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Abstract: For several decades, natural products have been widely researched and their native
scaffolds are the basis for the design and synthesis of new potential therapeutic agents. Betulin is an
interesting biologically attractive natural parent molecule with a high safety profile and can easily
undergo a variety of structural modifications. Herein, we describe the synthesis of new molecular
hybrids of betulin via covalent linkage with an alkyltriphenylphosphonium moiety. The proposed
strategy enables the preparation of semi-synthetic derivatives (28-TPP® BN and 3,28-bisTPP® BN)
from betulin through simple transformations in high yields. The obtained results showed that the
presence of a lipophilic cation improved the solubility of the tested analogs compared to betulin, and
increased their cytotoxicity. Among the triphenylphosphonium derivatives tested, analogs 7a (ICsq
of 5.56 uM) and 7b (ICsg of 5.77 uM) demonstrated the highest cytotoxicity against the colorectal
carcinoma cell line (HCT 116). TPP®-conjugates with betulin showed antimicrobial properties
against Gram-positive reference Staphylococcus aureus ATCC 25923 and Staphylococcus epidermidis
ATCC 12228 bacteria, at a 200 uM concentration in water. Hence, the conjugation of betulin’s parent
backbone with a triphenylphosphonium moiety promotes transport through the hydrophobic barriers
of the mitochondrial membrane, making it a promising strategy to improve the bioavailability of
natural substances.

Keywords: betulin; triphenylphosphonium cation; anticancer; antibacterial activity

1. Introduction

Advancements in medical science have allowed for the treatment of a wide range of
diseases, however, many disorders lack necessary pharmaceuticals. The high systemic
toxicity of medicinal preparations and increasing resistance of tumor cells to a significant
number of drugs often limits anticancer therapy success. According to World Health
Organization (WHO) reports, cancerous diseases are one of the biggest problems of modern
medicine and are one of the main causes of death in the world in the 21st century [1].
Therefore, drug design is an important issue in modern medicinal chemistry. Despite
many innovative tools that allow for the development of extremely advanced methods
of treatment, many therapies are still based on active substances of natural origin. These
substances act as basic structures that can be subjected to various chemical modifications in
order to improve their physicochemical and pharmacokinetic properties.
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For several decades, natural products (NPs) have been widely researched in terms of
searching for new drugs. It is NPs that are an invaluable source of native scaffolds, which
are the basis for the design and development of new potential therapeutic agents. Naturally
occurring pentacyclic lupane-type triterpenoids have attracted a lot of attention including
betulin (BN, 3-lup-20(29)-ene-3,28-diol), which is one of the most available terpenoids in
the plant kingdom. BN is a cheap, easily accessible natural active substance that can be
readily extracted from the bark of several species of trees, especially white birch (Betula
pubescens) [2,3]. Due to the presence of simply transformable functional groups in its
skeleton (including C3-OH, C?8-OH), BN has high synthetic potential for numerous semi-
synthetic derivatives. BN is an interesting example of a biologically attractive natural parent
molecule with a high safety profile and the possibility of making a variety of structural
modifications (Figure 1) [3-5].
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GROUP
3 ACETYLENIC
CARBOXYACYL GROUP
GROUP
ACETYLENIC
GROUP
Figure 1. The selected modifications of the BN skeleton at positions C-3 and C-28 [3-5].

The multidirectional biological activity of natural BN has been confirmed by numerous
research articles. Additionally, the reported derivatives of BN have shown a broad spectrum
of bio-activity in terms of anticancer [4,6-10], antimalarial activity [11], antibacterial [12-14],
antiviral [4,15-17], anti-inflammatory [18,19], or hepatoprotective properties [3]. Moreover,
BN has a positive effect on the treatment of atopic dermatitis [20]. However, despite the
abundance of BN, well-developed isolation methods from plant material as well as many
studies confirming its very good biological properties, its use as a potential therapeutic
agent is limited due to its low bioavailability, high hydrophobicity, and insufficient intracel-
lular accumulation. The pentacyclic molecule and hydrophobic nature of the skeleton of
BN hinders its ability to reach the target in vivo and obtain the desired therapeutic effect in
acceptable therapeutic doses [21].

One of the most promising strategies for the design and synthesis of effective thera-
peutic agents is the conjugation of a native skeleton (e.g., BN) with triphenylphosphonium
cation (TPP?) of low molecular weight, which promotes accumulation inside the cell’s mi-
tochondria. Furthermore, the presence of the TPP? group in a molecular hybrid improves
the pharmacokinetic properties including solubility, bioavailability, and intermembrane
transport as well as selectivity in targeting drugs for a specific purpose. The high lipophilic-
ity and large ionic radius of TPP? effectively reduce the activation energy required for
membrane passage. The presence of a delocalized lipophilic cation can accelerate the
transport of biologically active molecules across the mitochondrial membrane [22]. Stud-
ies have shown that, in contrast to other cellular organelles, mitochondria have a high
negative transmembrane potential (Alm). This potential is much higher for tumor cells,
providing an opportunity for the selective delivery and accumulation of anticancer agents
in mitochondria-targeted therapies [21-24].

Thus, the TPP® moiety not only affects the physical properties, but also the mechanism
of action of a potential drug. In addition, it increases the selectivity, which often reduces
the drug dose, and in turn diminishes the harmful side effects [24,25]. Therefore, research
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into mitochondria-targeted anticancer drugs is an attractive prospect [24-28]. The strategy
of modification of the native skeleton via conjugating with the TPP® group has been used
successfully for anticancer drugs such as doxorubicin [29], cisplatin [26], chlorambucil [30],
metformin [31], and tamoxifen [32] because it facilitates their transport and selective
accumulation in cancer cells (Figure 2).
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Figure 2. Examples of the TPP®-conjugated compounds [24,26,29-35].

Mitochondria play a vital role in a wide range of physiological and pathological
processes. They are the main source of reactive oxygen species, and at the same time, are
particularly susceptible to oxidative damage, contributing to the development of many
diseases. Due to their functions, mitochondria may be an important molecular target for
anticancer drugs as well as in the treatment of cardiovascular diseases or neurodegenerative
diseases (e.g., Alzheimer’s disease or Parkinson’s disease) [36]. Non-targeted antioxidant
therapeutics show low effectiveness, therefore, attempts have been made to modify them
to increase the drug accumulation in the mitochondrial matrix. For example, Mito-Q10,
(coenzyme Q10) has been described as a potential agent for the treatment of sepsis or
Parkinson’s disease (Figure 2) [24,36].

A relatively novel group of potential mitocans (acronym derived from the terms mi-
tochondria and cancer) is conjugates of pentacyclic lupane-type triterpenoids including
BN or betulinic acid (BA) with the lipophilic cation TPP® [28]. Spivak et al. [21,28,37-39],
Tsepaeva et al. [23,40,41], Ye et al. [42], and Xu et al. [43] reported the preparation of BA or
BN conjugates, in which one or two TPP® moieties were linked to the triterpenoid skeleton
at positions C-2, C-3, C-28, or C-30 by the carbon—carbon or ester bonds, as shown in
Figures 3 and 4. The cytotoxic effect of these TPP¥-analogs against various types of tumor
cells toward Schistosoma Mansoni and antibacterial activity was analyzed [21,23,28,37-44].
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Figure 3. The chemical structures of the TPP®-conjugated with BA.

In the library of known triphenylphosphonium derivatives of pentacyclic lupane-type
triterpenoids, betulinic acid derivatives definitely dominate (TPP®-conjugated with BA,
about 30 compounds, Figure 3). Both BN and BA are common in the plant kingdom,
especially in the outer layer of the birch bark (Betulaceae, Betula, Betula pendula). However,
BN is considerably more available (BN content was up to 34%, and BA was only 0.3% of
dry weight [6]), which may be an advantage in terms of the economic analysis of methods
in obtaining potential therapeutic agents.
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Figure 4. The chemical structures of the TPP®-conjugated with BN.

Although BN derivatives have been extensively explored, to date, no structures have
demonstrated the desired biological properties at a satisfactory dosage that would allow
them to be used as drugs. The aim of the presented study was to evaluate the relationships
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between the biological effects and the structure of the new triphenylphosphonium deriva-
tives of BN. Hence, we designed and synthesized molecular hybrids of BN by covalently
linking a lipophilic alkyltriphenylphosphonium moiety (shown in dark red, Scheme 1) to
the parent skeleton of BN through a linker (shown in blue, Scheme 1). In addition, in order
to obtain a library of compounds intended for the initial assessment of biological activity
(e.g., cytotoxicity, antibacterial activity), structural modifications of the BN skeleton were
conducted via the introduction of one or two TPP® moieties at the C-28 or C-3 and C-28
positions. We prepared a series of the mono- and bisTPP® derivatives of BN through the
multi-step synthesis (3 or 5 step) and their bio-activity was analyzed.
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Scheme 1. The synthetic route for the preparation of 28-TPP® BN and 3,28-bisTPP® BN.

2. Results and Discussion
2.1. Synthesis of BN Analogs (2-5)

Starting materials 3,28-O,0’-diacetylbetulin 2 and 3-O-acetylbetulin 3 were synthe-
sized according to the protocol described by Thibeault et al. (Scheme 2) [45]. In the first
step, betulin was esterified with an excess of acetic anhydride in pyridine (Py) in the pres-
ence of 4-(dimethylamino)pyridine (DMAP) to give ester 2 in 98% yield. Then, the C-28
position of the BN backbone was selectively deprotected by treating crystalline ester 2 with
aluminum isopropoxide ((i-PrO);Al) in i-PrOH. After 2 h at 80 °C, followed by column
chromatography purification, analog 3 was obtained in 78% yield.

The next step involved the introduction of a linker terminated with a carboxyl group
(O(CO)CH,CR,COOH, R = H or Me) at position C-28 (mono-substituted BN analog 4) or C-3
and C-28 (disubstituted BN analog 5) of BN. The carboxyacyl moiety seemed to be an ideal
linker component as it allowed for further structural modifications. In addition, numerous
literature reports have suggested that the combination of the triterpene skeleton with this
type of moiety improved the biological properties including anti-HIV, antibacterial, or
antifungal activity [46,47]. In accordance with the published procedures [48,49] with some
modifications, analog 3 was reacted with succinic anhydride (SA) or 2,2-dimethylsuccinic
anhydride (DMSA) in dry pyridine in the presence of DMAP at reflux for 18-20 h. The
synthesis of 3,28-0,0’-bis(3-carboxypropanoyl)betulin 5 was performed in a similar manner,
but the reagents were used in a molar ratio of BN:SA (1:10) at reflux for 9 h. The crude
products were purified by chloroform extraction and washed with the water and HCI
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solution. The BN analogs were obtained in excellent yields (4a: 99%, 4b: 99%, 5: 65%,
Scheme 2).

1 2(98%)

4a: R=H (99%)
4b: R = Me (99%)

AcO

5 (65%)

Scheme 2. The synthesis of the BN analogs (2-5). Reagents and conditions: (i) Ac;O, DMAP, Py, r.t.,
24 h; (ii) (i-PrO)3zAl, i-PrOH, 80 °C, 2 h; (iii) SA or DMSA, DMAP, Py, reflux, 18-20 h; (iv) SA, Py,
reflux, 9 h.

2.2. Synthesis of 28-TPP®-Conjugates Derivatives of BN

The synthesis method of new molecular BN hybrids (28-TPP® BN) with one TPP
moiety attached via the linker C?8-O(CO)CH,CR,COO(CHy), developed by our group
consists of a few steps, as shown in Scheme 3. The desired analogs were synthesized
via alkylation of the carboxyl group of (carboxyacyl)betulin 4 with dibromoalkanes in a
molar ratio of 4:Br(CH;),Br (1:3) in a DMF/MeCN system in the presence of K;COj at 50
°C for 18-20 h. 1,3-Dibromopropane, 1,4-dibromobutane, and 1,5-dibromopentane were
employed to examine the influence of the chain length on bio-activity. 3-O-Acetyl-28-O"-(3'-
(bromoalkoxycarbonyl)propanoyl)betulin (6a—6c) and 3-O-acetyl-28-O’-(3",3’-dimethyl-3"-
(bromoalkoxycarbonyl)propanoyl)betulin (6d—6f) were isolated by extraction with ethyl
acetate and subsequent purification by column chromatography to produce the products in
satisfactory yields (42-86%).

é// o} o
R R
R OH R O’@;Br
0. i O
' .
o o}

AcO Al :R=H, n=3 (42%)
4a: R=H ’ 6b:R=H, n=4 (86%)
4b: R =Me 6c:R=H, n=5 (54%)

R=Me,n=3 (73%)
R=Me n=4 (42%)
R=Me,n=5 (52%)

6d:
6e:
ii 6f:

AcO (99%)
(99%)
(78%)
(72%)
(78%)
(72%)

Scheme 3. The synthesis of the 28-TPP® BN derivative 7. Reagents and conditions: (i) Br(CH,),Br,
DMEF/MeCN (10/1, v/v), K;CO3, 50 °C, 18-20 h; (ii) Ph3P, argon, 120 °C, 6-12 h.
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The final step of the 28-TPP® BN synthesis was the substitution of the bromide anion of
analog 6 with the TPP group by heating a homogenous mixture of 28-(bromoalkoxycarbonyl)
propanoyl)betulin 6 and triphenylphosphine without a solvent under an Ar atmosphere.
Optimization of the procedure consisted of examining the proportions of reagents, the
temperature and reaction time, where at a molar ratio of analog 6/triphenylphosphine (1:2)
at 120 °C for 6-12 h, the highest yields were obtained. Additionally, column chromatogra-
phy was not necessary for all analogs, but all required extraction with diethyl ether and
then crystallization from the diethyl ether/ethyl acetate (1:4, v/v), resulting in a high yield
(72-99%, Scheme 3).

2.3. Synthesis of 3,28-bisTPP®-Conjugates Derivatives of BN

We also investigated the influence of two TPP® groups in the molecular hybrids of
BN toward their pharmacokinetic properties. The synthetic route of 3,28-bisTPP® BN is

depicted in Scheme 4.
0
m))‘\ O@nBr
o

(e}

(6) oy 8a: n=3 (65%)
Brﬁo 8b: n=4 (70%)
h 8c: n=5 (64%)

2 e
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o s o
o ® (e} % 9a: n=3 (53%)
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Scheme 4. The synthesis of 3,28-bisTPP® BN 9. Reagents and conditions: (i) Br(CH,),Br, DMF/MeCN
(10/1, v/v), K,COs3, 50 °C, 18-20 h; (ii) triphenylphosphine, Ar, 120 °C, 12-24 h.

o

OH
O
i

In the first step, 3,28-O,0’-bis(3-carboxypropanoyl)betulin 5 was reacted with 1,3-
dibromopropane, 1,4-dibromobutane or 1,5-dibromopentane at a molar ratio of 5/Br(CHy),Br
(1:6) in a DMF/MeCN system with K;COj3 at 50 °C for 20 h. The analog 8 was obtained in
satisfactory yields (64-70%) according the procedure described above. Then, the homoge-
nous mixture (8 and triphenylphosphine) was heated at 120 °C without solvent under an
Ar atmosphere. The final product 9 was isolated by extraction (diethyl ether, and diethyl
ether/ethyl acetate) at elevated temperature in good yields (80-88%, Scheme 4). Only
analog 9a required column chromatography (53% yield).

The structures of all of the synthesized compounds (2-9) were confirmed by spec-
troscopic methods (*H, 13C, 3'P NMR, FTIR, and HRMS, Supplementary Materials). The
3P NMR spectra of analogs 7 and 9 showed signals confirming the presence of TPP?
in the range of 19.4-24.8 ppm. A characteristic feature in the 3C NMR spectra of the
organophosphorus compounds was the splitting of specific signals into doublets caused
by coupling the phosphorus atom with selected carbon atoms. Chemical shifts and Jc.p
coupling constants of great diagnostic value observed for the TPP? group are summarized
in Table 1.
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Table 1. The chemical shifts and coupling constants characteristic of TPP® moiety in the synthesized
triphenylphosphonium analogs of BN (7 and 9).

13C NMR (CDCl3, TMS, 6§ (ppm)/Jc.p (Hz)

TPP®

CHZP@ Cipso Cmetu Cortho Cpam
7a 19.8/52.3 118.1/85.7 130.5/12.1 133.8/9.8 135.0/3.0
7b 22.2/50.6 118.3/84.9 130.4/12.1 133.8/9.9 134.9/3.0
7c 22.7/49.4 118.4/85.0 130.5/12.1 133.7/9.8 134.9/3.0
7d 19.4/51.8 118.3/86.3 130.4/12.6 133.8/10.4 134.9/0.5
7e 22.1/49.3 118.3/88.1 130.4/12.6 133.7/10.4 134.9/0.5
7f 22.7/50.1 118.4/85.8 130.4/12.4 133.7/9.9 134.9/3.0
9a 19.7/51.8 118.1/86.3 130.5/12.8 133.8/9.2 135.1/0.5
9b 22.2/50.0 118.2/88.8 130.4/12.9 133.7/9.9 135.0/3.0
9c 22.8/49.3 118.4/85.0 130.5/12.2 133.8/9.8 135.0/3.0
5, ppm 19.4-22.8 118.1-118.4 130.4-130.5 133.7-133.8 134.9-135.0

Jcp, Hz 49.3-52.3 84.9-88.1 12.1-12.9 9.2-10.4 0.5-3.0

2.4. Cytotoxicity Studies

The obtained new molecular hybrids of BN were screened in order to initially inves-
tigate their cytotoxicity as well as examine the relationships between the structure and
biological effect. The common element of all of the tested compounds was the presence of
a lipophilic moiety (CH), TPP? (n =3, 4, 5). The research was conducted on two groups
of compounds: 28-TPP® BN and 3,28-bisTPP® BN. Their cytotoxicity was investigated
on two cancer cell lines: HCT 116 (colorectal carcinoma cell line) and MCF-7 (human
breast adenocarcinoma cell line). The proliferation of tumor cells treated with the tested
compounds (7 and 9) at 12.5-3.125 uM concentrations were determined after 24 h of incuba-
tion. Additionally, all compounds were tested against the NHDF cell line (Normal Human
Dermal Fibroblast cells) to assess their safety. The effect of these compounds was compared
with that of BN doses, as shown in Figure 5. Half-maximal inhibitory concentrations (ICsg)
of triphenylphosphonium analogs of BN were determined using a CCK-8 assay and are
summarized in Table 2.

a) HCT 116 b) MCF-7
140%
140% I
120%
2 120% -
® 100% I 1 2
2z 1 I I = 1 5 100%
£ 5 R
.g 80% £ % I I .
> o0 I g
3 8% > 6%
© 3
H0% S a0%
o J J J J o~
0% 0%
BN 7a 70 7¢c 7 % 9 9 BN 7a 70 7¢c 7 9% 9% 9
@1250 yM ®6.25 yM m3.125 yM |®1250uM @625 M 3.12uM
c) NHDF

140%

%

%.100%

80%

e ]
60% 1
"
o
20%
0%
BN 7a el 7c n 9a 9 9c

W1250 yM  W6.25 uM 3125 uM

Cell Viability,
2

®

Figure 5. The dependence of cell viability on the concentration of BN and 28-TPP® BN (7) and the
3,28-bisTPP® BN analog (9) after 24 h of incubation.
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Table 2. A summary of the cytotoxic effects of BN, 28-TPP® BN (7), and 3,28-bisTPP® BN (9) on the
HCT 116 and MCF-7 cancer cell lines and NHDE.

Activity ICsg, uM ab

No. R n
HCT 116 MCEF-7 NHDF

BN — - neg neg neg

7a H 3 5.56 £ 0.28 13.71+ 0.54 9.68 = 0.27
7b H 4 577 £0.27 14.35 £ 0.38 10.71 £ 0.25
7c H 5 6.48 = 0.04 15.52 £ 0.92 11.29 £ 0.53
7f Me 5 12.71 +0.89 50.47 £ 3.92 10.03 & 0.48
9a H 3 6.32 +£0.27 31.30 + 3.02 591+ 0.33
9b H 4 7.97 £0.51 23.60 = 0.33 8.02 £ 0.35
9c H 5 18.99 & 0.51 53.30 £ 5.41 10.60 4= 0.34

2 Cytotoxicity was evaluated using the CCK-8 assay; ? Incubation time 24 h; Data are presented as the mean +
standard deviation (n = 3); neg: no activity in the concentration range used.

As expected, triphenylphosphonium derivatives of BN showed greater cytotoxicity
than the parent BN toward all of the cell lines tested. The level of inhibition of cell viability
depended on the concentration of the tested substances and cell type. The tested analogs of
BN had the greatest effect on the viability of the HCT 116 cells (Figure 5a) and the lowest
on the viability of the MCF-7 cells (Figure 5b).

When comparing the biological effect of the mono-TPP® BN derivatives (7a-7c, linker
without an additional Me group), it seemed that the length of the linker did not influence
their activity in the in vitro tests. The 28-TPP¥ BN conjugates (7a-7c) with a variable
length, and an alkyl linker (n = 3, 4, 5) similarly inhibited the viability in both tumor cells
(HCT 116: IC5¢ = 5.56-6.48, MCF-7: ICs¢ = 13.71-15.52). The exception was analog 9c,
with two TPP? cations and a pentyl chain, which, compared to compounds with a shorter
linker (propyl or butyl chain), showed lower cytotoxicity against the HCT 116 cells (ICs:
9a < 9b < 9¢; Table 2). Importantly, compounds 7a-7c were almost twice less toxic to-
ward the healthy cells (NHDF), with ICsy values ranging from 9.68 to 11.29 uM, which
demonstrated their selectivity.

Unfortunately, in the course of further studies, it was revealed that the introduction of
an additional Me group into the linker 7f reduced this bio-activity compared to compound
7c against the HCT 116 and MCF-7 tumor cells whereas no significant effect of the Me
groups attached to the linker was observed on the bio-activity of compound 7f in normal
NHDF cells.

We observed that the presence of both one and two lipophilic cations improved the
solubility of the tested analogs compared to BN, which slightly increased their cytotoxicity,
especially against the colorectal carcinoma cell line (HCT 116). Among the triphenylphos-
phonium derivatives of BN tested, analossg 7a (ICsy of 5.56 pM) and 7b (ICsg of 5.77 uM)
demonstrated the highest cytotoxicity against this cell line at low micromolar concen-
trations. This supported the hypothesis that the conjugation of the BN native backbone
with the TPP® moiety allowed for its transport through the hydrophobic barriers of the
mitochondrial membrane, making it a promising strategy to improve the bioavailability of
natural substances.

2.5. Antibacterial Studies

Investigations were carried out using different concentrations of solutions from 25
to 250 pM. A 25 uM concentration of the tested derivatives was not enough to inhibit the
growth of both Gram-positive S. aureus ATCC 25923 bacteria. When the concentration of
analogs 7d-7f and 9a—9c increased to 200 uM, the growth of S. aureus ATCC 25923 and
S. epidermidis ATCC 12228 was inhibited. Furthermore, the optical density of all compounds
remained unchanged after 18 h of bacteria culture. In the case of analogs 7a-7c, the
optical density values were between 0.9 and 2.2 when they were cultured with S. aureus
ATCC 25923. The bacterial growth was slower compared to the control sample (TSB-
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culture medium). However, the studied TPP®-BN derivatives did not inhibit the growth of
S. epidermidis ATCC 12228 bacteria. However, at a 250 uM concentration, analogs 7a and
7b greatly inhibited the growth of S. aureus ATCC 25923 and S. epidermidis ATCC 12228.
In the case of analog 7c, the optical density increased up to 0.7 after 18 h of the sample
culture with both kinds of Gram-positive bacteria. In contrast, the reference sample’s (TSB)
optical density increased to 7.5 for S. aureus ATCC 25923, and 4.9 for S. epidermidis ATCC
12228 after 18 h of bacteria culture. All of the investigated compounds did not inhibit the
growth of Gram-negative Escherichia coli ATCC 25922 bacteria. All of the analog values of
the measured optical density were similar to that of the reference sample (5.0-5.1, Table 3).

Table 3. The results of the antimicrobial analysis using Gram-positive and Gram-negative bacteria
cultured with the investigated compounds at 37 °C for 18 h. The results are presented as the differ-
ences between the optical density measurements of the samples before and after culture (McFarland’s
scale (CFU/mL).

S. aureus S. epidermidis Escherichia coli
No. ATCC 25923 ATCC 12228 ATCC 25922
200 uM 250 uM 200 puM 250 pM 200 pM 250 pM
BN 51 5.6 neg 47 neg neg
7a 0.9 0 neg 0 neg neg
7b 2.2 0 neg 0 neg neg
7c 1.0 0.1 neg 0.7 neg neg
7d 0 0 0 0 neg neg
7e 0 0 0 0 neg neg
7t 0 0 0 0 neg neg
9a 0 0 0 0 neg neg
9b 0 0 0 0 neg neg
9c 0 0 0 0 neg neg
Control 7.5 7.5 41 4.9 5.1 5.0

0: no difference between samples after 18 h of bacteria culture (bacteria grow was inhibited); neg: negative results
(analog BN did not inhibit bacteria growing).

The obtained results showed that 28-TPP® BN (7d-7f) and 3,28-bisTPP® BN (9a—9c)
could be employed as agents for the inhibition of Gram-positive bacteria (S. aureus ATCC
25923 and S. epidermidis ATCC 12228) growth at a concentration of 200 uM in an aqueous
solution.

3. Materials and Methods
3.1. General Information

NMR spectra (*H and '3C) were recorded on a Varian spectrometer at operating fre-
quencies of 600 or 400 MHz and 150 or 100 MHz, respectively, using TMS as the resonance
shift standard. CDCl3 was used as the solvent, which was purchased from ACROS Organics
(Geel, Belgium). The 3'P NMR spectra were acquired using a Varian 400 spectrometer at
161.9 MHz, where the resonance shift of H3PO4 was determined as 0 ppm. All chemical
shifts (8) were reported in ppm and coupling constants (J) in Hz. The following abbrevia-
tions were used to explain the observed multiplicities: s—singlet; d—doublet; dd—double
doublet; ddd—doublet of double doublet; t—triplet, dd~t—overlapping double doublet
that resembles a triplet (with similar values of coupling constants); m—multiplet; br—
broad. IR-spectra were measured on a Nicolet 6700 FI-IR spectrophotometer, Thermo
Scientific (Waltham, MA, USA) (attenuated total reflectance method; ATR). High resolution
mass spectrometry analyses were performed using a Waters Xevo G2 Q-TOF mass spec-
trometer (Waters Corporation, Milford, MA, USA) equipped with an ESI source operating
in positive-ion mode. The accurate mass and composition for the molecular ion adducts
were calculated using MassLynx software (Waters) incorporated in the instrument.

Reactions were monitored by TLC analysis on precoated plates of silica gel 60 Fys4
(Merck Millipore, Burlington, MA, USA). The TLC plates were inspected under UV light
(A = 254 nm) or charring after spraying with 10% solution of sulfuric acid in ethanol.
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Crude products were purified using column chromatography performed on silica gel 60
(70-230 mesh, Fluka).

3,28-0,0’-Diacetylbetulin 2; 3-O-acetylbetulin 3 [45], 3-O-acetyl-28-O’-(3'-
carboxypropanoyl)betulin 4a; 3-O-acetyl-28-O’-(3’,3"-dimethyl-3’-carboxypropanoyl)betulin
4b [48], and 3,28-0,0'-bis(3'-carboxypropanoyl)betulin 5 [49] were prepared according to
the respective published procedures.

All chemicals used in the study were purchased from Sigma-Aldrich (St. Louis, MO,
USA), Fluka, Avantor (Radnor Township, PA, USA) and ACROS Organics, and used
without further purification.

3.2. Chemistry
3.2.1. General Procedure for the Synthesis of 3-O-Acetyl-28-O’-(carboxyacyl)betulin (4)

3-O-Acetylbetulin (3, 2.50 mmol, 1.21 g, 1 eq.), SA (7.50 mmol, 0.75 g, 3 eq.) or DMSA
(7.50 mmol, 0.96 g, 3 eq.) and DMAP (7.50 mmol, 0.92 g, 3 eq.) were dissolved in dry
pyridine (19 mL). The reaction mixture was stirred under reflux for 18-20 h. After cooling
to rt, 10% hydrochloric acid solution (20 mL) and water (35 mL) were added. The product
was extracted with CHCl3 (4 x 70 mL). The combined organic extracts were washed with
water (70 mL), 5% hydrochloric acid solution (140 mL), brine (70 mL), water (70 mL), dried
over MgSQOy, and filtered. The solvent was evaporated under reduced pressure producing
analog 4a, which was used in the next step without further purification. Analog 4b was
purified using column chromatography (DCM/MeOH, gradient: 100:1 to 50:1).

3-O-Acetyl-28-O’-(3"-carboxypropanoyl)betulin (4a) was obtained as a resin (1.45 g, 99%
yield); Ry = 0.78 (DCM/MeOH, 10:1, v/v). 'H NMR (600 MHz, CDCl3): & 0.75, 0.76, 0.88,
0.94, 1.31 (all s, 3H each, H-23-H-27), 1.60 (s, 3H J; = 5.9 Hz, H-30), 0.62-2.06 (m, 24H, CH,
CH; BN scaffold), 1.96 (s, 3H, CH3CO), 2.34 (td, 1H, |, = 11.0 Hz, H-19), 2.54-2.63 (m, 4H,
O(CO)CH,CHy), 3.80 (d, 1H, ] = 10.8 Hz, H-28b), 4.22 (d, 1H, | = 13.2 Hz, H-28a), 4.38 (dd,
1H, J; =5.4 Hz, ], = 10.8 Hz, H-3), 4.50 (s, 1H, H-29b), 4.60 (s, 1H, H-29a) ppm; *C NMR
(150 MHz, CDCl3): 6¢ 14.7,16.0,16.2, 16.5, 18.2,19.1, 20.8, 21.3, 23.7, 25.1, 27.0, 27.9, 28.8,
29.1,29.5,29.7,34.1,34.5,37.1,37.6,37.8,38.4,40.9,42.7, 46 .4, 47.7, 48.8, 50.3, 55.4, 63.2, 80.9,
109.9, 150.1,171.1, 172.4, 176.9 ppm; IR (ATR) v: 2938, 1729, 1714, 1244, 1158 cm 1.

3-O-Acetyl-28-O'-(3',3"-dimethyl-3"-carboxypropanoyl)betulin (4b) was obtained as a resin
(1.52 g, 99% yield); R¢ = 0.64 (DCM/MeOH, 10:1, v/v). 'H NMR (600 MHz, CDCl3): &g
0.83,0.84, 0.96, 1.02, 1.31 (all s, 3H each, H-23-H-27), 1.39 (s, 6H, CMey), 1.68 (s, 3H, H-30),
0.70-2.00 (m, 24H, CH, CH; BN scaffold), 2.04 (s, 3H, CH3CO), 2.41 (td, 1H, J; = 5.8 Hz,
J» =11.1 Hz, H-19), 2.64 (s, 2H, O(CO)CH,), 3.87 (d, 1H, ] = 10.9 Hz, H-28b), 4.26 (d, 1H,
] =9.2 Hz, H-28a), 4.47 (dd, 1H, J; = 5.6 Hz, ], = 10.7 Hz, H-3), 4.58 (s, 1H, H-29b), 4.68 (s,
1H, H-29a) ppm; 3C NMR (150 MHz, CDCl3): 5¢ 14.7, 16.0, 16.1, 16.4, 18.1,19.1,20.7, 21.2,
23.6,25.1,25.2,25.3,26.9,27.9,29.5,29.7,34.0, 34.5, 37.0, 37.5, 37.7, 38.3, 40.4, 40.8, 42.6, 44.3,
46.2,47.6,48.7,50.2, 55.3, 63.0, 81.9, 109.8, 150.0, 171.06, 171.4, 183.0 ppm; IR (ATR) v: 2940,
1728, 1703, 1242, 1193 cm ™ 1.

3.2.2. Synthesis of 3,28-O,0'-Bis(3'-carboxypropanoyl)betulin (5)

BN (2.50 mmol, 1.11 g, 1 eq.) and SA (25.00 mmol, 2.50 g, 10 eq.) were dissolved in dry
pyridine (26 mL) and stirred under reflux for 9 h. After cooling to r.t., 10% hydrochloric
acid solution (26 mL) and water (48 mL) were added. The product was extracted with
CHCl3 (6 x 120 mL). The combined organic layers were concentrated to a 200 mL volume,
washed with water (200 mL), 5% hydrochloric acid solution (2 x 90 mL), brine (200 mL),
H,O (200 mL), dried over MgSQO;, and filtered. Then, the solvent was evaporated under
reduced pressure.

3,28-0,0'-Bis(3'-carboxypropanoyl)betulin (5) was obtained as a resin (1.04 g, 65% yield);
Ry=0.23 (DCM:MeOH, 100:1). TH NMR (600 MHz, CDCl3): &1 0.83, 0.84, 0.85, 0.98, 1.03
(all s, 3H each, H-23-H-27), 1.69 (s, 3H, H-30), 0.70-2.00 (m, 24H, CH, CH; BN scaffold),
243 (td, 1H, J; =5.8 Hz, J, = 11.1 Hz, H-19), 2.60-2.70 (m, 8H, 2 x O(CO)CH,CH,), 3.88 (d,
1H, ] = 10.9 Hz, H-28b), 4.31 (d, 1H, ] = 11.0 Hz, H-28a), 4.50 (dd, 1H, J; = 5.6 Hz, ], = 10.8
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Hz, H-3), 459 (dd, 1H, J; = 1.4 Hz, ], 2.3 Hz, H-29b), 4.68 (d, 1H, ] = 2.0 Hz, H-29a) ppm;
13C NMR (150 MHz, CDCls): 5¢ 14.8,16.0, 16.1, 16.5, 18.2, 19.1, 20.8, 23.6, 25.2, 27.0, 27.9,
29.0,29.1,29.3,29.6,29.7,34.1,34.4,37.1,37.6,37.8, 38.3, 40.9, 42.7, 46.5, 47.7, 48.8, 50.3, 55.4,
63.2,81.6,109.9, 150.1, 171.7, 172.3,177.9, 178.0 ppm; IR (ATR) v: 2944, 1709, 1160, cm 1.

3.2.3. General Procedure for the Synthesis of Bromides of BN (6)

To a solution of BN derivative (4, 0.25 mmol, 1 eq.) and K;COj3 (0.25 mmol, 34.6 mg, 1
eq.) in DMF (1 mL/100 mg 4) and MeCN (0.1 mL/100 mg 4), the appropriate dibromoalkane
(Br(CHy)nBr, n =3, 4, 5; 0.75 mmol, 3 eq.) was added. The reaction was carried out at 50
°C for 18-21 h. After the reaction was completed, the obtained mixture was diluted with
cold water and extracted with ethyl acetate (5 x 19 mL). The combined organic layers were
washed with brine (2 x 65 mL), dried over MgSO,, and the solvent was evaporated under
reduced pressure. Then, crude product 6 was washed with methanol (2 x 0.5 mL) and
purified using column chromatography (DCM/MeOH, gradient: 100:1 to 50:1).

3-O-Acetyl-28-0"-(3'-(3"-bromopropyloxycarbonyl)propanoyl)betulin (6a) was obtained as
a resin (74.1 mg, 42% yield); Ry = 0.18 (DCM:MeOH, 100:1). HRMS (ESI*) m/z: caled for
CagHg1BrOgNa ([M+Na]*) 727.3549; found 727.3546; 'H NMR (600 MHz, CDCl3): 8y 0.83,
0.84,0.85,0.97, 1.03 (all s, 3H each, H-23-H-27), 1.68 (s, 3H, H-30), 0.70-2.00 (m, 24H, CH,
CH; BN scaffold), 2.04 (s, 3H, CH3CO), 2.16-2.20 (m, 2H, CH, fragment of linker), 2.43
(td, 1H, J; =5.8 Hz, ], = 11.1 Hz, H-19), 2.64-2.66 (m, 4H, O(CO)CH,CHy), 3.46 (t, 2H, ] =
6.5 Hz, CH;,Br), 3.87 (d, 1H, | = 11.1 Hz, H-28b), 4.24 (t, 2H, ] = 6.1 Hz, (CO)OCH,), 4.29
(dd, 1H, J; =1.9 Hz, ], = 11.1 Hz, H-28a), 4.46 (dd, 1H, J; = 5.9 Hz, ], = 10.5 Hz, H-3), 4.59
(s, br, 1H, H-29b), 4.68 (s, br, 1H, H-29a) ppm; '3C NMR (150 MHz, CDCl3): 5¢ 14.7, 16.0,
16.1,16.4,18.1,19.1, 21.3,20.7, 23.6, 25.1, 27.0, 27.9,29.1, 29.2, 29.3, 29.5, 29.7, 31.6, 34.1, 34.5,
37.0,37.5,37.7,38.3,40.8,42.6,46.4,47.7,48.7,50.2,55.3, 62.4, 63.1, 80.8, 109.9, 150.0, 170.9,
172.1,172.5 ppm; IR (ATR) v: 2943, 1731, 1244, 1155, 732 cm L.

3-O-Acetyl-28-0"-(3"-(4"-bromobutyloxycarbonyl)propanoyl)betulin (6b) was obtained as a
resin (154.8 mg, 86% yield); R¢ = 0.28 (DCM:MeOH, 100:1). HRMS (ESI*) m/z: caled for
C40Heg4BrOg (IM+H]™) 719.3886, found 719.3885; 'H NMR (400 MHz, CDCl3): & 0.83, 0.84,
0.85,0.97,1.03 (all s, 3H each, H-23-H-27), 1.68 (s, 3H, H-30), 0.75-2.00 (m, 28H, CH, CH,
BN scaffold and (CHy), fragment of linker), 2.04 (s, 3H, CH3CO), 2.43 (td, 1H, J; =5.8 Hz, |,
=11.1 Hz, H-19), 2.61-2.68 (m, 4H, O(CO)CH,CHy;), 3.44 (t, 2H, ] = 6.0 Hz, CH;,Br), 3.88 (d,
1H, ] =11.1 Hz, H-28b), 4.13 (t, 2H, | = 6.0 Hz, (CO)OCHy;), 4.29 (d, 1H, | = 11.1 Hz, H-28a),
4.45-4.49 (m, 1H, H-3), 4.59 (s, br, 1H, H-29b), 4.68 (s, br, H-29a) ppm; 3C NMR (100 MHz,
CDCly): 6¢ 14.7,16.0,16.1, 16.4, 18.1, 19.1, 20.7, 21.3, 23.6, 25.1, 27.0, 27.2,27.9, 29.1, 29.2,
29.3,29.5,29.7,33.0,34.1, 34.5, 37.0, 37.5, 37.7, 38.3, 40.8, 42.6, 46.4, 47.7, 48.7, 50.2, 55.3, 63.0,
63.7, 80.9, 109.8, 150.0, 170.9, 172.2, 172.5 ppm; IR (ATR) v: 2946, 1732, 1246, 1156, 734 cm !

3-O-Acetyl-28-O’-(3"-(5"-bromopentyloxycarbonyl)propanoyl)betulin (6¢) was obtained as
a resin (99.1 mg, 54% yield); Ry = 0.31 (DCM:MeOH, 100:1). HRMS (ESI*) m/z: caled for
C41HgsBrOgNa ([M+Na]*) 755.3862, found 755.3870; 'H NMR (600 MHz, CDCl3): 8y 0.83,
0.84,0.85,0.97, 1.03 (all s, 3H each, H-23-H-27), 1.68 (s, 3H, H-30), 0.70-2.00 (m, 30H, CH,
CH; BN scaffold and (CHy)3 fragment of linker), 2.04 (s, 3H, CH3CO), 2.43 (td, 1H, |; 5.8 Hz,
J» =11.1 Hz, H-19), 2.62-2.66 (m, 4H, O(CO)CH,CH,), 3.42 (t, 2H, ] = 6.1 Hz, CH,Br), 3.87
(d, 1H, ] =10.8 Hz, H-28b), 4.10 (t, 2H, ] = 6.6 Hz, (CO)OCHy,), 4.29 (d, 1H, 11.1 Hz, H-28a),
4.46 (dd, 1H, J; = 5.6 Hz, ], = 10.8 Hz, H-3), 4.59 (s, br, 1H, H-29b), 4.68 (d, 1H, ] 2.3 Hz,
H-29a) ppm; 3C NMR (150 MHz, CDCl3): 8¢ 14.7,16.0, 16.1, 16.4, 18.1, 19.1, 20.7, 21.2, 23.6,
24.5,25.1,27.0,27.7,27.9,29.1,29.2,29.5,29.7,32.2, 33.3, 34.1, 34.5, 37.0, 37.5, 37.7, 38.3, 40.8,
42.6,46.4,47.7,48.7,50.2, 55.3, 63.0, 64.3, 80.8, 109.8, 150.0, 170.9, 172.2, 172.5 ppm; IR (ATR)
v: 2942,1730, 1244, 1155, 731 cm ™ 1.

3-O-Acetyl-28-0'-(3',3"-dimethyl-3"-(3"-bromopropyloxycarbonyl)propanoyl)betulin (6d) was
obtained as a resin (133.9 mg, 73% yield); Ry = 0.28 (DCM:MeOH, 100:1); HRMS (ESI*) m/z:
caled for C41HgBrOg (IM+H]*) 733.4043, found 733.4045; 'H NMR (400 MHz, CDCl3): 54
0.76,0.77,0.89, 0.95, 1.32 (all s, 3H each, H-23-H-27), 1.21 (s, 6H, CMey), 1.61 (s, 3H, H-30),
0.65-1.93 (m, 24H, CH, CH; BN scaffold), 1.97 (s, 3H, CH3CO), 2.12 (d, 2H, | = 6.3 Hz, CH,
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fragment of linker), 2.35 (td, 1H, J; = 5.7 Hz, ], = 11.1 Hz, H-19), 2.56 (s, 2H, O(CO)CH,),
3.39 (t,2H, ] = 6.6 Hz, CH,Br), 3.78 (d, 1H, | = 11.0 Hz, H-28b), 4.14-4.21 (m, 3H, H-28a and
(CO)OCHy), 4.40 (dd, 1H, J; = 5.6 Hz, ], 10.8 Hz, H-3), 4.52 (s, br, 1H, H-29b), 4.61 (s, br, 1H,
H-29a) ppm; '3C NMR (100 MHz, CDCl3): §¢ 14.7, 16.0, 16.1, 16.5, 18.1, 19.1, 20.8, 21.3, 23.7,
25.1,25.5,25.6,27.0,27.9,29.5,29.7,31.7,34.1, 34.5, 37.0, 37.6, 37.8, 38.4, 40.6, 40.9, 42.7, 44.5,
46.3,47.7,48.8,50.3, 55.4, 62.5, 62.9, 80.9, 109.9, 150.0, 171.0, 172.0, 176.4 ppm; IR (ATR) v:
2931, 1732, 1245, 1177 cm ™.

3-O-Acetyl-28-0O"-(3',3 -dimethyl-3"-(4"-bromobutyloxycarbonyl)propanoyl)betulin (6e) was
obtained as a resin (78.5 mg, 42% yield); R¢ = 0.29 (DCM:MeOH, 100:1); HRMS (ESI*) m/z:
caled for CyoHggBrOg ([M+H]") 747.4199, found 747.4194; 'H NMR (400 MHz, CDCl3):
611 0.77, 0.78, 0.89, 0.95, 1.32 (all s, 3H each, H-23-H-27), 1.20 (s, 6H, CMe,), 1.61 (s, 3H,
H-30), 0.70-1.93 (m, 28H, CH, CH; BN scaffold and (CH,), fragment of linker), 1.97 (s, 3H,
CH3CO), 2.35 (td, 1H, J; = 5.7 Hz, ], = 10.9 Hz, H-19), 2.56 (s, 2H, O(CO)CH,), 3.37 (t, 2H, |
= 6.6 Hz, CH,Br), 3.78 (d, 1H, | = 11.0 Hz, H-28b), 4.05 (t, 2H, | = 6.3 Hz, (CO)OCH,), 4.17
(d, 1H, ] = 11.1 Hz H-28a), 4.39-4.42 (m, 1H, H-3), 4.52 (s, br, 1H, H-29b), 4.61 (s, br, H-29a)
ppm; 13C NMR (100 MHz, CDCly): 8¢ 14.7, 16.0, 16.1, 16,5, 18.1, 19.1, 20.8, 21.3,23.7, 25.1,
25.46,25.48,27.0,27.2,27.9,29.3,29.5,29.7,33.1, 34.1, 34.5, 37.0, 37.6, 37.8, 38.4, 40.9, 40.6,
42.7,44.5,46.3,47.7,48.8,50.3,55.4, 62.8, 63.7, 80.9, 109.9, 150.0, 171.0, 172.0, 176.6 ppm; IR
(ATR) v: 2942, 1731, 1246, 1178 cm L.

3-O-Acetyl-28-0"-(3',3’-dimethyl-3"-(5"-bromopentyloxycarbonyl)propanoyl)betulin (6f) was
obtained as a resin (99.0 mg, 52% yield); Rf =0.23 (DCM:MeOH, 100:1); HRMS (ESI*) m/z:
caled for Cy3HyoBrOg (IM+H]*) 761.4356, found 761.4353; 'H NMR (600 MHz, CDCl;):
511 0.76, 0.77, 0.89, 0.95, 1.32 (all s, 3H each, H-23-H-27), 1.20 (s, 6H, CMej), 1.61 (s, 3H,
H-30), 0.65-1.92 (m, 30H, CH, CH; BN scaffold and (CH,)3 fragment of linker), 1.97 (s, 3H,
CH3CO), 2.35 (td, 1H, J; =5.8 Hz, ], = 11.1 Hz, H-19), 2.56 (s, 2H, O(CO)CH,), 3.35 (t, 2H,
J =6.7 Hz, CH,Br), 3.78 (dd, 1H, J; = 1.3 Hz, |, = 11.1 Hz, H-28b), 4.02 (t, 2H, ] = 6.5 Hz,
(CO)OCH,), 4.17 (dd, 1H, J; =2.2 Hz, J, = 11.0 Hz, H-28a), 4.39 (dd, 1H, J; =5.6 Hz, ], =
10.8 Hz, H-3), 4.51 (s, br, 1H, H-29b), 4.61 (d, 1H, ] = 2.3 Hz, H-29a) ppm; *C NMR (150
MHz, CDCl3): 6¢ 14.7, 16.0, 16.1, 16.5, 18.1, 19.1, 20.8, 21.3, 23.7, 24.6, 25.1, 25.5, 27.0, 27.7,
27.9,295,29.7,32.2,33.4,34.1, 34.5,37.0, 37.6, 37.8, 38.4, 40.6, 40.9, 42.7, 44.5, 46.3, 47.7, 48 .8,
50.3,55.4, 62.8, 64.3, 80.8, 109.9, 150.1, 171.0, 171.6, 176.6 ppm; IR (ATR) v: 2941, 1730, 1245,
1105 cm 1.

3.2.4. General Procedure for the Synthesis of Triphenylphosphonium Derivatives of BN (7,
28-TPP® BN)

The bromide derivative of BN (6, 0.1 mmol, 1 eq.) and triphenylphosphine (0.2 mmol,
52.5mg, 2 eq.) were dissolved in dry DCM (1.0-1.5 mL) and stirred at room temperature for
10-15 min until homogenization was reached. The solvent was evaporated under reduced
pressure and the residue was heated in an oil bath at 120 °C under an Ar atmosphere for
6-12 h. The obtained mixture was washed with diethyl ether (7a-7c: 3 x 4 mL; 7d-7f:
5 x 3 mL) at 50 °C. Then, the crude product was crystalized from ethyl acetate/diethyl
ether (1:4, v/v) and dried under reduced pressure at 50 °C for 4 h.

3-O-Acetyl-28-O’-(3’-(3"-triphenylphosphoniopropyloxycarbonyl)propanoyl)betulin bromide
(7a) was obtained as a resin (95.8 mg, 99% yield); HRMS (ESI*) m/z: calcd for CsyHz6O6P*
(IM]*) 887.5380, found 887.5383; 'H NMR (600 MHz, CDCl3): 54 0.83, 0.84, 0.85, 0.95, 0.96
(all s, 3H each, H-23-H-27), 1.67 (s, 3H, H-30), 0.70-1.95 (m, 26H, CH, CH; BN scaffold
and CH; fragment of linker), 2.04 (s, 3H, CH3CO), 2.38 (td, 1H, J; =5.7 Hz, |, = 0.8 Hz,
H-19), 2.60-2.66 (m, 4H, O(CO)CH,CHy), 3.84 (d, 1H, ] = 11.0 Hz, H-28b), 4.09-3.99 (m, 2H,
CH,P), 4.22 (d, 1H, | = 11.0 Hz, H-28a), 4.39-4.45 (m, 2H, (CO)OCHy,), 4.46 (dd, 1H, J; =5.1
Hz, |, = 11.1 Hz, H-3), 4.59 (s, br, H-29b), 4.67 (s, br, H-29a), 7.71-7.90 (m, 15H, PPhj), ppm;
13C NMR (100 MHz, CDCl3): 8¢ 14.7, 16.0, 16.1, 16.5,18.1, 19.1, 19.5, 19.8 (d, Jc p 52.3 Hz),
20.8,21.3,22.3,22.4,23.6,25.1,27.0,27.9,29.1,29.2, 29.5, 29.6, 34.0, 34.5, 37.0, 37.6, 37.8, 38.3,
40.8,42.6,46.4,47.8,48.7,50.2,55.3,62.9,63.4 (d, Jc p = 17.4 Hz), 80.8, 109.9, 118.1 (d, Jcp
= 85.7 Hz), 130.5 (d, Jcp = 12.1 Hz), 133.8 (d, Jc.p = 9.8 Hz), 135.0 (d, Jc p = 3.0 Hz), 150.0,
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171.0, 172.0, 172.8 ppm; 3'P NMR (162 MHz, CDCl3): 5p 24.75 ppm; IR (ATR) v: 2942, 1729,
1246, 1156, 691 cm L.
3-O-Acetyl-28-O’-(3'~(4"-triphenylphosphoniobutyloxycarbonyl)propanoyl)betulin bromide
(7b) was obtained as a resin (97.2 mg, 99% yield); HRMS (ESI*) m/z: caled for CsgH7gOgP*
(IM]*) 901.5536, found 901.5550; 'H NMR (600 MHz, CDCl3): &g 0.83, 0.84, 0.85, 0.96, 1.00
(all s, 3H each, H-23-H-27), 1.68 (s, 3H, H-30), 0.72-1.97 (m, 26H, CH, CH, BN scaffold
and CH, fragment of linker), 2.04 (s, 3H, CH3CO), 2.12 (q, 2H, | = 7.1 Hz, CH; fragment of
linker), 2.40 (td, 1H, J; = 5.8 Hz, J, = 11.0 Hz, H-19), 2.48-2.59 (m, 4H, O(CO)CH,CH,), 3.85
(d, 1H, ] = 11.0 Hz, H-28b), 3.97-4.06 (m, 2H, CH,P), 4.14 (t, 2H, ] = 5.8 Hz, (CO)OCHy,),
424 (d, 1H, ] =11.1 Hz, H-28a), 4.47 (dd, 1H, J; =5.3 Hz, ], = 11.0 Hz, H-3), 4.59 (s, br, 1H,
H-29b) 4.67 (s, br, H-29a), 7.66-7.92 (m, 15H, PPh3) ppm; 3C NMR (100 MHz, CDCl3): 8¢
14.7,16.0, 16.1, 16.5, 18.1, 19.1, 19.26, 19.33, 20.7, 20.8, 21.3, 22.2 (d, Jc,p = 50.6 Hz), 23.7, 25.1,
27.0,279,29.1,29.2,29.5,29.7,34.1, 345, 37.0, 37.6, 37.8, 38.3, 40.9, 42.7, 46 4, 47.7, 48.7,
50.2,55.3, 63.0, 63.6, 80.9, 109.9, 118.3 (d, Jcp = 84.9 Hz), 130.4 (d, Jcp = 12.1 Hz), 133.8 (d,
Jep =99 Hz), 134.9 (d, Jc p = 3.0 Hz), 150.0, 171.0, 172.2, 172.6 ppm; 3!P NMR (162 MHz,
CDCl3): 5p 24.61 ppm; IR (ATR) v: 2945, 1731, 1246, 1156, 691 cm .
3-O-Acetyl-28-O"-(3’-(5"-triphenylphosphoniopentyloxycarbonyl)propanoyl)betulin bromide
(7c) was obtained as a resin (77.7 mg, 78% yield); HRMS (ESI*): calcd for C59HgyOgP*
(IM]*) m/z: 9155693, found 915.5715; 'H NMR (600 MHz, CDCl3): 51 0.83, 0.84, 0.85, 0.96,
1.01 (all s, 3H each, H-23-H-27), 1.67 (s, 3H, H-30), 0.70-1.97 (m, 30H, CH, CH, BN scaffold
and (CHy)3 fragment of linker), 2.04 (s, 3H, CH3CO), 2.41 (td, 1H, J; =5.8 Hz, ], =11.1 Hz,
H-19), 2.55-2.65 (m, 4H, O(CO)CH,CH,), 3.86 (d, 1H, | = 11.0 Hz, H-28b), 3.91-3.98 (m,
2H, CH,P), 4.03 (t, 2H, ] = 6.4 Hz, (CO)OCH,), 4.25 (d, 1H, ] = 11.1 Hz, H-28a), 4.47 (dd,
1H, J; =5.4 Hz, J, = 11.0 Hz, H-3), 4.58 (s, br, H-29b), 4.67 (s, br, H-29a), 7.67-7.91 (m, 15H,
PPhs) ppm; 13C NMR (100 MHz, CDCl3): §¢ 14.7, 16.0, 16.1, 16.5, 18.1, 19.1, 20.7, 21.3, 22.2,
22.3,22.7 (d, Jcp =49.4 Hz), 23.7,25.1, 26.5, 26.7, 27.0,27.9,28.1,29.1,29.2, 29.5,29.7, 34.1,
345,37.0,37.5,37.8,38.3,40.8,42.6, 46.4,47.7, 48.7, 50.2, 55.3, 62.9, 65.8, 80.9, 109.8, 118.4
(d, Jcp=85.0Hz),130.5(d, Jcp =12.1 Hz), 133.7 (d, Jcp = 9.8 Hz), 134.9 (d, Jc p = 3.0 Hz),
150.1, 171.0, 172.3, 172.7 ppm; 31P NMR (161.9 MHz, CDCl3): &p 24.37 ppmy; IR (ATR) v:
2946, 1731, 1246, 1157, 692 cm ™.
3-O-Acetyl-28-0"-(3’,3’-dimethyl-3’~(3 "-triphenylphosphoniopropyloxycarbonyl)propanoyl)
betulin bromide (7d) was obtained as a resin (71.7 mg, 72% yield); HRMS (ESI*) m/z: calcd
for Cs9HgoOgP* (IM]*) 915.5693, found 915.5717; 'H NMR (600 MHz, CDCl3): 857 0.80, 0.83,
0.84,0.87,0.94 (all s, 3H each, H-23-H-27), 1.21 (s, 3H, CMe), 1.22 (s, 3H, CMe),1.66 (s, 3H,
H-30), 0.68-2.08 (m, 26H, CH, CH, BN scaffold and CH; fragment of linker), 2.04 (s, 3H,
CH3CO),2.29 (td, 1H, J; =5.8 Hz, ], = 10.8 Hz, H-19), 2.63-2.66 (m, 2H, 2 x O(CO)CHy),
3.76 (d, 1H, ] = 11.0 Hz, H-28a), 4.01-4.10 (m, 3H, CH,P and H-28b), 4.45-4.48 (m, 3H, H-3
and (CO)OCHy), 4.58 (s, br, 1H, H-29b), 4.63 (s, br, 1H, H-29a), 7.69-7.91 (m, 15H, PPhj3)
ppm; 3C NMR (150 MHz, CDCl3): 5c 14.7, 15.9, 16.1, 16.5, 18.1, 19.0, 19.4 (d, Jcp = 51.8
Hz), 20.8,21.3,22.4,23.6,25.1,254,25.5,26.9,27.9,29.5,29.7, 34.0, 34.5, 37.0, 37.6, 37.8, 38.3,
40.6,40.8, 42.6,44.3, 46.3, 47.8, 48.6, 50.2, 55.3, 62.6, 63.9 (d, Jc p = 18.4 Hz), 80.8, 109.9, 118.3
(d, Jep = 86.3 Hz), 130.4 (d, Jcp = 12.6 Hz), 133.8 (d, Jc.p = 10.4 Hz), 1349 (d, Jc p = 0.5 Hz),
150.0, 171.0, 172.0, 176.7 ppm; 3'P NMR (161.9 MHz, CDCl3): 5p 19.38 ppm; IR (ATR) v:
2946, 1727, 1248, 1177, 725,690 cm ™.
3-O-Acetyl-28-O’-(3',3’-dimethyl-3"-(4"-triphenylphosphoniobutyloxycarbonyl)propanoyl)
betulin bromide (7e) was obtained as a resin (78.8 mg, 78% yield); HRMS (ESI*) m/z: calcd
for CeoHgrOgP* (IM]*) 929.5849, found 929.5861; 'H NMR (600 MHz, CDCl3): & 0.75,
0.76, 0.77, 0.88, 0.89 (all s, 3H each, H-23-H-27), 1.051 (s, 3H, CMe), 1.054 (s, 3H, CMe),
1.60 (s, 3H, H-30), 0.68-1.90 (m, 26H, CH, CH; BN scaffold, and CH, fragment of linker),
1.97 (s, 3H, CH3CO), 2.08 (q 2H, ] 6.7 Hz CHj; fragment of linker), 2.30 (td, 1H, J; =5.7 Hz,
J» =10.8 Hz, H-19), 2.45 (s, 2H, O(CO)CH,), 3.72 (d, 1H, ] = 11.0 Hz, H-28b), 3.87-3.92 (m,
2H, CH,P), 4.07-4.10 (m, 3H, H-28a and (CO)OCHs,), 4.39 (dd, 1H, J; = 5.3 Hz, ], = 11.0 Hz,
H-3), 4.51 (s, br, 1H, H-29b), 4.58 (d, 1H, | = 2.3 Hz, H-29a), 7.61-7.87 (m, 15H, PPh3) ppm;
13C NMR (150 MHz, CDCl3): 8¢ 14.6, 16.0, 16.1, 16.4,18.1,19.0, 19.1, 20.7, 21.2, 22.1 (d, Jc p
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=49.3 Hz), 23.6, 25.1, 25.3, 26.9, 27.9, 29.1, 29.2, 29.5, 29.6, 34.0, 34.4, 36.9, 37.5, 37.7, 38.3,
40.5,40.8,42.6,44.2, 46.2,47.6,48.6,50.2, 55.3, 62.7, 63.2, 80.8, 109.8, 118.3 (d, Jc p = 88.1 Hz),
130.4 (d, Jcp = 12.6 Hz), 133.7 (d, J,p = 10.4 Hz), 134.9 (d, Jc p = 0.5 Hz), 149.9, 171.0, 171.5,
176.5 ppm; 3'P NMR (162 MHz, CDCl3): 8p 24.52 ppm; IR (ATR) v: 2948, 1725, 1248, 1179,
723,690 cm L.

3-O-Acetyl-28-O’-(3',3"-dimethyl-3’-(5"-triphenylphosphoniopentyloxycarbonyl)propanoyl)
betulin bromide (7f) was obtained as a resin (73.7 mg, 72% yield); HRMS (ESI*) m/z: caled
for Cg1HgyOP* (IM]*) 943.6006, found 943.6042; 'H NMR (600 MHz, CDCl3): 555 0.82, 0.83,
0.84,0.94,0.97 (all s, 3H each, H-23-H-27), 1.20 (s, 3H, CMe), 1.21 (s, 3H, CMe), 1.66 (s, 3H,
H-30), 0.67-1.96 (m, 30H, CH, CH; BN scaffold and (CH,)3 fragment of linker), 2.03 (s, 3H,
CH3CO0), 2.38 (td, 1H, J; =5.8 Hz, ], = 10.9 Hz, H-19), 2.57 (s, 2H, O(CO)CH>), 3.83 (d, 1H, |
=11.0 Hz, H-28b), 3.88-3.95 (m, 2H, CH,P), 4.01 (t, 2H, ] = 6.7 Hz, (CO)OCH,), 4.17 (d, 1H,
J =11.0 Hz, H-28a), 4.46 (dd, 1H, J; = 5.5 Hz, |, = 10.5 Hz, H-3), 4.57 (s, br, 1H, H-29b), 4.64
(s, br, 1H, H-29a), 7.65-7.91 (m, 15H, PPh3) ppm; *C NMR (100 MHz, CDCl3): ¢ 14.7, 16.0,
16.1,16.5,18.1,19.1,20.8, 21.3, 22.21, 22.25, 22.7 (d, Jc p = 50.1 Hz), 23.6, 25.1, 25.4, 25.5, 26 4,
26.6,26.9,27.9,28.0,29.5,29.7,34.1,34.5,37.0, 37.5, 37.8, 38.3, 40.5, 40.8, 42.6, 44.4, 46.2, 47 7,
48.7,50.2,55.3,62.7,63.9, 80.9, 109.8, 118.4 (d, Jc p = 85.8 Hz), 130.4 (d, Jc p = 12.4 Hz), 133.7
(d, Jep =99 Hz), 134.9 (d, Jc p = 3.0 Hz), 150.0, 171.0, 171.7, 176.6 ppm; 3'P NMR (161.9
MHz, CDCl3): ép 24.35 ppm; IR (ATR) v: 2948, 1727, 1247, 1181, 725, 690 em L.

3.2.5. General Procedure for the Synthesis of
3,28-Bis(bromoalkoxycarbonyl)propanoyl)betulin (8)

3,28-0,0'-Bis(3'-carboxypropanoyl)betulin (5, 0.25 mmol, 160.6 mg, 1 eq.), DMF (2
mL/100 mg 5) and MeCN (0.2 mL/100 mg 5), the appropriate dibromoalkane (Br(CH;),,Br,
n=3,4,5;1.5mmol, 6 eq.) and K,CO3 (0.50 mmol, 69.1 mg, 2 eq.) were stirred at 50 °C for
18-20 h. The obtained mixture was diluted with cold water (10 x volume) and extracted
with ethyl acetate (6 x 19 mL). The combined organic layers were washed with brine
(2 x 90 mL), dried over MgSQy, and the solvent was evaporated under reduced pressure.
Then, crude product 8 was washed with methanol (2 x 1.0 mL) and was further purified
by column chromatography (DCM/MeOH, gradient: 100:1 to 50:1).

3,28-0’,0'-Bis(3'-(3"-bromopropyloxycarbonyl)propanoyl)betulin (8a) was obtained as a
resin (143.8 mg, 65% yield); Ry = 0.23 (DCM:MeOH, 100:1); HRMS (ESI*) m/z: calcd for
Cy4HgoBr,Og ([IM+H]*) 833.3359, found 833.3360; 'H NMR (600 MHz, CDCls): &y 0.83,
0.84, 0.85,0.97, 1.02 (all s, 3H each, H-23-H-27), 1.68 (s, 3H, H-30), 0.74-2.03 (m, 24H, CH,
CHj; BN scaffold), 2.15-2.21 (m, 4H, 2 x CH; fragment of linker), 2.43 (td, 1H, J; =5.8 Hz,
J» =11.1 Hz, H-19), 2.61-2.68 (m, 8H, 2 x O(CO)CH,CH)y), 3.45-3.47 (m, 4H, 2 x CH,Br),
3.87 (d, 1H, ] = 10.3 Hz, H-28b), 4.22-4.26 (m, 4H, 2 x (CO)OCH,), 4.29 (dd, 1H, J; = 1.9 Hz,
J» =11.0 Hz, H-28a), 4.46—4.51 (m, 1H, H-3), 4.59 (s, br, 1H, H-29b), 4.68 (d, 1H, ] = 2.1 Hz,
H-29a) ppm; '3C NMR (150 MHz, CDCl3): §¢ 14.7,16.0, 16.1, 16.5, 18.1, 19.1, 20.8, 23.6, 25.1,
27.0,27.9,29.10, 29.16, 29.2, 29.3, 29.5, 29.6, 29.7, 31.6, 31.7, 34.1, 34.5, 37.0, 37.6, 37.8, 38.3,
40.9,42.7,46.4,47.7,48.8,50.3, 55.4, 62.39, 62.43, 63.1, 81.4, 109.9, 150.1, 171.9, 172.1, 172.2,
172.5 ppm; IR (ATR) v: 2943, 1732, 1157 cm 1.

3,28-0,0'-Bis(3'-(4"-bromobutyloxycarbonyl)propanoyl)betulin (8b) was obtained as a
resin (159.8 mg, 70% yield); Ry = 0.26 (DCM:MeOH, 100:1); HRMS (ESI*) m/z: calcd for
Cy6H7,BroOgNa([M+Na]*) 933.3492, found 933.3525; 'H NMR (600 MHz, CDCl3): &y 0.83,
0.84, 0.85,0.97, 1.02 (all s, 3H each, H-23-H-27), 1.68 (s, 3H, H-30), 0.70-2.06 (m, 32H, CH,
CH,; BN scaffold and 2 x (CHjy), fragment of linker), 2.43 (td, 1H, J; = 5.7 Hz, ], = 11.1 Hz,
H-19), 2.60-2.68 (m, 8H, 2 x O(CO)CH,CH)y), 3.43-3.45 (m, 4H, 2 x CH;Br), 3.87 (d, 1H, |
=11.0 Hz, H-28b), 4.11-4.13 (m, 4H, 2 x (CO)OCHy), 4.29 (d, 1H, ] = 11.0 Hz, H-28a), 4.48
(dd, 1H, J; =5.8 Hz, ], = 10.5 Hz, H-3), 4.58 (s, br, 1H, H-29b), 4.68 (s, br, 1H, H-29a) ppm;
13C NMR (150 MHz, CDCly): §¢ 14.6, 15.9, 16.0, 16.4, 18.0, 19.0, 20.7, 23.5, 25.0, 25.1, 26.9,
27.1,27.8,29.1,29.0, 29.41, 29.44, 29.6, 32.9, 34.0, 34.4, 36.9, 37.4, 37.7, 38.2, 40.8, 42.6, 46.3,
47.6,48.7,50.1,55.3, 62.9, 63.5, 63.6, 81.2, 109.8, 149.9, 171.8, 172.09, 172.14, 172.4 ppm; IR
(ATR) v: 2944, 1730, 1157 cm L.
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3,28-0O,0’-Bis(3'~(5"-bromopentyloxycarbonyl)propanoyl)betulin (8c) was obtained as a
resin (150.5 mg, 64% yield); Ry = 0.32 (DCM:MeOH, 100:1); HRMS (ESI") m/z: caled for
CygH76Br,OgNa ([M+Na]*) 961.3805, found 961.3886; 'H NMR (600 MHz, CDCl3): &3 0.83,
0.84, 0.85,0.97, 1.02 (all s, 3H each, H-23-H-27), 1.68 (s, 3H, H-30), 0.72-2.00 (m, 36H, CH,
CH,; BN scaffold and 2 x (CHy)3 fragment of linker), 2.43 (td, 1H, J; = 5.8 Hz, ], = 11.1 Hz,
H-19), 2.60-2.68 (m, 8H, 2 x O(CO)CH,CHy), 3.40-3.42 (m, 4H, 2 x CH,Br), 3.87 (d, 1H,
J =122 Hz, H-28b), 4.08-4.11 (m, 4H, 2 x (CO)OCH,), 4.29 (dd, 1H, J; =2.0Hz, ], =11.2
Hz, H-28a), 4.49 (dd, 1H, J; = 5.5 Hz, J, = 10.9 Hz, H-3), 4.59 (s, br, 1H, H-29b), 4.68 (d, 1H,
] = 2.2 Hz, H-29a) ppm; *C NMR (150 MHz, CDCl3): §¢c 14.7, 16.0, 16.1, 16.5, 18.1, 19.1,
20.8,23.6,24.6,25.1,27.0,27.7,27.9,28.1,28.2,29.2,29.5,29.3,29.7,32.3,33.4,34.1, 34.5, 37.0,
37.6,37.8,38.3,40.9,42.7,46.4,47.7, 48.8, 50.2, 55.4, 63.0, 64.3, 64.4, 81.3, 109.9, 150.1, 171.9,
172.25,172.32,172.6 ppm; IR (ATR) v: 2943, 1731, 1157 cm ™~ 1.

3.2.6. General Procedure for the Synthesis of Bis(triphenylphoshonium) Derivatives of BN
(9, 3,28-bisTPP¥ BN)
3,28-0,0'-Bis(3’-(3"-bromoalkoxycarbonyl)propanoyl)betulin (8a-8c) (0.1 mmol, 1 eq.)
and triphenylphosphine (0.3 mmol, 78.7 mg, 3 eq.) were dissolved in dry DCM (1-2 mL)
and stirred at room temperature for 10-15 min until homogenization was reached. The
solvent was evaporated under reduced pressure, and the residue was heated in an oil bath
at 120 °C under an Ar atmosphere. The obtained mixture was washed with diethyl ether
(5 x 4 mL) at 50 °C. Then, the crude product was crystalized from ethyl acetate/diethyl
ether (1:4, v/v) and dried under reduced pressure at 50 °C for 6 h or purified using column
chromatography (DCM:MeOH, 10:1, v/v).
3,28-0,0'-Bis(3'-(3"-triphenylphosphoniopropyloxycarbonyl)propanoyl)betulin bromide (9a)
was obtained as a resin (74.7 mg, 53% yield); R¢ = 0.13 (DCM:MeOH, 10:1); HRMS (EST*)
m/z: caled for C4oHyoO4P? (IM]?*) 624.3368, found 624.3379; 'TH NMR (600 MHz, CDCl3):
411 0.70, 0.72, 0.73, 0.88, 0.89 (all s, 3H each, H-23-H-27), 1.60 (s, 3H, H-30), 0.60-1.90 (m,
24H, CH, CH; BN scaffold), 1.92-2.00 (m, 4H, 2 x CH,; fragment of linker), 2.31 (td, 1H, J;
=5.7Hz, ], =10.9 Hz, H-19), 2.51-2.60 (m, 8H, 2 x O(CO)CH,CH,), 3.75 (d, 1H, ] =10.8
Hz, H-28b), 3.92-3.99 (m, 4H, 2 x CH,P), 4.17 (dd, 1H, J; = 1.9 Hz, ], = 11.0 Hz, H-28a),
4.31(dd, 1H, J; =5.7 Hz, ], = 10.4 Hz, H-3), 4.34-4.38 (m, 4H, 2 x (CO)OCH,), 4.52 (s, br,
1H, H-29b), 4.60 (d, 1H, ] = 2.2 Hz, H-29a), 7.63-7.83 (m, 30H, 2 x PPh;) ppm; 3C NMR
(150 MHz, CDCly): 6¢c 14.7,16.0, 16.1, 16.5, 18.1, 19.1, 19.7 (d, Jc p = 51.8 Hz), 20.8, 22.3, 23.6,
25.1,27.0, 28.0,29.1, 29.5, 294, 29.7, 34.1, 34.5, 37.0, 37.6, 37.8, 38.3, 40.9, 42.7, 46.4, 47 .8,
48.7,50.3,55.4,62.9,63.5 (d, Jcp = 18.4 Hz), 81.3, 109.9, 118.1 (d, Jcp = 86.3 Hz), 130.5 (d,
Jep =128 Hz), 133.8 (d, Jcp = 9.2 Hz), 135.1 (d, Jc p = 0.5 Hz), 150.0, 171.99, 172.0, 172.1,
172.7 ppm; 3P NMR (162 MHz, CDCl3): 5p 24.61, 24.54 ppm; IR (ATR) v: 2946, 1730, 1438,
1158, 724,691 cm ™.
3,28-0,0’-Bis(3’-(4"-triphenylphosphoniobutyloxycarbonyl)propanoyl)betulin bromide (9b)
was obtained as a resin (115.0 mg, 80% yield); R¢ = 0.19 (DCM:MeOH, 10:1); HRMS (ESI*)
m/z: caled for Cy41Hs; O4P2+ ([M]?) 638.3525, found 638.3536; TH NMR (600 MHz, CDCl5):
o 0.73,0.75, 0.89, 0.93, 1.18 (all s, 3H each, H-23-H-27), 1.61 (s, 3H, H-30), 0.60-2.05 (m,
32H, CH, CH; BN scaffold and 2 x (CHy); fragment of linker), 2.38 (td, 1H, J; = 5.6 Hz, ],
=10.9 Hz, H-19), 2.41-2.52 (m, 8H, 2 x O(CO)CH,CH,), 3.77 (d, 1H, ] = 10.1 Hz, H-28b),
3.89-3.97 (m, 4H, 2 x CH,P), 4.05-4.08 (m, 4H, 2 x (CO)OCH,), 4.22 (d, 1H, J; =11.4 Hz,
H-28a), 4.35 (m, 1H, H-3), 4.52 (s, br, 1H, H-29b), 4.61 (d, 1H, ] = 3.1 Hz, H-29a), 7.58-7.87
(m, 30H, 2 x PPh3) ppm; 13C NMR (100 MHz, CDCl3): 5¢ 14.7, 16.0, 16.1, 16.5, 18.1, 19.1,
19.2,19.3,20.8,22.2, (d, Jc.p = 50.0 Hz), 23.6, 25.1, 25.3, 27.0, 27.9, 28.9, 29.0, 29.1, 29.5, 29.6,
34.0,34.5,37.0, 37.5, 37.8, 38.3, 40.8, 42.7, 46 .4, 47.7, 48.7, 50.2, 55.4, 63.0, 63.4, 81.3, 109.9,
118.2 (d, Jc.p = 88.8 Hz), 130.4 (d, Jc.p = 129 Hz), 133.7 (d, Jc p = 9.9 Hz), 135.0 (d, Jc p = 3.0
Hz), 150.0, 171.9, 172.16, 172.18, 172.6 ppm; 3!P NMR (162 MHz, CDCl3): &p 24.51 ppm; IR
(ATR) v: 2936, 1728, 1438, 1160, 725, 691 cm 1.
3,28-0,0’-Bis(3'-(5"-triphenylphosphoniopentyloxycarbonyl)propanoyl)betulin bromide (9c)
was obtained as a resin (129.0 mg, 88% yield); R¢ = 0.11 (DCM:MeOH, 10:1); HRMS (ESI*)
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m/z: caled for C4oHs304P? (IM]?*) 652.3681, found 652,3667; 'TH NMR (400 MHz, CDCl3):
851 0.73, 0.74, 0.87, 0.92, 1.17 (all s, 3H each, H-23-H-27), 1.59 (s, 3H, H-30), 0.60-1.97 (m,
36H, CH, CH; BN scaffold and 2 x (CHj)3 fragment of linker), 2.33 (td, 1H, J; = 5.7 Hz, ],
=10.8 Hz, H-19), 2.44-2.57 (m, 8H, 2 x O(CO)CH,CH,), 3.77 (d, 1H, ] = 11.4 Hz, H-28b),
3.78-3.88 (m, 4H, 2 x CH,P), 3.89-3.98 (m, 4H, 2 x (CO)OCH,), 4.18 (d, 1H, ] = 11.3 Hz,
H-28a), 4.37 (dd, 1H, ] = 8.0 Hz, H-3), 4.50 (s, br, 1H, H-29b), 4.59 (s, br, 1H, H-29a), 7.60-7.82
(m, 30H, 2 x PPh3) ppm; 13C NMR (100 MHz, CDCly): 5¢ 14.7, 16.0, 16.1, 18.5,18.1, 19.1,
20.8,22.2,22.3,22.8 (d, Jcp = 49.3 Hz), 23.6, 25.1, 26.7, 27.9,28.1,29.1,29.2,29.5,29.7, 34.1,
34.5,37.0,37.6,37.8,38.3,40.9, 42.7, 46.4, 47.7, 48.8, 50.2, 55.4, 63.0, 64.00, 64.04, 81.2, 109.9,
118.4 (d, Jcp = 85.0 Hz), 130.5 (d, Jc p = 12.2 Hz), 133.8 (d, Jc p = 9.8 Hz), 135.0 (d, Jc p = 3.0
Hz), 150.1, 172.0, 172.28, 172.30, 172.6 ppm; 3!P NMR (162 MHz, CDCl3): 5p 24.36 ppm.

3.3. Biological Evaluation
3.3.1. Cytotoxicity Assay
Cell Lines

The human colorectal carcinoma cell line (HCT 116) and the human breast adenocarci-
noma cell line (MCEF-7) cells were purchased from the American Type Culture Collection
(ATCC, Manassas, VA, USA). The Normal Human Dermal Fibroblast (NHDF) cells were
purchased from Lonza (Dermal Fibroblasts, Lonza, Poland). All cells were cultured under
standard conditions at 37 °C in a humidified atmosphere at 5% CO, in DMEM/F12 medium
(PAA) supplemented with 10% of heat-inactivated fetal bovine serum (FBS, EURx, Gdansk,
Poland) and antibiotics (penicillin/streptomycin).

Cell Viability Assay

Cells were seeded at 7500 (HCT 116) or 10,000 (MCF-7, NHDF) cells/well in 96-well
plates. After 24 h, the culture medium was removed and 100 uL of fresh medium containing
the test compounds at 0-12.5 uM concentrations was added to the culture wells. The test
compounds were dissolved in DMSO to obtain a stock solution with a concentration of
5 mM (betulin) or 10 mM (other test compounds). The stock solution was diluted with
the fresh culture medium to the desired concentration. Controls were cells grown in
medium without the addition of test compounds. After 24 h of incubation with the test
compounds, 10 puL of CCK-8 reagent (Bimake, Houston, TX, USA) was added to each well.
After 2 h, the absorbance of the samples was measured at a wavelength of 450 nm using a
microplate reader (Epoch, BioTek Instruments, Winooski, VT, USA). The determinations
were conducted in at least three biological replications (each biological replication contained
3 technical replications). The cell viability rate was calculated using CalcuSyn software
(version 2.0, Biosoft, Cambridge, UK).

3.3.2. Antibacterial Assay

Antibacterial analysis was performed using the S. aureus ATCC 25923, S. epidermidis
ATCC 12228, and Escherichia coli ATCC 25922 bacteria strains. The test compounds were
dissolved in DMSO to obtain a stock solution with a concentration of 5 mM (betulin) or
10 mM (other test compounds). The stock solution was diluted with water to the desired
concentration (25-250 uM). Then, 1 mL of the investigated solutions was mixed with 1 mL
of culture medium (TSB, Biomaxima, Lublin, Poland) in a sterile glass tube. The initial
concentration of bacteria was around 5 x 106 CFU/mL. The concentration of bacteria was
measured using an optical densitometer before and after 18 h of bacteria culture in glass
tubes at 37 °C (incubator POL-EKO, Wodzislaw Slaski, Poland). The investigations were
repeated for three independent samples. The control sample was the culture medium
without any supplementation.

4. Conclusions

In conclusion, we designed and synthesized nine new molecular hybrids of BN by
covalent linkage of the alkyltriphenylphosphonium moiety to the parent skeleton via
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the linker O(CO)CH,CR,COO. We developed a few-stage methodology that enabled the
preparation of both mono- and bis(TPP?) derivatives from easily available, cheap, natural
active substance (BN) by simple transformations in high yields. The advantage of this
protocol are the simple synthetic procedures and easy purification of the final products.

As expected, the triphenylphosphonium derivatives of BN showed a greater cytotoxic-
ity than natural BN toward the cell lines tested (HCT 116 and MCEF-7). Importantly, analogs
(7a-7¢) with one triphenylphoshonium cation were almost twice less toxic against healthy
cells (NHDF), which demonstrated their selectivity. TPP®-conjugates with BN showed
antimicrobial properties against the Gram-positive reference S. aureus ATCC 25923 and
S. epidermidis ATCC 12228 bacteria when their concentration in the water solution was
200 uM.

The obtained results show that the bioavailability of natural BN can be improved by
combining its backbone via linkers with a mitochondria-targeted TPP® moiety. Addition-
ally, our study provides important data about the properties of BN conjugates with TPP®
and encourages further research on the structural modifications of the parent BN skeleton.

Supplementary Materials: The following can be downloaded at: https://www.mdpi.com /xxx/s].
Supporting information includes the 'H, 13C, 3'P NMR spectra of betulin and all of the synthesized
compounds (1-9) as well as the gHSQC and FTIR for the selected compounds.

Author Contributions: Conceptualization and methodology, M.G.; Synthesis and characterization
of chemical compounds, M.S. and P.G.; Cytotoxicity tests, A.L.; Antibacterial tests, A.K.-K.; Mass
spectra, K.E.; Supervision, M.G.; Analysis and interpretation of the results, M.G., A.L., AK.-K,, M.S.
and P.G.; Writing—original draft preparation, M.G., A.L., A K.-K,, M.S. and P.G.; Writing—review
and editing, M.G.; Supervision, M.G. All authors have read and agreed to the published version of
the manuscript.

Funding: This research was supported by the Silesian University of Technology (Poland) Grant BK
No. 04/020/BK_22/1035 and Grant BK No. 04/050/BK_22/0139.

Institutional Review Board Statement: Not applicable.
Informed Consent Statement: Not applicable.

Data Availability Statement: Not applicable.

Conflicts of Interest: The authors declare no conflict of interest.

Sample Availability: Samples of compounds 7 and 9 are available from the authors.

References

1.

Sung, H.; Ferlay, |J.; Siegel, R.L.; Laversanne, M.; Soerjomataram, I; Jemal, A.; Bray, F. Global Cancer Statistics 2020: GLOBOCAN
Estimates of Incidence and Mortality Worldwide for 36 Cancers in 185 Countries. CA Cancer |. Clin. 2021, 71, 209-249. [CrossRef]
[PubMed]

Krasutsky, P.A. Birch Bark Research and Development. Nat. Prod. Rep. 2006, 23, 919-942. [CrossRef]

Amiri, S.; Dastghaib, S.; Ahmadi, M.; Mehrbod, P.; Khadem, F,; Behrouj, H.; Aghanoori, M.-R.; Machaj, F.; Ghamsari, M.; Rosik,
J.; et al. Betulin and Its Derivatives as Novel Compounds with Different Pharmacological Effects. Biotechnol. Adv. 2020, 38,
107409-107448. [CrossRef] [PubMed]

Jonnalagadda, S.C.; Suman, P.; Morgan, D.C.; Seay, ].N. Recent Developments on the Synthesis and Applications of Betulin and
Betulinic Acid Derivatives as Therapeutic Agents. Stud. Nat. Prod. Chem. 2017, 53, 45-84. [CrossRef]

Grymel, M.; Pastuch-Gawotek, G.; Lalik, A.; Zawojak, M.; Boczek, S.; Krawczyk, M.; Erfurt, K. Glycoconjugation of Betulin
Derivatives Using Copper-Catalyzed 1,3-Dipolar Azido-Alkyne Cycloaddition Reaction and a Preliminary Assay of Cytotoxicity
of the Obtained Compounds. Molecules 2020, 25, 6019. [CrossRef] [PubMed]

Hordyjewska, A.; Ostapiuk, A.; Horecka, A. Betulin and Betulinic Acid in Cancer Research. J. Pre-Clin. Clin. Res. 2018, 12, 72-75.
[CrossRef]

Drag-Zalesifiska, M.; Drag, M.; Poreba, M.; Borska, S.; Kulbacka, ].; Saczko, J. Anticancer Properties of Ester Derivatives of Betulin
in Human Metastatic Melanoma Cells (Me-45). Cancer Cell Int. 2017, 17, 4-14. [CrossRef] [PubMed]

So, HM.; Eom, HJ; Lee, D.; Kim, S.; Kang, K.S.; Lee, LK.; Baek, K.-H.; Park, J.Y.; Kim, K.H. Bioactivity Evaluations of Betulin
Identified from the Bark of Betula Platyphylla Var. Japonica for Cancer Therapy. Arch. Pharm. Res. 2018, 41, 815-822. [CrossRef]
[PubMed]


https://www.mdpi.com/xxx/s1
http://doi.org/10.3322/caac.21660
http://www.ncbi.nlm.nih.gov/pubmed/33538338
http://doi.org/10.1039/b606816b
http://doi.org/10.1016/j.biotechadv.2019.06.008
http://www.ncbi.nlm.nih.gov/pubmed/31220568
http://doi.org/10.1016/B978-0-444-63930-1.00002-8
http://doi.org/10.3390/molecules25246019
http://www.ncbi.nlm.nih.gov/pubmed/33353244
http://doi.org/10.26444/jpccr/92743
http://doi.org/10.1186/s12935-016-0369-3
http://www.ncbi.nlm.nih.gov/pubmed/28053599
http://doi.org/10.1007/s12272-018-1064-9
http://www.ncbi.nlm.nih.gov/pubmed/30109574

Molecules 2022, 27, 5156 19 of 20

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

Chrobak, E.; Jastrzebska, M.; Bebenek, E.; Kadela-Tomanek, M.; Marciniec, K.; Latocha, M.; Wrzalik, R.; Kusz, J.; Boryczka, S.
Molecular Structure, In Vitro Anticancer Study and Molecular Docking of New Phosphate Derivatives of Betulin. Molecules 2021,
26, 737. [CrossRef] [PubMed]

Orchel, A.; Chodurek, E.; Jaworska-Kik, M.; Paduszyniski, P.; Kaps, A.; Chrobak, E.; Bebenek, E.; Boryczka, S.; Borkowska, P.;
Kasperczyk, ]. Anticancer Activity of the Acetylenic Derivative of Betulin Phosphate Involves Induction of Necrotic-Like Death
in Breast Cancer Cells In Vitro. Molecules 2021, 26, 615. [CrossRef]

Karagoz, A.C.; Leidenberger, M.; Hahn, F; Hampel, F.; Friedrich, O.; Marschall, M.; Kappes, B.; Tsogoeva, S.B. Synthesis of New
Betulinic Acid/Betulin-Derived Dimers and Hybrids with Potent Antimalarial and Antiviral Activities. Bioorg. Med. Chem. 2019,
27,110-115. [CrossRef] [PubMed]

Viszwapriya, D.; Subramenium, G.A.; Radhika, S.; Pandian, S.K. Betulin Inhibits Cariogenic Properties of Streptococcus Mutans
by Targeting VicRK and Gtf Genes. Antonie Van Leeuwenhoek 2017, 110, 153-165. [CrossRef] [PubMed]

Salin, O.; Alakurtti, S.; Pohjala, L.; Siiskonen, A.; Maass, V.; Maass, M.; Yli-Kauhaluoma, J.; Vuorela, P. Inhibitory Effect of the
Natural Product Betulin and Its Derivatives against the Intracellular Bacterium Chlamydia Pneumoniae. Biochem. Pharmacol.
2010, 80, 1141-1151. [CrossRef]

Alakurtti, S.; Heiska, T.; Kiriazis, A.; Sacerdoti-Sierra, N.; Jaffe, C.L.; Yli-Kauhaluoma, J. Synthesis and Anti-Leishmanial Activity
of Heterocyclic Betulin Derivatives. Bioorg. Med. Chem. 2010, 18, 1573-1582. [CrossRef] [PubMed]

Pecak, P.; Orzechowska, B.; Chrobak, E.; Boryczka, S. Novel Betulin Dicarboxylic Acid Ester Derivatives as Potent Antiviral
Agents: Design, Synthesis, Biological Evaluation, Structure-Activity Relationship and in-Silico Study. Eur. |. Med. Chem. 2021, 225,
113738. [CrossRef] [PubMed]

Zhao, H,; Liu, Z.; Liu, W,; Han, X.; Zhao, M. Betulin Attenuates Lung and Liver Injuries in Sepsis. Int. Immunopharmacol. 2016, 30,
50-56. [CrossRef]

Wu, H.; Morris-Natschke, S.L.; Xu, X.; Yang, M.; Cheng, Y,; Yu, S.; Lee, K. Recent Advances in Natural Anti HIV Triterpenoids
and Analogs. Med. Res. Rev. 2020, 40, 2339-2385. [CrossRef] [PubMed]

Ren, C,; Jin, J.; Hu, W,; Chen, Q.; Yang, J.; Wu, Y;; Zhou, Y.; Sun, L.; Gao, W.; Zhang, X,; et al. Betulin Alleviates the Inflammatory
Response in Mouse Chondrocytes and Ameliorates Osteoarthritis via AKT/Nrf2/HO-1/NF-KB Axis. Front. Pharmacol. 2021, 12,
754038. [CrossRef] [PubMed]

Laavola, M.; Haavikko, R.; Hdmaéldinen, M.; Leppénen, T.; Nieminen, R.; Alakurtti, S.; Moreira, V.M.; Yli-Kauhaluoma, J.;
Moilanen, E. Betulin Derivatives Effectively Suppress Inflammation in Vitro and in Vivo. . Nat. Prod. 2016, 79, 274-280.
[CrossRef] [PubMed]

De Benedetto, A.; Agnihothri, R.; McGirt, L.Y.; Bankova, L.G.; Beck, L.A. Atopic Dermatitis: A Disease Caused by Innate Inmune
Defects? J. Investig. Dermatol. 2009, 129, 14-30. [CrossRef]

Spivak, A.Y.; Nedopekina, D.A.; Khalitova, R.R.; Gubaidullin, R.R.; Odinokov, V.N.; Bel’skii, Y.P.; Bel’skaya, N.V.; Khazanov,
V.A. Triphenylphosphonium Cations of Betulinic Acid Derivatives: Synthesis and Antitumor Activity. Med. Chem. Res. 2017, 26,
518-531. [CrossRef]

Honig, B.H.; Hubbell, W.L.; Flewelling, R.F. Electrostatic Interactions in Membranes and Proteins. Annu. Rev. Biophys. Biophys.
Chem. 1986, 15, 163-193. [CrossRef] [PubMed]

Tsepaeva, O.V.; Nemtarev, A.V,; Abdullin, T.I; Grigor’eva, L.R.; Kuznetsova, E.V.; Akhmadishina, R.A.; Ziganshina, L.E.; Cong,
H.H.; Mironov, V.F. Design, Synthesis, and Cancer Cell Growth Inhibitory Activity of Triphenylphosphonium Derivatives of the
Triterpenoid Betulin. J. Nat. Prod. 2017, 80, 2232-2239. [CrossRef] [PubMed]

Zielonka, J.; Joseph, J.; Sikora, A.; Hardy, M.; Ouari, O.; Vasquez-Vivar, J.; Cheng, G.; Lopez, M.; Kalyanaraman, B. Mitochondria-
Targeted Triphenylphosphonium-Based Compounds: Syntheses, Mechanisms of Action, and Therapeutic and Diagnostic
Applications. Chem. Rev. 2017, 117, 10043-10120. [CrossRef] [PubMed]

Kalyanaraman, B.; Cheng, G.; Hardy, M.; Ouari, O.; Lopez, M.; Joseph, ].; Zielonka, J.; Dwinell, M.B. A Review of the Basics of
Mitochondrial Bioenergetics, Metabolism, and Related Signaling Pathways in Cancer Cells: Therapeutic Targeting of Tumor
Mitochondria with Lipophilic Cationic Compounds. Redox Biol. 2018, 14, 316-327. [CrossRef] [PubMed]

Marrache, S.; Pathak, R.K,; Dhar, S. Detouring of Cisplatin to Access Mitochondrial Genome for Overcoming Resistance. Proc.
Natl. Acad. Sci. USA 2014, 111, 10444-10449. [CrossRef] [PubMed]

Smith, R.A.].; Hartley, R.C.; Murphy, M.P. Mitochondria-Targeted Small Molecule Therapeutics and Probes. Antioxid. Redox Signal.
2011, 15, 3021-3038. [CrossRef]

Spivak, A.Y,; Nedopekina, D.A.; Gubaidullin, R.R.; Dubinin, M.V,; Belosludtsev, K.N. Conjugation of Natural Triterpenic Acids
with Delocalized Lipophilic Cations: Selective Targeting Cancer Cell Mitochondria. J. Pers. Med. 2021, 11, 470. [CrossRef]

Han, M.; Vakili, M.R.; Soleymani Abyaneh, H.; Molavi, O.; Lai, R.; Lavasanifar, A. Mitochondrial Delivery of Doxorubicin via
Triphenylphosphine Modification for Overcoming Drug Resistance in MDA-MB-435/DOX Cells. Mol. Pharm. 2014, 11, 2640-2649.
[CrossRef] [PubMed]

Millard, M.; Gallagher, J.D.; Olenyuk, B.Z.; Neamati, N. A Selective Mitochondrial-Targeted Chlorambucil with Remarkable
Cytotoxicity in Breast and Pancreatic Cancers. J. Med. Chem. 2013, 56, 9170-9179. [CrossRef] [PubMed]

Boukalova, S.; Stursa, J.; Werner, L.; Ezrova, Z.; Cerny, J.; Bezawork-Geleta, A.; Pecinova, A.; Dong, L.; Drahota, Z.; Neuzil, J.
Mitochondrial Targeting of Metformin Enhances Its Activity against Pancreatic Cancer. Mol. Cancer Ther. 2016, 15, 2875-2886.
[CrossRef] [PubMed]


http://doi.org/10.3390/molecules26030737
http://www.ncbi.nlm.nih.gov/pubmed/33572631
http://doi.org/10.3390/molecules26030615
http://doi.org/10.1016/j.bmc.2018.11.018
http://www.ncbi.nlm.nih.gov/pubmed/30503412
http://doi.org/10.1007/s10482-016-0785-3
http://www.ncbi.nlm.nih.gov/pubmed/27757704
http://doi.org/10.1016/j.bcp.2010.06.051
http://doi.org/10.1016/j.bmc.2010.01.003
http://www.ncbi.nlm.nih.gov/pubmed/20116263
http://doi.org/10.1016/j.ejmech.2021.113738
http://www.ncbi.nlm.nih.gov/pubmed/34425312
http://doi.org/10.1016/j.intimp.2015.11.028
http://doi.org/10.1002/med.21708
http://www.ncbi.nlm.nih.gov/pubmed/32666531
http://doi.org/10.3389/fphar.2021.754038
http://www.ncbi.nlm.nih.gov/pubmed/34721040
http://doi.org/10.1021/acs.jnatprod.5b00709
http://www.ncbi.nlm.nih.gov/pubmed/26915998
http://doi.org/10.1038/jid.2008.259
http://doi.org/10.1007/s00044-016-1771-z
http://doi.org/10.1146/annurev.bb.15.060186.001115
http://www.ncbi.nlm.nih.gov/pubmed/2424473
http://doi.org/10.1021/acs.jnatprod.7b00105
http://www.ncbi.nlm.nih.gov/pubmed/28782948
http://doi.org/10.1021/acs.chemrev.7b00042
http://www.ncbi.nlm.nih.gov/pubmed/28654243
http://doi.org/10.1016/j.redox.2017.09.020
http://www.ncbi.nlm.nih.gov/pubmed/29017115
http://doi.org/10.1073/pnas.1405244111
http://www.ncbi.nlm.nih.gov/pubmed/25002500
http://doi.org/10.1089/ars.2011.3969
http://doi.org/10.3390/jpm11060470
http://doi.org/10.1021/mp500038g
http://www.ncbi.nlm.nih.gov/pubmed/24811541
http://doi.org/10.1021/jm4012438
http://www.ncbi.nlm.nih.gov/pubmed/24147900
http://doi.org/10.1158/1535-7163.MCT-15-1021
http://www.ncbi.nlm.nih.gov/pubmed/27765848

Molecules 2022, 27, 5156 20 of 20

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

44.

45.

46.

47.

48.

49.

Rohlenova, K.; Sachaphibulkij, K.; Stursa, J.; Bezawork-Geleta, A.; Blecha, ].; Endaya, B.; Werner, L.; Cerny, J.; Zobalova, R;;
Goodwin, J.; et al. Selective Disruption of Respiratory Supercomplexes as a New Strategy to Suppress Her2 high Breast Cancer.
Antioxid. Redox Signal. 2017, 26, 84-103. [CrossRef]

Skulachev, V.P. A Biochemical Approach to the Problem of Aging: “Megaproject” on Membrane-Penetrating Ions. The First
Results and Prospects. Biochem. Mosc. 2007, 72, 1385-1396. [CrossRef] [PubMed]

Antonenko, Y.N.; Avetisyan, A.V.; Bakeeva, L.E.; Chernyak, B.V.; Chertkov, V.A.; Domnina, L.V; Ivanova, O.Y.; Izyumov, D.S,;
Khailova, L.S.; Klishin, S.S.; et al. Mitochondria-Targeted Plastoquinone Derivatives as Tools to Interrupt Execution of the Aging
Program. Biochemistry 2008, 73, 1273-1287. [PubMed]

Severin, EE,; Severina, L.I.; Antonenko, Y.N.; Rokitskaya, T.I.; Cherepanov, D.A.; Mokhova, E.N.; Vyssokikh, M.Y.; Pustovidko,
A.V,; Markova, O.V,; Yaguzhinsky, L.S.; et al. Penetrating cation/fatty acid anion pair as a mitochondria-targeted protonophore.
Proc. Natl. Acad. Sci. USA 2010, 107, 663-668. [CrossRef]

Smith, R.A J.; Hartley, R.C.; Cochemé, H.M.; Murphy, M.P. Mitochondrial Pharmacology. Trends Pharmacol. Sci. 2012, 33, 341-352.
[CrossRef]

Spivak, A.Y.; Keiser, J.; Vargas, M.; Gubaidullin, R.R.; Nedopekina, D.A.; Shakurova, E.R.; Khalitova, R.R.; Odinokov, V.N.
Synthesis and Activity of New Triphenylphosphonium Derivatives of Betulin and Betulinic Acid against Schistosoma Mansoni in
Vitro and in Vivo. Bioorg. Med. Chem. 2014, 22, 6297-6304. [CrossRef] [PubMed]

Nedopekina, D.A.; Gubaidullin, R.R.; Odinokov, V.N.; Maximchik, P.V.; Zhivotovsky, B.; Bel’skii, Y.P.; Khazanov, V.A.; Manuylova,
A.V,; Gogvadze, V.; Spivak, A.Y. Mitochondria-Targeted Betulinic and Ursolic Acid Derivatives: Synthesis and Anticancer Activity.
MedChemComm 2017, 8, 1934-1945. [CrossRef]

Spivak, A.Y.; Nedopekina, D.A.; Shakurova, E.R.; Khalitova, R.R.; Gubaidullin, V.N.; Odinokov, V.N.; Dzhemilev, U.M.; Bel’skii,
Y.P; Bel’skaya, N.V,; Stankevic, S.A; et al. Synthesis of lupane triterpenoids with triphenylphosphonium substituents and studies
of their antitumor activity. Russ. Chem. Bull. Int. Ed. 2013, 62, 188-198. [CrossRef]

Tsepaeva, O.V,; Nemtarev, A.V.; Salikhova, T.I.; Abdullin, T.I; Grigor‘eva, L.R.; Khozyainova, S.A.; Mironov, V.E Synthesis,
Anticancer, and Antibacterial Activity of Betulinic and Betulonic Acid C-28-Triphenylphosphonium Conjugates with Variable
Alkyl Linker Length. Anticancer Agents Med. Chem. 2020, 20, 286-300. [CrossRef]

Tsepaeva, O.V.; Mironov, V.F; Khairutdinov, B.I,; Zue, Y.F. Reaction of 30-Bromolup-20(29)-ene-3,28-diyl Diacetate with
Triphenylphosphine. Russ. J. Org. Chem. 2014, 50, 919-920. [CrossRef]

Ye, Y,; Zhang, T.; Yuan, H.; Li, D.; Lou, H.; Fan, P. Mitochondria-Targeted Lupane Triterpenoid Derivatives and Their Selective
Apoptosis-Inducing Anticancer Mechanisms. J. Med. Chem. 2017, 60, 6353-6363. [CrossRef] [PubMed]

Xu, G.; Xu, X,; Liu, J; Jia, Q.; Ke, C.; Zhang, H.; Xu, C.; Ou, E.; Tan, W. Mitochondria-Targeted Triphenylphosphonium Conjugated
C-3 Modified Betulin: Synthesis, Antitumor Properties and Mechanism of Action. ChemMedChem 2022, 17, €202100659. [CrossRef]
[PubMed]

Grymel, M.; Zawojak, M.; Adamek, J. Triphenylphosphonium Analogues of Betulin and Betulinic Acid with Biological Activity:
A Comprehensive Review. J. Nat. Prod. 2019, 82, 1719-1730. [CrossRef]

Thibeault, D.; Gauthier, C.; Legault, J.; Bouchard, J.; Dufour, P; Pichette, A. Synthesis and Structure-Activity Relationship Study
of Cytotoxic Germanicane- and Lupane-Type 33-O-Monodesmosidic Saponins Starting from Betulin. Bioorg. Med. Chem. 2007, 15,
6144-6157. [CrossRef] [PubMed]

Kazakova, O.B.; Giniyatullina, G.V.; Yamansarov, E.Y.; Tolstikov, G.A. Betulin and Ursolic Acid Synthetic Derivatives as Inhibitors
of Papilloma Virus. Bioorg. Med. Chem. Lett. 2010, 20, 4088—4090. [CrossRef]

Kashiwada, Y.; Chiyo, J.; Ikeshiro, Y.; Nagao, T.; Okabe, H.; Cosentino, L.M.; Fowke, K.; Lee, K.H. 3,28-Di-O-(Dimethylsuccinyl)-
Betulin Isomers as Anti-HIV Agents. Bioorg. Med. Chem. Lett. 2001, 11, 183-185. [CrossRef]

Komissarova, N.G.; Dubovitskii, S.N.; Orlov, A.V.; Shitikova, O.V. New Conjugates of Betulin with 2-Aminoethanesulfonic Acid.
Chem. Nat. Compd. 2019, 55, 300-304. [CrossRef]

Krukiewicz, K.; Bednarczyk-Cwynar, B.; Turczyn, R.; Zak, ]. K. EQCM Verification of the Concept of Drug Immobilization and
Release from Conducting Polymer Matrix. Electrochim. Acta 2016, 212, 694-700. [CrossRef]


http://doi.org/10.1089/ars.2016.6677
http://doi.org/10.1134/S0006297907120139
http://www.ncbi.nlm.nih.gov/pubmed/18205623
http://www.ncbi.nlm.nih.gov/pubmed/19120014
http://doi.org/10.1073/pnas.0910216107
http://doi.org/10.1016/j.tips.2012.03.010
http://doi.org/10.1016/j.bmc.2014.07.014
http://www.ncbi.nlm.nih.gov/pubmed/25245671
http://doi.org/10.1039/C7MD00248C
http://doi.org/10.1007/s11172-013-0028-y
http://doi.org/10.2174/1871520619666191014153554
http://doi.org/10.1134/S1070428014060323
http://doi.org/10.1021/acs.jmedchem.7b00679
http://www.ncbi.nlm.nih.gov/pubmed/28671831
http://doi.org/10.1002/cmdc.202100659
http://www.ncbi.nlm.nih.gov/pubmed/34881517
http://doi.org/10.1021/acs.jnatprod.8b00830
http://doi.org/10.1016/j.bmc.2007.06.033
http://www.ncbi.nlm.nih.gov/pubmed/17614290
http://doi.org/10.1016/j.bmcl.2010.05.083
http://doi.org/10.1016/S0960-894X(00)00635-1
http://doi.org/10.1007/s10600-019-02672-0
http://doi.org/10.1016/j.electacta.2016.07.055

	Introduction 
	Results and Discussion 
	Synthesis of BN Analogs (2–5) 
	Synthesis of 28-TPP-Conjugates Derivatives of BN 
	Synthesis of 3,28-bisTPP-Conjugates Derivatives of BN 
	Cytotoxicity Studies 
	Antibacterial Studies 

	Materials and Methods 
	General Information 
	Chemistry 
	General Procedure for the Synthesis of 3-O-Acetyl-28-O'-(carboxyacyl)betulin (4) 
	Synthesis of 3,28-O,O'-Bis(3'-carboxypropanoyl)betulin (5) 
	General Procedure for the Synthesis of Bromides of BN (6) 
	General Procedure for the Synthesis of Triphenylphosphonium Derivatives of BN (7, 28-TPP BN) 
	General Procedure for the Synthesis of 3,28-Bis(bromoalkoxycarbonyl)propanoyl)betulin (8) 
	General Procedure for the Synthesis of Bis(triphenylphoshonium) Derivatives of BN (9, 3,28-bisTPP BN) 

	Biological Evaluation 
	Cytotoxicity Assay 
	Antibacterial Assay 


	Conclusions 
	References

