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Abstract: Antibiotic resistance has become a serious global problem that threatens public health.
In our previous work, we found that ocotillol-type triterpenoid saponin showed good antibacterial
activity. Based on preliminary structure-activity relationship, novel serious C-3 substituted
ocotillol-type derivatives 7-26 were designed and synthesized. The in vitro antibacterial activity was
tested on five bacterial strains (B. subtilis 168, S. aureus RIN4220, E. coli DH5«x, A. baum ATCC19606
and MRSA USA300) and compared with the tests on contrast. Among these derivatives, C-3
position free hydroxyl substituted compounds 7-14, showed good antibacterial activity against
Gram-positive bacteria. Furthermore, compound 22 exhibited excellent antibacterial activity with
minimum inhibitory concentrations (MIC) values of 2 ng/mL against MRSA USA300 and 4 pg/mL
against B. subtilis. The structure-activity relationships of all current ocotillol-type derivatives our team
synthesised were summarized. In addition, the prediction of absorption, distribution, metabolism,
and excretion (ADME) properties and the study of pharmacophores were also conducted. These
results can provide a guide to further design and synthesis works.

Keywords: triterpenoid saponin; ocotillol; antibacterial activity; synthesis; structure-activity relationship

1. Introduction

Since the discovery of penicillin, antimicrobial drugs have saved millions of people’s lives and
eased patients suffering from chronic infections. However, the emergence of antibiotic resistance has
become a serious global problem that threatens public health, and the development of novel treatments
and agents is extremely urgent [1,2]. The main reason for the extreme difficulty to treat the infection of
bacteria is the shortage of new therapeutic methods to discover new antibacterial drugs. This situation
has given rise to fears of a “post-antibiotic era’, as it has been approximated that 5-20 new antibacterial
drugs need to enter clinical development to contend with the existing problem [3]. Hence, multiple
approaches to discover antibiotics are needed.

Research has demonstrated that natural products play a dominant role in the discovery of leads
for the development of drugs for the treatment of human diseases [4]. Triterpenoids, which have more
than 20,000 structures identified to date are one of the most abundant classes of natural products [5,6].
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The class of triterpenoids have attracted much attention due to their remarkably broad spectrum of
pharmacological activities, such as anticancer, antimicrobial, antiinflammatory, immunomodulatory,
antidiabetic, antioxidant, antiviral, hepato- and cardio-protective effects [7-14]. A recent article
demonstrated that two new triterpenoid saponins isolated from the methanolic extract of the leaves
of Dolichandrone spathacea possess antibacterial activity against methicillin-resistant Staphylococcus
aureus (MRSA) [15] (Figure 1). Furthermore, the triterpenoid aglycone a-hederin, cationic triterpenoids
CSA and a clinically used triterpenoid fusidic acid also have been proved to possess antibacterial
activity [16] (Figure 1).

Ocotillol-type saponins are one kind of tetracyclic triterpenoids, bearing a tetrahydrofurane ring
in the side chain [17,18]. Natural ocotillol-type saponins have been isolated from Panax quinquefolius,
Panax japonicus L., Hana mina and Vietnamese ginseng [19]. Meng et al. found that 20(S)-protopanaxadiol
(PPD) and 20(R)-ocotillol enantiopure improved the pathological changes of myocardial ischemic
injury in rats [20]. Yang et al. indicated that ocotillol-type amide derivatives could overcome multidrug
resistance (MDR) in cancer [21]. In our previous work, the semi-synthesis of 20(S/R)-ocotillol type
saponins has been reported (Figure 1). Many of the ocotillo-type derivatives were synthesized and
showed good antibacterial activity against Gram-positive bacteria by modifying the structure of the
configuration. In our recent research, we designed C-3 with free aliphatic amino derivatives which
exhibited good antibacterial activity against Gram-positive bacteria; compound I was one of these
derivatives with a minimum inhibitory concentrations (MIC) value of 4 ug/mL against MRSA USA300.
Besides, when combined with kanamycin and chloramphenicol, compound I also showed good
synergistic inhibitory effects against Gram-positive bacteria [17]. Furthermore, through design and
synthesis of compound II, we found that the ocotillol-type triterpenoid core may play a role in the
bacterial membrane [22]. In addition, the preliminary structure-activity relationship was summarized
thus; that hydrogen donors at C-3 positions are of great importance and -NHj; on the C-3 side chain
is preferred for antibacterial activity [16,22-24]. According to our previous works, we intended to
introduce free hydroxyl groups at the C-3 position, as well free amino, to verify whether this group
can increase the antibacterial activity, and the antibacterial evaluations are described in the following.

Fusidic acid Ocotillol enantiopure I u

Figure 1. The structures of the extract from Dolichandrone spathacea (M1, M2), a-hederin, CSA, Fusidic
acid, Ocotillol enantiopure, I and II.
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2. Results and Discussion

2.1. Chemistry

Aiming at constructing a PPD skeleton, the synthetic routes were devised. We selected the acetyl
group to protect C-3 and C-12 hydroxy groups, then through epoxidation by 3-chloroperoxybenzoic
acid (m-CPBA) and removal of acetyl group reaction, the mother nuclei 3 and 4 were obtained and the
specific synthetic route were shown in Scheme 1. Ocotillol-type derivatives 7-26 were synthesized as
shown in Scheme 2. Compounds 3 and 4 were reacted with succinic anhydride to give intermediate
5 and 6, then the isomers 5 and 6 were coupled with different side chain binding free hydroxyl in
dry dichloromethane (DCM) as well as an appropriate amount of catalyst can produce ocotillol-type
derivatives 7-14. Similarly, target compounds 15-26 were obtained by binding the side chain, which
amino group was protected with t-butyloxycarboryl with 5 and then deprotection using trifluoroacetic
acid (TFA). The structures of all products were confirmed by 'H-NMR, '3C-NMR and HR-MS.

PPD 1 2 3 4

Scheme 1. Synthesis of ocotillol-type compounds 3 and 4. Reagent and conditions: (a) AcyO,
dimethylaminopyridine (DMAP), CHCl3, r.t. (b) m-CPBA, CH,Cly, 0 °C-r.t. (c) NaOH, CH30H,
H,O, reflux.

C-24(R/S) C-24(R/S)
7 R R=CH,CH, 8 S R=CH,CH,
9 R R=(CHy) 10 S  R=(CHyy
. 11 R Ri=CH,CCCH, 12 S R;=CH,CCCH,
’ 13 R R=p-Ph 14 S R=p-Ph
7-14
. o o
C-24RS)  y, C-24(R/S)  \h, C-24(R/S) C-24(R/S)
15 R Rz*)Y 16 S Rz—)Y 21 R Ry= oA H 22 S Rp= HaN H
0 HN HN m
17 R R27N 18 S RZ*W\ 23 R Ry ©f§<f 24§ Ry= @f\g/ﬁ(
N
° N 9 A o
15-26 19 R Rp= W 20 8 RTW 25 R Ry= HZN%/\‘)J\ 26 S Ry= HZNW\HK
o} NH, NH,

Scheme 2. Synthesis of ocotillol-type derivatives 7-26. Reagent and conditions: (a) Succinic anhydride,
DMAP, CH,Cly, r.t. (b) DMAP, 1-ethyl-3-(3-dimethylaminopropyl) carbodiimide (EDCI), diol, CH,Cly,
r.t. (c) DMAP, EDCI, Boc-amino, CH,Cly, r.t. (d) TFA, CH,Cly, r.t.

2.2. Antibacterial Activity

We tested ocotillol-type derivatives 7-19, 21-25 for in vitro activity against five types of bacteria,
including Gram-positive and Gram-negative strains, as well drug-resistant organisms (Table 1).
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Table 1. In vitro antibacterial activity of ocotillol-type derivatives 7-26 against B. subtilis 168, S. aureus
RN4220, E. coli DH5«, A. baum ATCC19606, MRSA USA300.

ICsp (ng/L)
Compound
B.sub  S.aureus E.coli P. aer A.baum  MRSA USA300
7 128 >128 >128 >128 >128 -
8 32 >128 >128 >128 >128 -
9 >128 >128 >128 >128 >128 -
10 >128 128 >128 >128 >128 -
11 32 128 32 >128 >128 -
12 >128 >128 >128 >128 >128 -
13 >128 >128 >128 >128 >128 -
14 >128 >128 >128 >128 >128 -
15 4 16 128 >128 64 -
16 4 16 >128 >128 >128 -
17 4 32 >128 >128 >128 -
18 4 8 128 >128 >128 -
19 4 16 >128 >128 >128 -
20 4 8 >128 >128 >128 -
21 16 - >128 >128 >128 32
22 4 - >128 >128 >128 2
23 16 - >128 >128 >128 16
24 2 - >128 >128 >128 8
25 4 16 32 32 16 -
26 4 8 16 32 16 -
OR 128 64 >128 >128 >128 128
(O1) 8 8 >128 >128 >128 8
Kanamycin 2 0.5 1 8 1 2
“-": Not determined.

Among the synthesized C-3 position free hydroxyl substituted compounds 7-14, the biological
evaluation revealed that compounds 10 and 11 (MIC value of 128 pg/mL) had less effect against S. aureus.
Meanwhile, target compounds 8 and 11 (MIC value of 32 pg/mL) showed moderate activity against
B. sub, compared with lead compound 3 (MIC value of 128 pg/mL). It was noteworthy that compound 11
(MIC 32 pg/mL against B. sub, 32 pug/mL against E. coli) was found to be more potent than compound 3
against both gram-positive and gram-negative bacteria. Consequently, we concluded that the antibacterial
activity of the the target compound was clearly selective, and the activity against the gram-positive
bacteria (B. sub) were stronger than that of the gram-negative bacteria (E. coli, A. baum).

After the derivatization of different amino acids in the C-3 position, bioactivity data indicated
that derivatives with 24(R)-configuration had significantly improved activity against Gram-positive
bacteria, compared with that of constructing compound 3. The same was true of compounds with
24(S)-configuration.

The data illustrated that, with unprotected primary amine groups, this series of target compounds
15-24 showed potent inhibitory activity against B. sub 168 with MIC values of about 2-16 ng/mL.
Furthermore, compound 24 showed the most potent activity with MIC value of 2 pg/mL, which is
equivalent to the positive drug kanamycin. The study found that the aliphatic amino acid derivatives
15-20 inhibited the growth of S. aureus in vitro with MIC values from 8 pug/mL to 32 ug/mL. Moreover,
aromatic amino acid derivatives 21-24 had mild to good inhibitory activity against MRSA, with MIC
values of about 8-32 pg/mL. in particular, compound 22 (MIC value of 2 ug/mL) had the same
antibacterial activity as kanamyvcin.

As shown in Table 1, compounds 21 and 23, derived from compound 3 with 24(R)-configuration,
possessed moderate activity against two kinds of Gram-positive bacterias, whereas 24(S)-configuration
compounds 22, 24 showed superior antibacterial capacity. Additionally, a similar inhibitory activity
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against S. aureus was observed between epimers 15, 17, 19 and 16, 18, 20 and the latter is more active
than the former. This showed that the C-24 position configuration had selection for activity.

The minimum inhibitory concentration demonstrated that most of the ocotillol 3-amino
derivatives displayed potent antibacterial activity against gram-positive bacteria. According to
previous studies [23], the speculative mechanism of cationic ocotillol-type triterpene derivatives
acted mainly on bacterial cell membranes, which can change the permeability and fluidity of cell
membranes or act as drug efflux pumps to increase the ability of traditional antibiotics to penetrate the
cell membrane. Considering the better antibacterial activity of free amino substituted derivities, two
new 3-amino derivatives were synthesised with two free aminos in the C-3 position. Initial minimum
inhibitory concentration was shown in Table 1.

As shown in Table 1, the derivatives 25 and 26 displayed significantly increased antibacterial
activity against gram-negative bacteria compared to the derivatives (15-24) while maintaining excellent
activity against Gram-positive bacterial. It is speculated that the compounds can act on the bilayer
membrane system of the gram-negative bacteria due to the increase of the free amino group. This
result proved the importance of cationic amino groups for antibacterial activity once again and provide
guidance for the design of novel compounds.

2.3. ADME Properties

Given the better antibacterial activity of two free amino substituted derivities, we further predicted
absorption, distribution, metabolism, and excretion (ADME) properties.

The ADME properties were displayed in Table 2 and the results were calculated using
ACD/Percepta. In order to explore the relationship between amino substitution and antibacterial
activities, the ADME properties of compounds 15-26 were predicted. As shown in Table 2 column 2,
those derivatives demonstrated similar solubility, except compounds 21-24 bearing aromatic groups.
The logarithm of the partition coefficient (LogP) and the logarithm of the distribution constant (LogD)
showed similar results. In contrast, compounds 25 and 26 showed a good solubility. Although it is
a pity that the predicted value of the software can not reflect the difference in configuration. This
result can also provide guidance for the design of new compounds, that is to say, the aliphatic series
derivatives with multiple amino groups at C-3 position may have a better activity.

Table 2. Absorption, distribution, metabolism, and excretion (ADME) property prediction of compounds.

Compound  Solubility LogP LogD %PPB  pKa LCs

3 —5.19 6.03 5.74 95.44 14.6 6.4
4 —5.19 6.03 5.74 95.44 14.6 6.4
15 —5.78 6.26 5.21 96.33 7.7 0.32
16 —-5.78 6.26 521 96.33 7.7 0.32
17 —6.02 7.67 6.32 97.45 7.8 0.10
18 —6.02 7.67 6.32 97.45 7.8 0.10
19 -5.82 7.14 5.95 97.00 7.8 0.14
20 —5.82 7.14 5.95 97.00 7.8 0.14
21 —6.76 8.01 7.04 99.03 7.0 0.054
22 —6.76 8.01 7.04 99.03 7.0 0.054
23 —7.52 7.94 7.01 99.37 6.8 0.12
24 —7.52 7.94 7.01 99.37 6.8 0.12
25 -5.92 5.90 248 94.12 10.5 0.18
26 -5.92 5.90 248 94.12 10.5 0.18

%PPB: The cumulative percentage of a compound bound to human plasma proteins; LogP: The logarithm of the
partition coefficient; LogD: the logarithm of the distribution constant; pKa: ionization constant; LCsp: median
lethal concentration.
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2.4. The Structure-Activity Relationships (SARs) of Ocotillol-Type Derivatives

Based on the previous data and our recent work, a more comprehensive structure-activity
relationship could be summarized in Figure 2: (a) C-3 and C-12: hydrogen bond donors rather
than hydrogen acceptors at C-3 and C-12 were important to improve activity against gram positive
bacteria, once when C-3 and C-12 converted to ketones, the activity, new substituted derivatives will
show decreased activity; (b) C-24: the C-24 configuration significantly affect antibacterial activity
without substitution at the C-3 OH and 24(S)-configuration rather than 24(R)-configuration was
preferred for compounds” activities; and (c) C-3: substitution at C-3 OH can cause changes in molecular
conformation resulting in bioactive 24(R)-compounds; an exception to hydrogen bond donors at
C-3 can improve activities was that some nitrated derivatives at C-3 could also exhibit antibacterial
activity with broader spectrum due to directed NO release on the bacterial membrane; polar aromatic
substitutions at the C-3 OH also furnish activity with broader spectrum; aliphatic chain substituted
derivatives displayed only mild activity against gram positive bacteria; hydroxyl was a hydrogen
bond donor, however the activities of derivatives with free hydroxyl at C-3 are poor; substitution at
C-3 OH with amino acid could enhanced activity against gram-positive bacteria and the antibacterial
spectrum will expend when two free amino substitute at C-3 OH.

a) hydrogen donor preferred

b) reduced activity when R is a ketone
a) 24(S)-configuration preferred
R b) substitution at C-3 OH can result in
F\ bioactive 24(R)-compounds

a) hydrogen donor preferred

b) reduced activity when R is a ketone

¢) free hydrogen substituted at C-3 is
unfavorable to activity

d) substitution at C-3 OH with amino acid
could enhanced activity

Figure 2. Structure-activity relationships (SARs) of ocotillol-type derivatives.

2.5. Pharmacophore Requirements

According to our previous studies, fourteen C-3 substituted ocotillol-type derivatives with good
antibacterial activities were selected to generate pharmacophores and guide the design of novel
derivatives. Galahad module of Sybyl-X 2.0 was used to generate pharmacophore using population
size of 20 and maximum generations as 10. Finally, 20 models were generated. (Figure 3) The best
pharmacophore model was chosen with low energy and high value of steric and hydrogen bonding.
Nine pharmacophoric features, namely three acceptor atoms (AA-2,3,4) and six hydrophobic centre
(HY-5,6,7,8,9,10) were identified. The two acceptor atoms were at the C-3 position, C-12 position and
the furan ring. Hydrophobic centre is the fused four-membered ring itself.

Figure 3. Pharmacophore requirements.
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3. Materials and Methods

3.1. Chemical Reagents and Instruments

Most chemicals and solvents were analytical grade and, when necessary, were purified and dried
using standard methods. Melting points were measured on an XT3A micro-melting point apparatus
and are uncorrected (Beijing Keyi Company, Beijing, China). 'H-NMR and '3C-NMR spectra were
recorded with a Bruker AV-400 instrument or a Bruker AV-300 (Bruker, Ettlingen, Germany) in the
indicated solvents (Tetramethyl silane TMS as internal standard), the values of the chemical shifts
expressed in 6 values (ppm) and the coupling constants (J) in Hz. High resolution mass spectra were
measured using an Agilent QTOF 6520 (Agilent, Palo Alto, CA, USA) and Q-Exactive Orbtitrap MS
system (Thermo Scientific, Waltham, MA, USA).

3.2. General Procedure for the Synthesis of Compounds 3—6

The synthesis of compounds 3, 4 used PPD as the starting material with three steps of acid
anhydride protection, epoxidation and base deprotection. The organic layer was washed with water
and brine and dried over anhydrous sodium sulfate, purified over silica gel (Scheme 1). In the
stirred solution of 3 and 4, butanedioic anhydride and DMAP were added at 35 °C for 5 h to afford
compounds 5 and 6. The specific synthesis method of compounds 3-6 were according to the published
procedures [16,22].

3.3. General Procedure for the Synthesis of Compounds 7-14

Diols (0.071 mmol) was added to a solution of 5 or 6 (0.035 mmol) in dry dichloromethane
(10 mL), then DMAP (0.05 mmol) and 1-ethyl-3-(3-dimethylaminopropyl) carbodiimide (EDCI)
(0.05 mmol) were added. After stirring at room temperature for 4 h, the reaction mixture was washed
with 10% hydrochloric acid, water and saturated brine, dried over anhydrous sodium sulfate and
concentrated. The organic mixture was purified by column chromatography over silica gel (petroleum
ether: acetone = 12:1-8:1). 'H-NMR, *C-NMR and HR-MS spectra of compounds are shown in
Supplementary Materials.

4-[(20S,24R)-Epoxy-12B,25-diol-dammarane-3 3-O]-4-oxo-butyryloxyethanol (7). White solid (yield 83.8%);
m.p. 39-40 °C; HR-MS (HESI) m/z caled. for C36HgoOg [M + H]*: 621.43610, found: 621.43286; TH-NMR
(CDCl3 400 MHz) ¢ (ppm): 0.83 (6H, s, -CH3s), 0.84 (6H, s, -CH3), 0.87 (3H, s, -CHs), 0.89 (3H, s, -CH3),
0.97 (3H, s, -CH3), 1.09 (3H, s, -CH3), 1.25 (3H, s, -CH3), 1.27 (3H, s, -CH3), 2.66 (4H, s, -CH,CHj-),
347 (1H,td, ] =104 Hz, | =45 Hz),3.80 (1H, td, ] =8.6 Hz, ] = 6.8 Hz; 2H, t, ] = 4.5 Hz), 4.23 (2H, t,
] =4.5Hz), 447 (1H, dd, ] = 8.6 Hz, ] = 7.7 Hz); '3 C-NMR (CDCl3, 100 MHz) é (ppm): 26.09, 27.58,
27.90, 28.56, 29.30, 29.34, 29.63, 29.67, 31.17, 31.28, 31.90, 32.58, 34.69, 37.02, 37.88, 38.56, 39.72, 47.91,
49.34, 50.36, 51.97, 55.99, 61.04, 66.30, 70.09, 70.91, 81.40, 85.38, 86.49, 172.23, 172.53.

4-[(20S,24S)-Epoxy-12B,25-diol-dammarane-3 5-O]-4-oxo-butyryloxyethanol (8). White solid (yield 84.9%);
m.p. 73-76 °C; HR-MS (HESI) m/z calcd. for C35HgoOg [M + H]*: 621.43610, found: 621.43457; TH-NMR
(CDCl3, 400 MHz) 6 (ppm): 0.84 (3H, s, -CHj3), 0.85 (6H, s, -CH3), 0.90 (3H, s, -CH3), 1.01 (3H, s, -CH3),
1.10 (3H, s, -CH3), 1.22 (3H, s, -CH3), 1.27 (3H, s, -CH3), 2.66 (4H, s, -CH,CHy-), 3.49 (1H, td, ] = 10.3 Hz,
J = 4.7 Hz),3.79 (2H, t, | = 4.7 Hz), 3.85 (1H, dd, ] = 10.7 Hz, ] = 5.3 Hz), 4.22 (2H, t, ] = 4.5 Hz), 4.48
(1H, dd, ] =9.2 Hz, ] = 7.2 Hz), 5.7 (1H, s); 3*C-NMR (CDCl3, 100 MHz) 6 (ppm): 24.15, 25.01, 27.88,
27.91, 28.47,28.81, 29.25, 29.58, 31.56, 31.58, 32.14, 34.60, 37.00, 37.85, 38.49, 39.68, 48.72, 48.83, 50.05,
52.09, 55.92, 60.90, 66.26, 70.02, 70.42, 81.35, 87.09, 87.32, 172.17, 172.5.
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4-[(20S,24R)-Epoxy-12 B,25-diol-dammarane-3 B-OJ-4-oxo-butyryloxybutanol (9). White solid (yield 84.8%);
m.p. 54-57 °C; HR-MS (HESI) m/z caled. for C3gHggOg [M + H]*: 649.46740, found: 649.46625; 'H-NMR
(CDCl3, 400 MHz) 6 (ppm): 0.84 (6H, s, -CHj3), 0.87 (3H, s, -CH3), 0.89 (3H, s, -CH3), 0.98 (3H, s, -CH3),
1.09 (3H, s, -CH3), 1.26 (3H, s, -CH3), 1.27 (3H, s, -CH3), 2.62 (4H, s, -CH,CHj-), 3.47 (1H, td, ] = 10.2 Hz,
J=44Hz),3.66 2H, t, | =6.4 Hz),3.82 (1H, td, ] = 8.6 Hz, ] = 6.8 Hz), 4.11 (2H, t, ] = 6.4 Hz), 4.46 (1H,
dd, ] =10.3 Hz, ] = 6.2 Hz); 3C-NMR (CDCl3, 100 MHz) § (ppm): 26.13, 27.58, 27.90, 27.93, 28.58, 29.09,
29.26,29.56, 29.68, 31.19, 31.33, 32.60, 34.74, 37.06, 37.90, 38.60, 39.75, 47.95, 49.39, 50.40, 52.00, 56.06,
62.33, 64.50, 70.09, 70.93, 81.21, 85.41, 86.51, 171.98, 172.36.

4-[(20S,24S)-Epoxy-12B,25-diol-dammarane-3 3-OJ-4-oxo-butyryloxybutanol (10). White solid (yield 81%);

m.p. 57-59 °C; HR-MS (HESI) m/z calcd. for C3gHgaOg [M + HJ*: 649.46740, found: 649.46637; IH-NMR
(CDCl3, 400 MHz) 6 (ppm): 0.85 (6H, s, -CH3), 0. 90 (3H, s, -CHj3), 0.98 (3H, s, -CH3), 1.01 (3H, s, -CH3),
1.10 (3H, s, -CH3), 1.22 (3H, s, -CH3), 1.25 (3H, s, -CH3), 1.27 (3H, s, -CH3), 2.62 (4H, s, -CH,CH3-), 3.49
(1H,td, ] =102 Hz, | =4.6 Hz), 3.64 2H, t, ] =6.4 Hz) 3.85 (1H, td, ] = 10.7 Hz, | = 5.3 Hz), 4.11 2H, t,
] = 6.3 Hz),4.47 (1H, dd, ] = 10.3 Hz, ] = 6.0 Hz); 3C-NMR (CDCl3, 100 MHz)  (ppm): 28.46, 28.80, 29.01,
29.19, 29.29, 29.49, 29.62, 29.95, 31.54, 31.58, 31.85, 32.13, 32.69, 34.60, 36.99, 37.36, 37.85, 38.48, 39.67, 48.71,
48.82,50.04, 52.08, 55.93, 62.13, 64.47, 69.99, 70.40, 81.14, 87.07, 87.31,171.92, 172.32,171.32, 172.32.

4-[(20S,24R)-Epoxy-12B,25-diol-dammarane-3 3-O]-4-oxo-butyryloxybutynol (11). White solid (yield 85.6%);
m.p. 40 °C; HR-MS (HESI) m/z caled. for C3gHgoOg [M + H]*: 645.43610, found: 645.43481; 'H-NMR
(CDCl3, 400 MHz) 6 (ppm): 0.84 (3H, s, -CH3), 0.87 (3H, s, -CH3), 0.89 (3H, s, -CH3), 0.97 (3H, s, -CH3),
1.10 (8H, s, -CH3), 1.25 (3H, s, -CH3), 1.26 (3H, s, -CH3), 1.27 (3H, s, -CH3), 2.62 (4H, m, -CH,CH,-),
3.47 (1H, td, ] = 10.4 Hz, | = 4.5 Hz), 3.82 (1H, td), 4.29 (2H, s), 4.46 (1H, dd, ] = 10.1 Hz, ] = 6.5 Hz),
4.73 (2H, s); 3C-NMR (CDCl3, 100 MHz) 6 (ppm): 26.10, 27.57, 27.88, 27.92, 28.56, 29.04, 29.38, 29.67,
31.18, 31.31, 31.90, 32.59, 34.72, 37.05, 37.88, 38.58, 39.74, 47.93, 49.36, 50.38, 50.97, 51.99, 52.45, 56.04,
70.11,70.92, 79.59, 81.33, 85.13, 85.39, 86.50, 171.62, 171.74.

4-[(20S,24S)-Epoxy-12B,25-diol-dammarane-3 -O]-4-oxo-butyryloxybutynol (12). White solid (yield 80.7%);
m.p. 64 °C; HR-MS (HESI) m/z caled. for C3gHgoOg [M + H]*: 645.43610, found: 645.43494; 'H-NMR
(CDCl3, 400 MHz) ¢ (ppm): 0.85 (6H, s, -CHj3), 0.90 (3H, s, -CHj), 1.01 (3H, s, -CH3), 1.10 (3H, s,
-CH3), 1.23 (3H, s, -CH3), 1.25 (3H, s, -CH3), 1.27 (3H, s, -CHj3), 2.62 (4H, m, -CH,CH;-), 3.49 (1H,
td, ] =10.3 Hz, ] =4.7 Hz), 3.82 (1H, td, ] = 10.8 Hz, | = 5.3 Hz), 4.28 (2H, t, ] = 1.7 Hz), 4.48 (1H, dd,
] =103 Hz, ] = 6.1 Hz), 4.73 (2H, t, ] = 3.4 Hz), 5.8 (2H, s); '*C-NMR (CDCl3, 100 MHz) § (ppm): 27.91,
27.97,28.50, 28.84, 29.02, 29.36, 29.66, 31.58, 31.62, 31.89, 32.18, 34.63, 37.04, 37.87, 38.51, 39.71, 48.75,
48.85, 50.08, 50.92, 52.12, 52.46, 55.97, 70.04, 70.45, 79.51, 81.32, 85.18, 87.13, 87.35, 128.80, 171.64, 171.73.

4-[(20S,24R)-Epoxy-12B,25-diol-dammarane-3 3-O]-4-oxo-butyryloxy phenol (13). White solid (yield 83%);
m.p. 68 °C; HR-MS (HESI) m/z caled. for C4oHgoOg [M + H]*: 669.43610, found: 669.43536; TH-NMR
(CDCl3, 400 MHz) 6 (ppm): 0.84 (3H, s, -CH3), 0.85 (3H, s, -CH3), 0.89 (3H, s, -CH3), 0.97 (3H, s, -CH3),
1.10 (3H, s, -CH3), 1.25 (3H, s, -CH3), 1.26 (3H, s, -CH3), 1.28 (3H, s, -CH3), 2.71 (2H, t, -CH»-), 2.83, (2H,
t,-CH,-), 3.51 (1H, td, ] = 8.4 Hz), 3.82 (1H, td, ] = 6.8 Hz), 4.49 (1H, dd, ] = 10.1 Hz, ] =5.0 Hz), 6.78
(2H, Ph), 6.90 (2H, Ph); *C-NMR (CDCl3, 100 MHz) 6 (ppm): 26.06, 27.62, 27.90, 27.98, 28.58, 29.37,
29.52,29.68, 30.02, 31.21, 31.31, 31.91, 32.62, 34.73, 37.04, 37.92, 38.58, 39.75, 47.95, 49.38, 50.41, 52.02,
56.05,70.32, 71.01, 81.40, 85.38, 86.54, 115.92, 122.32, 143.95, 153.63, 171.32, 171.85.

4-[(20S,24S)-Epoxy-12B,25-diol-dammarane-3 B-O]-4-oxo-butyryloxy phenol (14). White solid (yield 79%);
m.p. 88 °C; HR-MS (HESI) m/z caled. for C49HgoOg [M + H]*: 669.43610, found: 669.43536; 'H-NMR
(CDCl3, 400 MHz) § (ppm): 0.84 (3H, s, -CH3), 0.86 (3H, s, -CH3), 0.89 (3H, s, -CH3), 0.91 (3H, s, -CH3),
1.01 (3H, s, -CH3), 1.10 (3H, s, -CH3), 1.25 (3H, s, -CH3), 1.27 (3H, s, -CH3), 2.71 (2H, t, -CH;-), 2.84
(2H, t, -CHj-), 3.52 (1H, td, ] = 8.4 Hz), 3.85 (1H, dd, ] = 10.8 Hz, ] = 5.3 Hz), 4.50 (1H, dd, ] = 5.8 Hz,
J =10.6 Hz), 5.95 (H, s, OH), 6.17 (H, s, OH), 6.78 (2H, Ph), 6.90 (2H, Ph); 13C-NMR (CDCl3, 100 MHz)
0 (ppm): 24.11, 25.02, 27.95, 27.97, 28.50, 28.82, 28.31, 29.46, 29.67, 31.54, 31.57, 32.19, 34.61, 37.01, 37.88,
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38.48, 39.69, 48.68, 48.80, 50.06, 52.13, 55.94, 70.10, 70.58, 81.37, 87.18, 87.36, 115.92, 122.28, 143.78,
153.74,171.41, 171.89.

3.4. General Procedure for the Synthesis of Compounds 15-26

To a solution of 3 or 4 in dry dichloromethane (10 mL), Boc-amino acids (0.21 mmol), DMAP
(0.05 mmol) and EDCI (0.15 mmol) were added, and the mixture was stirred at room temperature for
7 h. The reaction mixture was washed with water and saturated brine, dried over anhydrous sodium
sulfate, filtered, and concentrated. The organic mixture was purified by column chromatography over
silica gel (trichloromethane:methanol = 250:1). The above intermediate (0.036 mmol) was dissolved in
ethyl acetate-35% HCl (10 mL, 20:1), then stirred at 35 °C for 2 h. The reaction solution was washed with
saturated sodium bicarbonate, water, and saturated brine in that order, dried over anhydrous sodium
sulfate, filtered, and concentrated. The organic mixture was purified by column chromatography over
silica gel (trichloromethane: methanol = 200:1) to provide compounds 15-20.

The intermediate of Boc-amino acids at C-3 was directly dissolved in dry dichloromethane (8 mL),
trifluoroacetic acid (1 mL) was added, and the mixture was stirred at room temperature for 2 h.
The reaction solution was washed with saturated sodium bicarbonate, water, and saturated brine
in that order, dried over anhydrous sodium sulfate, filtered, and concentrated. Silica gel column
chromatography (dichloromethane:methanol = 80:1-10:1) gave the desired product 21-26.

(20S,24R)-Epoxy-3B-O-(2-aminopropionyl)-dammarane-128,25-diol (15). Light yellow solid (90.2%); m.p.
78-80 °C; HR-MS (HESI) m/z calcd. for C33HsyNOs [M + H]*: 548.4315, found: 548.4321; 'H-NMR
(CDCl3, 300 MHz) § (ppm): 0.77(3H, s, -CH3), 0.79 (3H, s, -CH3), 0.81 (3H, s, -CH3), 0.83 (3H, s, -CH3),
0.91 (3H, s, -CH3), 1.02 (3H, s, -CH3), 1.19 (3H, s, -CH3), 1.20 (3H, s, -CH3), 1.37 (3H, s, -CH3), 3.43 (1H,
dt, ] =10.2 Hz, ] = 4.7 Hz, -OCH-), 3.58 (1H, m, -NCH-), 3.78 (1H, dd, | = 10.8 Hz, | = 5.4 Hz, -OCH-),
4.45 (1H, dd, ] = 10.4 Hz, ] = 6.0 Hz, -OCH-); 3C-NMR (CDCl3, 75 MHz) ¢ (ppm): 15.38, 16.36, 16.48,
18.13, 18.17, 20.08, 23.68, 25.00, 26.13, 27.60, 27.91, 28.00, 28.59, 29.70, 31.19, 31.33, 32.61, 34.72, 37.06,
38.05, 38.56, 39.74, 47.94, 49.37, 50.39, 52.00, 56.01, 70.11, 70.92, 81.73, 85.41, 86.51, 175.21.

(20S,24S)-Epoxy-3B-O-(2-aminopropionyl)-dammarane-12 8,25-diol (16). Light yellow solid (82.1%); m.p.
79-80 °C; HR-MS (HESI) m/z calcd. for C33Hs;NOs [M + H]*: 548.4315, found: 548.4326; 'H-NMR
(CDCl3, 300 MHz) ¢ (ppm): 0.85 (3H, s, -CH3), 0.87 (3H, s, -CH3s), 0.92 (6H, s, -CH3), 1.02 (3H, s, -CH3),
1.11 (3H, s, -CH3), 1.23 (3H, s, -CH3), 1.28 (3H, s, -CH3), 1.40 (3H, s, -CH3), 3.53 (1H, dt, ] = 10.2 Hz,
J=4.7 Hz, -OCH-), 3.58 (1H, m, -NCH-), 3.88 (1H, dd, ] = 10.8 Hz, ] = 5.4 Hz, -OCH-), 4.53 (1H, dd,
J =10.4 Hz, ] = 6.0 Hz, -OCH-), 5.80 (1H, s, -OH); 3C-NMR (CDCl3, 75 MHz) ¢ (ppm): 15.45, 16.32,
16.50, 17.77,18.14, 20.29, 23.70, 24.18, 25.08, 26.13, 27.60, 27.91, 28.53, 28.87, 31.60, 31.68, 32.20, 34.65,
37.07, 38.05, 38.52, 39.74, 48.78, 48.88, 50.11, 52.14, 55.97, 70.08, 70.46, 81.54, 87.13, 87.39, 175.23.

(20S,24R)-Epoxy-3B-O-[(2-amino-4-methyl)pentanoyl)-dammarane-12,25-diol (17). Light yellow solid
(76.2%); m.p. 79-81 °C; HR-MS (ESI) m/z calcd. for C3sHgzNOs [M + H]*: 590.4784, found: 590.4779;
'H-NMR (CDClz, 300 MHz) 6 (ppm): 0.75 (3H, s, -CH3), 0.77 (3H, s, -CH3), 0.79 (3H, s, -CH3), 0.80
(8H, s, -CH3), 0.85 (3H, s, -CH3), 0.89 (3H, s, -CHj3), 1.00 (3H, s, -CH3), 1.17 (3H, s, -CH3), 1.18 (3H, s,
-CH3), 1.37 (3H, s, -CH3), 3.43 (1H, dt, ] = 10.2 Hz, ] = 4.7 Hz, -OCH-), 3.45 (1H, m, -NCH-), 3.74 (1H,
dd, ] =10.8 Hz, ] = 5.4 Hz, -OCH-), 4.45 (1H, dd, | = 10.4 Hz, ] = 6.0 Hz, -OCH-); 13C-NMR (CDCl;,
75 MHz) ¢ (ppm): 15.38, 16.38, 16.55, 18.17, 20.08, 22.15, 23.67, 24.81, 25.00, 26.14, 27.60, 27.92, 28.09,
28.59,29.70, 31.19, 31.33, 32.60, 34.74, 37.07, 37.96, 38.05, 38.53, 39.75, 43.75, 47.94, 49.36, 50.40, 52.01,
56.07,70.11, 70.94, 81.73, 85.41, 86.51, 175.20.
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(20S,24S)-Epoxy-3B-O-[(2-amino-4-methyl)pentanoyl)-dammarane-128,25-diol (18). Light yellow solid
(77.1%); m.p. 76-78 °C; HR-MS (ESI) m/z caled. for C3sHg3NOs [M + H]*: 590.4784, found: 590.4778;
'H-NMR (CDClz, 300 MHz) § (ppm): 0.79 (3H, s, -CH3), 0.80 (3H, s, -CH3), 0.85 (6H, s, -CHj), 0.88
(6H, s, -CH3), 0.94 (3H, s, -CH3), 1.04 (3H, s, -CH3), 1.16 (3H, s, -CH3), 1.21 (3H, s, -CH3), 3.43 (1H, dt,
J=10.2Hz, ] =47 Hz, -OCH-), 3.45 (1H, m, -NCH-), 3.81 (1H, dd, ] =10.8 Hz, ] = 5.4 Hz, -OCH-), 4.45
(1H, dd, ] = 10.4 Hz, ] = 6.0 Hz, -OCH-); 13C-NMR (CDCl3, 100 MHz)  (ppm): 15.38, 16.38, 16.55, 18.17,
20.08, 22.15, 23.67, 24.81, 25.00, 26.14, 27.60, 27.92, 28.09, 28.59, 29.70, 31.19, 31.33, 32.60, 34.74, 37.07,
37.96, 38.05, 38.53, 39.75, 43.75, 47.94, 49.36, 50.40, 52.01, 56.07, 70.11, 70.94, 81.73, 87.10, 87.33, 175.23.

(20S,24R)-Epoxy-3B-O-[(2-amino-3-methyl)butanoyl)-dammarane-12p,25-diol (19). Light yellow solid
(79.9%); m.p. 77-79 °C; HR-MS (ESI) m/z calcd. for C3sHg3NOs [M + H]*: 576.4628, found: 576.4627;
'H-NMR (CDCl3, 400 MHz) § (ppm): 0.87(6H, s, -CH3), 0.89 (6H, s, -CH3), 0.91 (6H, s, -CH3), 1.01 (3H,
s, -CH3), 1.10 (3H, s, -CH3), 1.23 (3H, s, -CH3), 1.28 (3H, s, -CH3), 3.28 (1H, d, | = 4.5, -OCH-), 3.53
(1H, dt, ] =10.2 Hz, ] = 4.7 Hz, -NCH-), 3.88 (1H, dd, | = 10.8 Hz, | = 5.4 Hz, -OCH-), 4.52 (1H, dd,
] =10.4 Hz, ] = 6.0 Hz, -OCH-); 3C-NMR (CDCl3, 100 MHz) 6 (ppm): 15.33, 16.38, 16.43, 18.12, 19.22,
20.22,23.18, 23.63, 24.89, 26.08, 27.56, 27.87, 28.30, 28.53, 29.65, 31.14, 31.27, 32.57, 34.66, 37.00, 37.99,
38.51, 39.69, 47.88, 49.32, 50.34, 51.95, 52.64, 55.96, 70.08, 70.88, 81.53, 85.35, 86.46, 175.52.

(20S,24S)-Epoxy-3B-O-[(2-amino-3-methyl)butanoyl)-dammarane-128,25-diol (20). Light yellow solid
(82.2%); m.p. 79-81 °C; HR-MS (ESI) m/z caled. for C3sHezsNOs [M + H]*: 576.4628, found: 576.4636;
576.4636; TH-NMR (CDCls, 400 MHz) 6 (ppm): 0.87(6H, s, -CHz), 0.90 (6H, s, -CHs), 1.01 (6H, s, -CHs),
1.10 (6H, s, -CH3), 1.23 (3H, s, -CH3), 1.28 (3H, s, -CH3), 3.28 (1H, d, J=4.5, -OCH-), 3.53 (1H, dt,
J=10.2Hz, ] = 4.7 Hz, -NCH-), 3.88 (1H, dd, ] = 10.8, ] = 5.4 Hz, -OCH-), 4.52 (1H, dd, ] = 10.4 Hz,
] = 6.0 Hz, -OCH-); 13C-NMR (CDCl3, 100 MHz) & (ppm): 15.42, 16.28, 16.59, 16.69, 17.72, 18.14, 19.64,
23.75,24.21, 25.00, 28.00, 28.03, 28.50, 28.84, 31.56, 31.64, 31.74, 32.16, 34.64, 37.02, 37.88, 38.50, 39.70,
48.76, 48.87, 50.08, 52.11, 55.98, 60.31, 69.98, 70.82, 81.28, 87.10, 87.33, 175.20.

(20S,24R)-Epoxy-3B-O-(2S-amino-phenylpropionyl)-dammarane-12§,25-diol (21). White solid (yield 45%);
m.p. 230-233 °C; HR-MS (HESI) m/z calcd. for C30Hg;NO5 [M + H]*: 624.46225, found: 624.46115;
'H-NMR (CDCls, 300 MHz) 6 (ppm) 0.76 (3H, s, -CH3), 0.78 (3H, s, -CH3), 0.85 (3H, s, -CH3), 0.93 (3H,
s, -CHj3), 1.05 (3H, s, -CHj3), 1.16 (3H, s, -CH3), 1.18 (3H, s, -CH3), 1.22 (3H, s, -CHj3), 2.21-2.14 (1H, m,
-CH,-), 2.74 (1H, dd, ] = 13.3 Hz, 8.5 Hz, -CH,-), 3.10 (1H, dd, ] = 13.5 Hz, 4.9 Hz, -CH>-), 3.46 (1H, td,
J=10.3 Hz, 4.6 Hz, -OCH-), 3.66 (1H, t, ] = 10.4 Hz, -NCH-), 3.83 (1H, dd, ] = 11.2 Hz, 5.4 Hz, -OCH-),
4.47 (1H, dd, ] = 10.3 Hz, 5.9 Hz, -OCH-), 7.23-7.15 (5H, m, Ar-H). 3C-NMR (CDCl3, 100 MHz) § (ppm)
13.81. 15.47, 16.44, 16.57, 18.23, 19.26, 23.72, 25.08, 26.21, 27.67, 27.99, 28.07, 28.67, 30.65, 31.28, 31.42,
32.69, 34.82, 37.14, 38.04, 38.68, 39.85, 48.04, 49.47, 50.50, 52.09, 56.14, 65.65, 71.02, 70.21, 81.93, 85.49,
86.59, 126.93, 128.69, 129.40, 137.25, 167.80.

(20S,24S)-Epoxy-3B-O-(2S-amino-phenylpropionyl)-dammarane-12 3,25-diol (22). White solid (yield 43%);
m.p. 236-240 °C; HR-MS (HESI) m/z calcd. for C30Hg;NOs [M + H]*: 624.46225, found: 624.46149;
'H-NMR (CDCl3, 300 MHz) 6 (ppm) 0.71 (3H, s, -CH3), 0.78 (3H, s, -CH3), 0.84 (3H, s, -CH3), 0.94 (3H,
s, -CHj3), 1.03 (3H, s, -CH3), 1.17 (3H, s, -CH3), 1.19 (3H, s, -CH3), 1.21 (3H, s, -CHj3), 2.21-2.14 (1H, m,
-CH,-),2.73 (1H, dd, | = 13.4 Hz, 8.4 Hz, -CH,-), 3.09 (1H, dd, | = 13.4 Hz, 4.9 Hz, -CH,-), 3.46 (1H, td,
J =104 Hz, 4.7 Hz, -OCH-), 3.65 (1H, t, ] = 10.0 Hz, -NCH-), 3.81 (1H, dd, ] = 11.0 Hz, 5.6 Hz, -OCH-),
4.46 (1H, dd, ] = 10.4 Hz, 5.8 Hz, -OCH-), 7.26-7.14 (5H, m, Ar-H)."*C-NMR (CDCl3, 100 MHz) J (ppm)
13.81. 15.55,16.40, 16.59, 17.84, 19.26, 23.74, 24.27, 25.18, 28.08, 28.96, 30.65, 31.71, 32.29, 34.76, 37.16,
38.04, 38.64, 39.84, 48.89, 49.00, 50.22, 52.23, 56.10, 65.65, 70.18, 70.56, 81.96, 87.22, 87.48, 126,94, 128.70,
129.40, 137.21, 167.79.
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(20S,24R)-Epoxy-3 B-O-(25-amino-3-mercaptopropanoyl)-dammarane-12 3,25-diol (23). White solid (yield
39%); m.p. 235-237 °C; HR-MS (HESI) m/z calcd. for C41HgN,O5 [M + HJ*: 663.47370, found:
663.47272; 'H-NMR (CDCl3, 300 MHz) & (ppm) 0.78 (3H, s, -CH3); 0.84 (3H, s, -CH3), 0.87 (3H, s, -CH3),
0.90 (3H, s, -CH3), 0.98 (3H, s, -CH3), 1.09 (3H, s, -CH3), 1.27 (3H, s, -CH3), 1.28 (3H, s, -CH3), 2.19 (1H,
t, ] = 8.8 Hz, -CH,-), 2.95 (1H, dd, ] = 14.3 Hz, 8.6 Hz, -CH;-), 3.35 (1H, dd, | = 14.3 Hz, 4.4 Hz, -CH,-),
3.52 (1H, dd, ] =10.4 Hz, 6.1 Hz, -OCH-), 3.85 (2H, t, | = 8.6 Hz, -OCH-), 452 (1H, t, ] = 8.7 Hz, -OCH-),
5.61 (1H, s, Ar-H), 7.16 (2H, td, ] = 14.9 Hz, 7.0 Hz, Ar-H), 7.36 (1H, d, ] =7.9 Hz, -NH-), 7.64 (1H, d,
] =7.6 Hz, Ar-H).13C-NMR (CDCl3, 100 MHz) 6 (ppm) 15.47, 16.44, 16.59, 17.83, 18.24, 23.63, 24.25,
25.09, 26.18, 27.66, 27.99, 28.44, 29.78, 31.27, 32.69, 34.81, 37.13, 38.08, 39.84, 48.03, 49.45, 50.49, 52.10,
52.23,56.13, 70.19, 70.26, 71.03, 82.42, 85.49, 86.60, 111.46, 118.67, 119.70, 122.36, 123.61, 127.30, 128.44,
129.45, 129.63, 136.21, 136.45, 170.97.

(20S,24S)-Epoxy-3B-O-(25-amino-3-mercaptopropanoyl)-dammarane-12 8,25-diol (24). White solid (yield
41%); m.p. 225-229 °C; HR-MS (HESI) m/z calcd. for C41HgN>Os [M + H]*: 663.47370, found:
663.47284; 'TH-NMR (CDCl3, 300 MHz) 6 (ppm) 0.79 (3H, s, -CH3), 0.85 (3H, s, -CH3), 0.91 (3H, s, -CH3),
1.01 (3H, s, -CH3), 1.10 (3H, s, -CH3), 1.23 (3H, s, -CH3), 1.25 (3H, s, -CH3), 1.28 (3H, s, -CH3), 2.25
(1H, m, -CHy-), 2.95 (1H, dd, ] = 14.2 Hz, 8.6 Hz, -CH;-), 3.35 (1H, dd, ] = 14.3 Hz, 4.5 Hz, -CH;-), 3.53
(1H, td, ] = 10.2 Hz, 5.6 Hz, -OCH-), 3.86 (2H, m, -OCH-), 4.53 (1H, t, ] = 9.6 Hz, -OCH-), 5.76 (1H,
s, Ar-H), 7.15 (2H, m, Ar-H), 7.36 (1H, d, ] = 7.8 Hz, Ar-H), 7.64 (1H, d, ] = 7.7Hz, -NH-).13C-NMR
(CDCl3, 100 MHz) ¢ (ppm) 15.54, 16.42, 16.64, 17.86, 18.24, 23.76, 24.31, 25.14, 28.06, 28.14, 28.64, 28.97,
29.42,29.80, 31.19, 31.70, 32.29, 34.75, 37.15, 38.06, 38.63, 39.83, 48.88, 48.98, 50.21, 52.24, 55.35, 56.09,
70.14,70.56, 81.60, 87.24, 87.46, 111.33, 111.53, 118.88, 119.59, 122.26, 123.02, 127.49, 136.40, 174.92.

(20S,24R)-Epoxy-3B-O-(L-lysyl)-dammarane-12 3,25-diol (25). White solid (yield 52%); m.p. 201-203 °C,
HR-MS (HESI) m/z caled. for C3HgsN,Os [M + H]*: 605.48880, found: 605.48920; 'H-NMR (CDCl3,
400 MHz) § (ppm) 0.82 (3H, s, -CHj3), 0.84 (3H, s, -CHj3), 0.87 (3H, s, -CH3), 0.89 (3H, s, -CHs), 0.97
(3H, s, -CH3), 1.08 (3H, s, -CH3), 1.25 (3H, s, -CH3), 1.26 (3H, s, -CHj3), 2.25 (1H, m, NCH,-), 2.95 (1H,
dd, ] =14.2 Hz, 8.6 Hz, NCH,-), 3.36 (2H, dd, ] = 12.0 Hz, 4.0 Hz, -NCH,-), 3.49 (2H, dt, ] = 10.3 Hz,
4.5 Hz, -OCH-), 3.83 (1H, m, -OCH-), 4.49 (1H, t, | = 8.3 Hz, -OCH-).3C-NMR (CDCl3, 100 MHz) §
(ppm) 15.46. 16.43, 16.65, 18.22, 22.85, 23.80, 25.06, 26.20, 27.65, 27.96, 28.14, 28.65, 31.26, 31.41, 32.67,
34.29, 34.81, 37.13, 38.06, 38.66, 39.83, 41.17, 49.02, 49.45, 50.47, 52.08, 54.56, 56.10, 70.18, 70.99, 81.52,
85.47, 86.57, 175.68.

(20S,245)-Epoxy-3B-O-(L-lysyl)-dammarane-12,25B-diol (26). White solid (yield 47%); m.p. 191-194 °C,
HR-MS (HESI) m/z caled. for C3sHgsN,Os [M + H]*: 605.48880, found: 605.48895; 'H-NMR (CDCls,
400 MHz) § (ppm) 0.82 (3H, s, -CH3), 0.84 (3H, s, -CH3), 0.88 (6H, s, -CH3), 0.88 (6H, s, -CH3), 0.98
(3H, s, -CHs), 1.07 (3H, s, -CHg), 1.20 (6H, s, -CH3), 1.22 (3H, s, -CH3), 1.24 (3H, s, -CHs), 2.67 (2H, t,
J = 6.6 Hz, NCH,-), 3.39 (1H, dd, ] = 7.3 Hz, ] = 5.2 Hz, -NCH-), 3.50 (1H, dt, ] = 10.2 Hz, ] = 5.1 Hz
-OCH-), 3.84 (1H, dd, ] = 10.8 Hz, ] = 5.4 Hz -OCH-), 4.49 (1H, t, ] = 12.0 Hz, -OCH-)'3C-NMR (CDCl;,
100 MHz) § (ppm) 15.56, 16.41, 16.68, 17.91, 22.10, 23.69, 23.80, 24.18, 26.91, 27.97, 28.16, 28.96, 29.78,
31.75, 31.94, 32.00, 32.33, 34.77, 34.84, 37.14, 38.05, 38.59, 39.41, 39.84, 48.87, 49.00, 50.19, 52.24, 53.61,
56.01, 70.26, 70.56, 82.75, 87.20, 87.53, 172.95.

3.5. Pharmacology

Luria-Bertani (LB) medium (100 pL per well) was added to the sterilized 96-well plate. B2, C2,
and D2 wells were used as healthy bacterial controls, and E11, F11, and G11 wells were used as blank
controls. 0.4 uL DMSO was added to the B3, C3, and D3 wells as a solvent control. The compounds
were dissolved to 50 mM in DMSO and 0.4 uL of these compound solutions was added to the remaining
wells (B4-G10). Then, 5 pL of the bacterial solution freshly grown in LB culture medium with an
absorbance of 0.6-1.0 on the same day was added to each well of B2-G10, incubated for 18 h at 37 °C
with shaking, stood still every 10 min and the absorbance was read at 600 nm.
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3.6. ADME Properties

The absorption, distribution, metabolism, and excretion (ADME) properties of fourteen
compounds were calculated by ACD/Percepta.

3.7. Pharmacophore Requirements

The GALAHAD module of Sybyl-X 2.0 was used to generate pharmacophore. Fourteen
ocotillol-type derivatives that we had synthesised were selected with good activity against B. sub,
including the compounds that at the C-3 position had free amino and carboxy group. All the structures
are attached in Appendix A Table Al [16-18,23]. The final pharmacophore models were achieved with
follow operations, including a population size value of 20, a maximum generation value of 100 and the
value of molecular required hitting was 8.

4. Conclusions

In this study, based on the previous data and primary structure-activity relationship, a series
of ocotillol-type derivatives were synthesized and tested for antibacterial activities against the
gram-positive bacteria (S. aureus, B. sub) and gram-negative bacteria (E. coli, A. baum). It was discovered
that these derivatives with free hydroxyl at C-3 have poor activity. However, the activities of derivatives
substituted at C-3 with amino acid could enhanced activity against gram-positive bacteria and the
antibacterial spectrum will expand when two free aminos were substituted at C-3; compounds
25 and 26 were such representatives. In addition, ADME property prediction showed that those
derivatives with good activities also had fine ADME properties. Therefore, further research on this
series of compounds is necessary. The results of the pharmacophores provided guidance for our next
structural modification and transformation. Based on current research, we will focus on designing
more derivatives as novel efficient broad spectrum antibacterial agents.

Supplementary Materials: The following are available online. 'H-NMR, '3C-NMR and HR-MS spectra of compounds.

Author Contributions: Y.B., ].-Y.X. and C.M. conceived and designed the experiments; K.-YW., H.-Y.Z., Z-W.Z,,
Y.-C.C. performed the experiments; Y.B. and Q.-G.M. analyzed the data; K.-Y.W. and Y.B. wrote the paper.

Funding: This work was funded by National Natural Science Foundation of China (81773563).

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

Appendix A
Table A1. Dataset used for Pharmacophore analysis.
Cpd. Structure ICsp (ng/L) Cpd. Structure ICsp (ug/L)
2a 4 4a 2
2b 2 15 4
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Table A1. Cont.

Cpd. Structure ICsp (ug/L) Cpd. Structure ICsp (ug/L)

2¢ 4
2d 4
2e 16
3a 4 23 16
3b 8 25 4
ICsp: against B. sub.
References
1.  Nambiar, S.; Laessig, K.; Toerner, J.; Farley, J.; Cox, E. Antibacterial Drug Development: Challenges, Recent
Developments, and Future Considerations. Clin. Pharmacol. Ther. 2014, 96, 147-149. [CrossRef] [PubMed]
2. Arshad, M,; Bhat, A.R.; Hoi, KK.; Choi, I.; Athar, F. Synthesis, characterization and antibacterial screening of
some novel 1,2 4-triazine derivatives. Chin. Chem. Lett. 2017, 28, 1559-1565. [CrossRef]
3. Jackson, N.; Czaplewski, L.; Piddock, L.J.V. Discovery and development of new antibacterial drugs: Learning
from experience? J. Antimicrob. Chemother. 2018, 73, 1452-1459. [CrossRef] [PubMed]
4. Newman, D.J.; Cragg, G.M. Natural Products as Sources of New Drugs from 1981 to 2014. |. Nat. Prod. 2016,
79, 629-661. [CrossRef] [PubMed]
5. Thimmappa, R.; Geisler, K.; Louveau, T.; O’'Maille, P.; Osbourn, A. Triterpene biosynthesis in plants.
Annu. Rev. Plant Biol. 2014, 65, 225-257. [CrossRef] [PubMed]
6.  Bonini, S.A.; Premoli, M.; Tambaro, S.; Kumar, A.; Maccarinelli, G.; Memo, M.; Mastinu, A. Cannabis sativa:

A comprehensive ethnopharmacological review of a medicinal plant with a long history. J. Ethnopharmacol.
2018, 227, 300-315. [CrossRef] [PubMed]


http://dx.doi.org/10.1038/clpt.2014.116
http://www.ncbi.nlm.nih.gov/pubmed/25056394
http://dx.doi.org/10.1016/j.cclet.2016.12.037
http://dx.doi.org/10.1093/jac/dky019
http://www.ncbi.nlm.nih.gov/pubmed/29438542
http://dx.doi.org/10.1021/acs.jnatprod.5b01055
http://www.ncbi.nlm.nih.gov/pubmed/26852623
http://dx.doi.org/10.1146/annurev-arplant-050312-120229
http://www.ncbi.nlm.nih.gov/pubmed/24498976
http://dx.doi.org/10.1016/j.jep.2018.09.004
http://www.ncbi.nlm.nih.gov/pubmed/30205181

Molecules 2018, 23, 3320 14 of 15

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

Salvador, J.A.R; Leal, A.S.; Valdeira, A.S.; Goncalves, BM.E; Alho, D.P.S.; Figueiredo, S.A.C.; Silvestre, S.M.;
Mendes, V.I.S. Oleanane-, ursane-, and quinone methide friedelane-type triterpenoid derivatives: Recent
advances in cancer treatment. Eur. J. Med. Chem. 2017, 142, 95-130. [CrossRef] [PubMed]

Algahtani, A.; Hamid, K.; Kam, A.; Wong, K.H.; Abdelhak, Z.; Razmovski-Naumovski, V.; Chan, K.; Li, KM.;
Groundwater, PW.; Li, G.Q. The Pentacyclic Triterpenoids in Herbal Medicines and Their Pharmacological
Activities in Diabetes and Diabetic Complications. Curr. Med. Chem. 2013, 20, 908-931. [CrossRef] [PubMed]
Dandawate, PR.; Subramaniam, D.; Padhye, S.B.; Anant, S. Bitter melon: A panacea for inflammation and
cancer. Chin. J. Nat. Med. 2016, 14, 81-100. [CrossRef]

Amoussa, A.M.; Lagnika, L.; Bourjot, M.; Vonthron-Senecheau, C.; Sanni, A. Triterpenoids from Acacia
ataxacantha DC: Antimicrobial and antioxidant activities. BMC Complem. Altern. Med. 2016, 16, 284-291.
[CrossRef]

Liu, Q.; Zhang, EG.; Zhang, W.S,; Pan, A; Yang, Y.L.; Liu, ].F; Li, P; Liu, B.L.; Qi, L.W. Ginsenoside Rgl
Inhibits Glucagon-Induced Hepatic Gluconeogenesis through Akt-FoxO1 Interaction. Theranostics 2017, 7,
4001-4012. [CrossRef] [PubMed]

Top, H.; Sarikahya, N.B.; Nalbantsoy, A.; Kirmizigul, S. Inmunomodulatory, hemolytic properties and
cytotoxic activity potent of triterpenoid saponins from Cephalaria balansae. Phytochemistry 2017, 137,
139-147. [CrossRef] [PubMed]

Mosa, R.A.; Hlophe, N.B.; Ngema, N.T.; Penduka, D.; Lawal, O.A.; Opoku, A.R. Cardioprotective potential
of a lanosteryl triterpene from Protorhus longifolia. Pharm. Biol. 2016, 54, 3244-3248. [CrossRef] [PubMed]
Xiao, S.; Tian, Z.; Wang, Y.; Si, L.; Zhang, L.; Zhou, D. Recent progress in the antiviral activity and mechanism
study of pentacyclic triterpenoids and their derivatives. Med. Res. Rev. 2018, 38, 951-976. [CrossRef]
[PubMed]

Nguyen, P.D.; Abedini, A.; Gangloff, S.; Lavaud, C. Antimicrobial Constituents from Leaves of Dolichandrone
spathacea and Their Relevance to Traditional Use. Plant. Med. Int. Open 2018, 5, e14—e23. [CrossRef]

Bi, Y;; Ma, C.; Zhang, H.; Zhou, Z.; Yang, J.; Zhang, Z.; Meng, Q.; Lewis, PJ.; Xu, ]J. Novel 3-substituted
ocotillol-type triterpenoid derivatives as antibacterial candidates. Chem. Biol. Drug Des. 2014, 84, 489-496.
[CrossRef]

Bi, Y.; Liu, X.X.; Zhang, H.Y.; Yang, X.; Liu, Z.Y.; Lu, J.; Lewis, PJ.; Wang, C.Z.; Xu, ].Y.; Meng, Q.G; et al.
Synthesis and Antibacterial Evaluation of Novel 3-Substituted Ocotillol-Type Derivatives as Leads. Molecules
2017, 22, 590. [CrossRef]

Bi, Y; Ma, C; Zhou, Z.; Zhang, T, Zhang, H.; Zhang, X,; Lu, J; Meng, Q.; Lewis, PJ,; Xu, J.
Synthesis and Antibacterial Evaluation of Novel Hydrophilic Ocotillol-Type Triterpenoid Derivatives from
20(S)-Protopanaxadiol. Rec. Nat. Prod. 2015, 9, 356-368. [CrossRef]

Liu, J.; Xu, Y,; Yang, J.; Wang, W.; Zhang, J.; Zhang, R.; Meng, Q. Discovery, semisynthesis, biological
activities, and metabolism of ocotillol-type saponins. ]. Ginseng Res. 2017, 41, 373-378. [CrossRef]

Wang, T.; Meng, Q.G.; Zhang, J.; Bi, Y;; Jiang, N. Study on the structure-function relationship of
20(S)-panaxadiol and its epimeric derivatives in myocardial injury induced by isoproterenol. Fitoterapia 2010,
81,783-787. [CrossRef]

Ren, Q.W,; Yang, G.Q.; Meng, Q.G.; Guo, J.; Li, Y,; Lu, J; Yang, Q.; Tang, H.; Li, Y.; Fang, X.; et al.
Design, synthesis, and discovery of ocotillol-type amide derivatives as orally available modulators of
P-glycoprotein-mediated multidrug resistance. Eur. |. Med. Chem. 2019, 161, 118-130. [CrossRef] [PubMed]
Bi, Y,; Yang, X.; Zhang, T.; Liu, Z.; Zhang, X.; Lu, ].; Cheng, K.; Xu, J.; Wang, H.; Lv, G.; et al. Design, synthesis,
nitric oxide release and antibacterial evaluation of novel nitrated ocotillol-type derivatives. Eur. ]. Med. Chem.
2015, 68, 444-453. [CrossRef] [PubMed]

Zhou, Z.; Ma, C.; Zhang, H.; Bi, Y,; Chen, X; Tian, H.; Xie, X.; Meng, Q.; Lewis, PJ.; Xu, J. Synthesis and
biological evaluation of novel ocotillol-type triterpenoid derivatives as antibacterial agents. Die Pharmazie
2015, 70, 213-218. [CrossRef] [PubMed]


http://dx.doi.org/10.1016/j.ejmech.2017.07.013
http://www.ncbi.nlm.nih.gov/pubmed/28754470
http://dx.doi.org/10.2174/092986713805219082
http://www.ncbi.nlm.nih.gov/pubmed/23210780
http://dx.doi.org/10.1016/S1875-5364(16)60002-X
http://dx.doi.org/10.1186/s12906-016-1266-y
http://dx.doi.org/10.7150/thno.18788
http://www.ncbi.nlm.nih.gov/pubmed/29109794
http://dx.doi.org/10.1016/j.phytochem.2017.02.015
http://www.ncbi.nlm.nih.gov/pubmed/28215418
http://dx.doi.org/10.1080/13880209.2016.1223144
http://www.ncbi.nlm.nih.gov/pubmed/27572517
http://dx.doi.org/10.1002/med.21484
http://www.ncbi.nlm.nih.gov/pubmed/29350407
http://dx.doi.org/10.1055/s-0043-125339
http://dx.doi.org/10.1111/cbdd.12337
http://dx.doi.org/10.3390/molecules22040590
http://dx.doi.org/10.2307/3642051
http://dx.doi.org/10.1016/j.jgr.2017.01.001
http://dx.doi.org/10.1016/j.fitote.2010.04.005
http://dx.doi.org/10.1016/j.ejmech.2018.10.038
http://www.ncbi.nlm.nih.gov/pubmed/30347326
http://dx.doi.org/10.1016/j.ejmech.2015.06.021
http://www.ncbi.nlm.nih.gov/pubmed/26114813
http://dx.doi.org/10.1016/j.ejmech.2013.07.041
http://www.ncbi.nlm.nih.gov/pubmed/23994872

Molecules 2018, 23, 3320 15 of 15

24. Bi, Y;Yang,].; Ma, C,; Liu, Z.Y,; Zhang, T.T,; Zhang, X.C.; Lu, J.; Meng, Q.G. Design, synthesis and in vitro
NO-releasing activities of ocotillol-type furoxans. Die Pharmazie 2015, 70, 213-218. [CrossRef] [PubMed]

Sample Availability: Samples of the compounds are not available from the authors.

@ © 2018 by the authors. Licensee MDPI, Basel, Switzerland. This article is an open access
@ article distributed under the terms and conditions of the Creative Commons Attribution

(CC BY) license (http:/ /creativecommons.org/licenses/by/4.0/).



http://dx.doi.org/10.1691/ph.2015.4775
http://www.ncbi.nlm.nih.gov/pubmed/26012249
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/.

	Introduction 
	Results and Discussion 
	Chemistry 
	Antibacterial Activity 
	ADME Properties 
	The Structure-Activity Relationships (SARs) of Ocotillol-Type Derivatives 
	Pharmacophore Requirements 

	Materials and Methods 
	Chemical Reagents and Instruments 
	General Procedure for the Synthesis of Compounds 3–6 
	General Procedure for the Synthesis of Compounds 7–14 
	General Procedure for the Synthesis of Compounds 15–26 
	Pharmacology 
	ADME Properties 
	Pharmacophore Requirements 

	Conclusions 
	
	References

