTAC linker can significantly vary,
with pK, values ranging from 4.5 to 8, depending on the linker
design. As a result, changes in protonation state highly affected
the percentage of protonated species for our dataset, ranging
from 0.1 to 75%. Therefore, a large attention should be devoted
to modulating the neighbour chemical groups to optimize pK,
to the desired value.

The link of piperazine through an amide bond lowers the pK,
value of 1 unit compared to 1,4-dimethylpiperazine, while using

© 2022 The Author(s). Published by the Royal Society of Chemistry
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a click chemistry approach the formed triazole ring decreases
pK, of almost 3 pK, units. Therefore, the latter strategy of linker
synthesis should be avoided when piperazine is added to
increase solubility by protonation.

The elongation of the aliphatic chain bound to the pipera-
zine in compounds 8-15 and PROTACs 3/4/5/6 has highlighted
that the detrimental effect on pK, of a carbonyl moiety, usually
needed to join the linker to one of the ligands, can be drastically
reduced when four or more methylene units separate it from the
basic nitrogen of piperazine. Another strategy exploited to
increase PROTAC solubility is the use of PEG linkers. We proved
that the oxygen of the ether function is less effective than acetyl/
amide group in lowering the pK, and a combination of piper-
azine + PEG linkers could be a good strategy to have a more
polar and partially protonated compound. Among all the
representative piperazine-containing linker moieties studied in
this work, the alkyl-piperazine-alkyl moiety in PROTAC-8 and
PROTAC-9 stood out as the best one in maximizing the piper-
azine basicity, permitting to reach high protonation of
compounds at physiological pH. Finally, contrarily to what re-
ported for Log P, whose in silico prediction for PROTACs were
considered not reliable, our test with the MoKa software showed
that pK, prediction for piperazines embedded in PROTACs
structure is efficient, and can be used for drug design purposes.
This study centred on the physicochemical properties of PRO-
TACs bearing piperazine-containing linkers could represent the
first step for future studies on interpreting PROTACs PK at
a molecular level.

Experimental
Chemistry

The experimental procedures and characterization of the
precursors and PROTACs tested in this work are reported in
the ESL{

General methodology for pK, determination

Calculations of predicted pK, values were done using Marvin
(Tables S1 and S27 in ESIY). [Calculator plugins were used for
structure property prediction and calculation, Marvin v20.11,
2020, ChemAxon (https://www.chemaxon.com)]. Experimental
measurements of pK, values were performed using the
SiriusT3 platform (Pion Inc. Ltd., Forest Row, East Sussex,
UK), applying a potentiometric acid-base titration.** All
experiments were designed using the Sirius T3 Control
software (Sirius T3 v1.1.3.0, Pion Inc. Ltd., Forest Row, East
Sussex, UK), setting the volume of the stock solution,
molecular weight, number of expected pK, and their predicted
values. Considering the basic nature of the compounds, the
titration mode was carried out starting from pH 2 to 12.
During the dissolution stage, each compound was solubilized
in Ionic Strength Adjusted water (ISA Water, KCI 0.15 M). In
order to prevent kinetic solubility issue, the molecules were
dissolved in 100% DMSO, reaching a final concentration of
30 mM and using 70 pL of organic solutions in each titration.
The experiments were carried out in triplicate using an

RSC Adv, 2022, 12, 21968-21977 | 21975
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organic cosolvent, methanol, in different ratios (50%, 40%, and
30% of methanol in ISA water). Since the presence of a different
solvent modifies the dielectric constant of water, the pK, at 0%
of cosolvent is obtained applying the Yasuda-Shedlovsky (YS)
method of extrapolation to zero.*® The R* value was used to
evaluate the accuracy of the assay with the cosolvent, and
results were considered with acceptable accuracy if R* value =
0.9. Three compounds (1, 8, and PROTAC-5) showed one
experimental pK, close to 2, yielding a R* < 0.9. The low
accuracy of these experiments is ascribed to their closeness of
these acidic pK, values to the lower detection limit of the
instrument.
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