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Synthesis and biological activities of local
anesthetics
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Local anesthetics are mainly used in stomatology, ophthalmology, gynecology and surgery to temporarily
relieve pain. Local anesthetics act on nerve endings or around nerve trunks, and are combined with specific
sodium ion (Na*) channel sites on the nerve membrane. They can affect the membrane potential by
reducing Na™ passage through sodium ion channels, thus blocking the generation and conduction of
nerve impulses, reversibly blocking the generation and conduction of sensory nerve impulses. Local
anesthetics are used for convenience in local surgical operations and treatments. Herein, we mainly
review the research progress on local anesthetics and discuss the important aspects of design, synthesis
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1. Introduction

Anesthetics are a type of drug that act on the nervous system,
causing it to be inhibited and resulting in the loss of the sense
of pain."™ According to the different scopes of action of drugs,
the department of anesthetics is divided into general anes-
thetics and local anesthetics.>” General anesthetics act on the
central nervous system, causing it to be reversibly inhibited,
thereby resulting in a loss of consciousness and sensation.
Especially pain sensation and reflexes disappear and skeletal
muscle relaxes, thus achieving the effect of general anesthesia,
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and biological activity of various new compounds.

which is mainly used before surgery.**' In contrast, local
anesthetics act on nerve endings or around nerve trunks,
reversibly blocking the generation and conduction of sensory
nerve impulses, and temporarily eliminating local sensation
(mainly pain sensation) under the condition of consciousness.
Moreover, it is convenient for local surgical operations and
treatments."”** Local anesthetics are mainly used in stomatol-
ogy, ophthalmology, gynecology and surgery to relieve pain
temporarily.” Local anesthetics combine with specific sodium
ion (Na") channel sites on the nerve membrane, and they can
affect the membrane potential by reducing Na* passage through
the sodium ion channels, thus blocking the generation and
conduction of nerve impulses.'® Local anesthetics decrease the
excitability of nerve membranes, but have no effect on their
resting potential.””® The application methods of local anes-
thesia can be divided into topical anesthesia, invasive anes-
thesia, conduction anesthesia, subarachnoid anesthesia and
epidural anesthesia.**>*

The first local anesthetic used was an active ingredient from
coca leaves in South America (Erythroxylum coca Lam.). The
Peruvians were known for chewing coca leaves to relieve pain as
early as 1532. In 1860, Niemann extracted an alkaloid crystal
from coca leaves and named it cocaine (1). Koller, an Austrian
ophthalmologist, first formally used cocaine in clinical surgery
in 1884. Also, he discovered a new local anesthesia technology,
which led to the rapid development of local anesthetics.”>°
Cocaine has a local anesthesia effect and vasoconstriction
effect, and it can reduce the bleeding of surgical wounds.***
Additionally, cocaine can be used in the nose, nasopharynx,
mouth, throat and ear as surface anesthesia.***° However,
cocaine is highly addictive, and easy to cause tissue irritation,
allergic reactions and other toxic side effects. Also, its aqueous
solution is not stable, and thus easily hydrolyzed during high-
pressure disinfection; therefore, the clinical application of
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cocaine is greatly restricted, and it has long since been replaced
by other local anesthetics.**** Because of the shortcomings of
cocaine, researchers began to study and modify the structure of
cocaine to find better local anesthetics. None of the three
products from the hydrolysis of cocaine, ecgonine (2), benzoic
acid and methanol, has the effect of local anesthesia.** Substi-
tution of benzoic acid with other carboxylic acids can form
esters with ecgonine, resulting in reduced or complete loss of
anesthetic effects, proving that benzoic acid esters are an
important structure of cocaine with local anesthetic effects. The
alkaloid tropacocaine (3) isolated from the leaves of coca in Java
had only the structure of benzoate ester and no carboxylate
methyl ester group in its molecular structure, which had the
general effect of local anesthesia. Therefore, the local anes-
thesia effect of benzoate ester was further confirmed.*>™”

After determining the local anesthesia effect of benzoate
ester, the structure of the parent nucleus of cocaine (ecgonine)
was modified and simplified. When the N-methyl of ecgonine
was removed, there was no significant effect on physiological
activities, but the toxicity increased.*® If the nitrogen atom was
quaternized, the activity was lost. For ecgonine, Corning further
simplified its structure, and designed and synthesized two
piperidol benzoate derivatives, a-eucaine (4) and B-eucaine (5).
Both of them had a local anesthetic effect similar to cocaine, but
their aqueous solution property was relatively stable, and their
toxicity was also low, which indicate that the ecgonine double
ring structure is not necessary for the local anesthesia effect.**-*
Simultaneously, this further proves the importance of the
benzoate ester part from the side. Due to the significant
research work on benzoate ester compounds, benzocaine (6)
was first synthesized in 1890 and proven to have a local anes-
thesia effect. Subsequently, orthoform (7) and new orthoform
(8) were successfully synthesized. Both of them exhibited strong
local anesthesia effects, but they were not water-soluble and
could not be injected.***® They could only be used for local
anesthesia, while their salt was too acidic to be used. Because of
their shortcomings, further structural transformation led to the
successful development of the local anesthetic procaine (9) in
1904, which overcame these shortcomings.

The discovery of procaine made researchers realize the
important role of the p-aminobenzoate structure in local anes-
thetics.>”*® Upon further structural modification of procaine,
aromatic acid esters were obtained as local anesthetics. Based
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on the structure of aromatic acid esters, amide, aminoketone,
aminoether and amino carbamate types of local anesthetics
were developed (Table 1). In terms of drugs structure-activity
relationship (SAR), the chemical structure of local anesthetics
usually consists of three basic skeleton parts, a lipophilic
aromatic ring, intermediate connecting functional group and
hydrophilic amine group. In recent years, the local anesthetics
used in clinical practice are mainly used to reduce toxicity and
prolong the action time by changing the new dosage forms of
existing local anesthetics.®>® Herein, we mainly review the
research progress of local anesthetics (2009-2019), including
the design, synthesis and biological activity of various new
compounds.

2. Synthesis and biological activities

Local anesthesia is a compound that blocks the conduction of
nerve fibers when applied locally to nerve tissue at appropriate
concentrations. It blocks the voltage-sensitive sodium channels
of each nerve fiber, eliminating their action potential. The
greatest practical advantage of local anesthetics is that their
effects can be reversed when they were removed from nerve
tissue. In this case, nerve function and action potential are
completely restored, with no evidence of damage to nerve fibers
or cellular structures. Compounds with amino groups linked to
heterocyclic nuclei, such as lipophilic molecules, were shown to
be more active and less toxic than benzene analogues. It has
been reported that 2-aminobenzothiazole, 2-aminothiazole
derivatives and 3-aminobenzoazole-[d]-isothiazole derivatives
have local anesthetic activity. In 2009, Carla F. et al.®® reported
the design and synthesis of different thiazole and isothiazole
derivatives for the study of local anesthesia. In the process of
structural design of target compounds 1-32, they used the
thiazole structure as the parent structure of the target
compounds, and simultaneously retained the alkyl-acetamido
or alkyl-propionamide groups that local anesthetic drugs
have. In terms of structure-activity relationship (SAR), these
target molecules were structurally similar to lidocaine, and thus
they should be active in infiltration anesthesia and surface
anesthesia. In the process of the synthesis of the target
compounds, they used Scheme 1 as the synthetic route, and
they chose the substituted thiazolamide as the starting material
and dimethylformamide (DMF) as the reaction solvent to obtain
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intermediate compounds 35-42. After further reaction with
imine at high temperature in anhydrous benzene, the crude
products of the target compounds were obtained and then
crystallized with EtOH/Et,O. All target compounds obtained
good yields. The synthetic route had a few reaction steps, simple
operation and easy reagents and raw materials. However, the
synthetic route used benzene as the solvent, which will bring
certain difficulties in the future industrial production. Thus, in
the optimization of process conditions in the future, it is
necessary to strengthen the in-depth study of solvents and try to
choose low-toxic or non-toxic solvents. In the evaluation of local
anesthetic activity, they chose the isolated sciatic nerve model
to evaluate the local anesthetic effect of the target compounds.
The results of local anesthesia screening in vitro showed that
these compounds have a good local anesthesia effect, and the
local anesthesia effect of some target compounds is better than
that of the control product of lidocaine. To find the most
promising target compounds, they also used the computer
programs PASS and DEREK to predict the activity and toxicity of
local anesthesia. The results of the QSAR study showed that the
polarizability, polarity, hydrogen bond and molecular shape of
the molecule had a positive and important effect on the local
anesthetic activity of the target compounds. In addition,
aromatic benzyl and single bond nitrogen also had a certain
contribution to the local anesthetic activity of the target
compounds. The data results of the local anesthesia model of
frog and mouse showed that the calculated Pa of the local
anesthesia effect of target compounds 5, 17, 27, 10 and 24 was
in the range of 23-47% (the probability of passing was less than
50%), and thus these target compounds may become new local
anesthetics, which need further research and development.
Since these compounds are still in the process of in vitro
screening, a follow-up study on their local anesthetic activity in
vivo still needs to be carried out.

This journal is © The Royal Society of Chemistry 2019

Two-thirds of the world's best-selling drugs are chiral
compounds, and chiral drugs play an important role in drug
discovery and drug therapy. Chiral drugs (enantiomers) differ in
pharmacology, pharmacokinetics and toxicity, while single
enantiomers have obvious advantages in the treatment of
diseases. Therefore, the development of efficient methods for
the synthesis of chiral compounds with high yield and enan-
tiomer purity has become one of the important topics in the
field of chemistry. Xanthone (9H-xanthon-9-one) derivatives are
natural compounds with extensive biological and pharmaco-
logical activities, which have been proven important in the
synthesis of new compounds. There are few reports on the
synthesis of chiral derivatives despite their structural diversity
and biological activity. Some chiral xanthone derivatives (CXDs)
show good biological activity in the central nervous system
(CNS). These compounds can both stimulate nerve activity and
act as sedatives. Xanthone derivatives also have antiarrhythmic,
anticonvulsive, antitumor, local anesthesia, antibacterial and
antifungal effects. Some of these compounds have been shown
to induce antihypertensive and vascular relaxant effects by
inhibiting Ca*" influx through receptor manipulation and/or
voltage-sensitive channels. In 2012, Athina G. et al.** designed
and synthesized three chiral xanthone derivatives. In the
process of the synthesis of target compounds 7a-7¢, they chose
an efficient and convenient synthesis route, as shown in
Scheme 2. Under the catalysis of N,N-dimethyl-glycine, Cul and
Cs,COj3, the Ullmann condensation reaction between interme-
diate compound 2 and m-methoxyphenol resulted in the
formation of diaromatic ether compound 3. The coupling
reaction was carried out at 90 °C for 14 h, and the yield of
compound 3 was good (54%). Compound 4 was obtained by
hydrolyzing methyl ester in a mixture of methanol/
tetrahydrofuran and sodium hydroxide solution. Compound 5
was obtained by the molecular acylation of diaryl ether
compound 4 with phosphorus pentoxide and methanesulfonic
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Table1 The common types of local anesthetics
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Infiltration anesthesia, conduction anesthesia, subarachnoid anesthesia
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H,N
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Table 1 (Contd.)
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CH,
CHy cH,
N\n/\ /
Trimecaine S N 1965 Infiltration anesthesia, surface anesthesia and epidural anesthesia
\—CH,
H;C CH;
" CH;,
. . N\n/\ A -CH; . . . . . .
Prilocaine ) g 1993 Infiltration anesthesia, topical anesthesia and epidural anesthesia
CH;,
CH,4 C,H;
llcll\m/\ /C2HS
Etidocaine ) N\ 1976 Epidural anesthesia
C;H,
CHj,
CHy o
N
Pyrrocaine \(I)/\NQ 1964 Conduction anesthesia and epidural anesthesia
CHj,
o H
)’\/N\/\/CH3
HN
Butanilicaine a cn 1982 Infiltration anesthesia and conduction anesthesia
3
OC,H,
. . CH;3 . . . . . .
Cinchocaine 1985 Topical anesthesia, subarachnoid anesthesia and epidural anesthesia
N
o N/\/ ~_-CHs
H
H;C
q N
L. H;C . . . .
Articaine 3 0 C3Hy 2002 Infiltration anesthesia and subarachnoid anesthesia
/ CO,CH,
S
1956 Topical anesthesia

0
Dyclonine /@/‘\AO
C,H,0

This journal is © The Royal Society of Chemistry 2019

RSC Adv, 2019, 9, 41173-41191 | 4177


http://creativecommons.org/licenses/by-nc/3.0/
http://creativecommons.org/licenses/by-nc/3.0/
https://doi.org/10.1039/c9ra09287k

Open Access Article. Published on 13 December 2019. Downloaded on 7/19/2025 12:17:44 AM.

Thisarticleislicensed under a Creative Commons Attribution-NonCommercial 3.0 Unported Licence.

(cc)

RSC Advances

Table 1 (Contd.)

View Article Online

Review

Time to

Compound Structure market Application methods

o)
Falicaine /@/\AO 1957 Topical anesthesia
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acid at room temperature. Finally, using TBTU and triethyl-
amine as the catalyst, target compounds 7a-7c were obtained by
reaction of tetrahydrofuran. The use of TBTU synthetic deriva-
tives could be done at room temperature, resulting in high yield

NH,
R R
N —
N a
/
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33-34
"R,
NHCO(CH)n—N
R | Ry
N, R
N
/
S
1-32

(97%), in a short reaction time (30 min to 2 h), with the absence
of racemization (enantiomeric excess was more than 99%). This
synthetic route used cheap raw materials to synthesize the
target compounds, which has the characteristics of mild

NHCO(CH),—X
I

N\, R e
N b
/
S
35-42
R= H, Me
R,=H, Me

R,/R3= CHj3, C,Hs, C3H5, CgHyy, Pyrrolidine,
Pyrrolidine, Piperidine,Morpholine,
Me-piperidine, Ph-piperidine

n=1,2

Scheme 1 Reagents and conditions: (a) CICO(CHR),X, DMF and (b) NN(R), benzene.
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Scheme 2 Reagents and conditions: (a) methanol, H,SO4, reflux, 17 h; (b) m-methoxyphenol, Cul, Cs,COs, N,N-dimethyl glycine, dioxane, N,
90 °C, 14 h; (c) methanol/tetrahydrofuran, NaOH, r.t., 18 h; (d) P,Os, CH3SO3zH, r.t, 22 h; (e) methanol, H,SOg,, reflux, 19 h; and (f) substitute

amine, TBTU, triethylamine, dry tetrahydrofuran, r.t.,, 30 min to 2 h.

reaction temperature, relatively short reaction time and high
overall yield. However, there are also many reaction steps,
which bring some difficulties to the future process and need to
be improved in the subsequent process conditions. The data
from the local anesthesia activity study showed that when the
concentration of CXDs (compounds 7a-7¢) was high, they could
block the sciatic nerve conduction in rats, and had no obvious
protective effect on hypotonic hemolysis. It could be seen that
the nerve conduction block induced by CXDs was mainly caused
by the sodium ion (Na') current. This effect could be isolated
from their ability to stabilize the membrane, and became
apparent only when the CXD (compounds 7a-7¢) concentration
increased to the high micromolar range. The chiral xanthone
derivatives compounds 7a-7c¢ are structurally similar to many
local anesthetics, such as dibucaine, mepivacaine, lidocaine
and bupivacaine, which may have the same molecular spatial
structure and have the same pharmacophilia. The mechanism
of nerve block induced by local anesthesia can be distinguished
by its structure and by the way it crosses the cell membrane.
Hydrophilic compounds diffuse to the axoplasm through open
Na' channel pores, while lipid-soluble drugs can easily enter the
Na' channel through the nerve membrane even if the (hydro-
phobic channel) is closed, achieving the effect of local anes-
thesia. The ability of compounds 7a-7¢ to prevent hypotonic
hemolysis was also evaluated, and the results showed that there
were no excited erythrocytes and no voltage-gated sodium ion
channels. In general, these chiral derivatives show good activity
in local anesthesia, which need further research and
development.

Sensory-neuron voltage-gated sodium (Na") channels play an
important role in chronic painful neuropathy caused by
peripheral nerve injury. Local anesthetics can block sodium

This journal is © The Royal Society of Chemistry 2019

(Na") channels and effectively treat neuropathic pain and dia-
betic neuropathy. Lidocaine, a local anesthetic and antiar-
rhythmic agent, reduces pain by blocking voltage-gated sodium
(Na") channels in sensory neurons around and at the central
level of the spinal cord. Lidocaine is widely used clinically, but
there is also a risk of nerve damage, particularly in patients with
diabetic peripheral neuropathy, where neurotoxicity is more
common. In 2013, Liliana G. et al.** using lidocaine as the lead
compound, designed and synthesized the lidocaine analogue N-
(2,6-dichlorophenyl)-2-(4-methyl-1-piperidine) acetamide,
which has less side effects, and evaluated its effect as local
anesthesia. In the structural design of the target compound,
lidocaine was modified through the bioisosteric principle, and
the methyl group on the benzene ring in lidocaine was replaced
by chlorine. This structural design improved the half-life and
lipid solubility, and reduced the oxidation metabolism of the
drug. The use of the cyclic analogue 4-methyl-piperidine instead
of alkyl diethylamine generally did not change the pharmaco-
kinetic effects such as lipophilicity and metabolism of the drug.
The synthetic process shown in Scheme 3 was used to synthe-
size target compound 3. Initially, sodium bicarbonate
(NaHCO3) was applied under the condition of acid and acetone
as the solvent, and 2,6-dichloro (compound 1) and 2-chloro
aniline acetyl chloride were used as the raw materials, which
were reacted at 40 °C for 6 h to give the intermediate a-chlorine
acetamide (compound 2). Finally, compound 2 and 4-methyl
piperidine were reacted for 4 h at room temperature to
synthesize target compound 3. The synthetic route was char-
acterized by high yield (86.6%), simple operation and cheap
reagents, thus reducing the synthesis cost. In the activity study,
the formalin test was used to determine the safe activity of the
compounds in the body of laboratory mice, which were used to

RSC Adv, 2019, 9, 41173-41191 | 41179
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Scheme 3 Reagents and conditions: (a) 2-chloroacetyl chloride, NaHCOs3, acetone, 40 °C, 6 h; and (b) 4-methylpiperidine, r.t., stirring, 4 h.

evaluate the effect of local anesthesia. Two stages were used in
the evaluation process. The first stage was acute pain response,
and the second stage was the increase of primary afferent fiber
input after tissue injury caused by chemical stimulation and
local inflammatory reaction. The first stage of acute pain
response began immediately after formalin management and
rejection for more than 10 min. The second stage began about
15 min after formalin administration and lasted for about 1 h. A
increased pain response in diabetic rats was observed with
a lower dose of formalin than in the non-diabetic rats. Although
1% formalin had a higher harmful reaction to the non-diabetic
rats, 0.5% formalin had no significant difference to the non-
diabetic rats. This finding suggests that hyperalgesia in dia-
betic rats is caused by a sensitization process that changes both
their peripheral and central levels. These results were consis-
tent with previous observations using the same formalin
concentration in the same model. The results showed that
compound 3 has an anti-pain hypersensitivity effect because it
could reduce the pain hypersensitivity behavior of diabetic rats.
Although the mechanism of action of this compound is
unknown, its mechanism may be similar to lidocaine due to its
similar structure.

During the development of new effective local anesthetics,
the N,N-dialkyl derivatives of glycine gradually evolved into N-
alkyl substituted isoproline and proline. These new local anes-
thetics have the biological activity of arrhythmia in addition to
the effect of local anesthesia. Studies have shown that the local
anesthesia and antiarrhythmic action mechanism is the same,
mainly by blocking voltage-gated sodium channels, calcium
channels and potassium channels, resulting in membrane
stability to prevent the initiation of action potential. In the
process of drug development, the development of local anes-
thetics and antiarrhythmic drugs is usually studied and devel-
oped simultaneously. In 2013, Kalinin D. V. et al.*®® reported the
synthesis and biological activity of N-alkyl derivatives of proline
aniline. In terms of synthesis, the designed synthetic route
focused on two key biological activity substitutions of target
compounds 4a-4p, and the substitutions of the tetrahy-
dropyrrole ring and benzene ring (Scheme 4).The bromination
of 5-chloropentanoic acid (compound 1) was accomplished by
the action of bromine with phosphorus trichloride to produce 2-
bromo-5-chloropentanoic acid. The chloropentanoic acid was
then converted into the corresponding acyl chloride by SOCI,.
Compound 2 was treated with anilines with different substitu-
ents under the condition of chloroform as the solvent to
synthesize 2-bromo-5-chlorovalerate aryl amide (compound
3).The N-alkyl proline aryl amines underwent an intramolecular

41180 | RSC Adv, 2019, 9, 41173-41191

cyclization reaction after compound 3 was heated in toluene,
which were further converted into the corresponding hydro-
chloride compounds 4a-4p under the condition of HCI. The
synthetic route has mild reaction conditions, relatively simple
operation, and the reagents used are cheap and easy to obtain.
Simultaneously, the synthetic route does not use precious metal
catalysts, and the total yield varies from 37% to 75%, but the
total yield of most of the target compounds is not high, which
needs to be optimized via the reaction conditions to improve
the total yield, reduce the cost of synthesis, and provide favor-
able conditions for the realization of industrialization. In terms
of biological activity, all the synthetic target compounds (4a-4p)
were evaluated as local anesthesia in vitro and in vivo. The
primary selection of the local anesthetic activity of the target
compounds was to evaluate the biological activity of rabbit
cornea by local anesthetic effect of a common surface anes-
thesia model. Further studies were conducted to evaluate the
compounds with the best local anesthetic activity using a rat
infiltration anesthesia model. The results of the structural-
activity relationship (SAR) analysis showed that the substituents
on the aromatic local anesthetics usually included one o-methyl
group, sometimes two o-methyl groups or even p-methyl group.
Among the synthesized compounds, the best biological activity
was observed when the substituents on the aromatic ring were
o-methyl. When the number of carbon atoms in alkyl chain R*
increased from methyl to ethyl, the surface anesthetic effect of
the compounds was significantly reduced. Simultaneously, the
number of substituents on the aromatic ring also affected the
local anesthesia effect. With an increase in the number of
methyl groups, the intensity and duration of the local anes-
thesia effect of the compound increased. The intensity and
duration of the surface anesthetic effect of the compounds were
significantly reduced by changing the substituent methyl group
on the aromatic ring to trifluoromethyl or halogen. The N-alkyl
substituents R” in the pyrrolidone ring also play an important
role in the surface local anesthetic activity. Accordingly, -CHj,
-CH,CH3, n-C,Hy, n-CsH; 4, n-CgHy3, benzyl, and cyclohexyl were
investigated. In the surface anesthesia experiments, when the
substituents were methyl and ethyl, the compounds had no
anesthetic effect. With an increase in the carbon chain length,
the duration of the surface anesthesia was significantly pro-
longed, and the local anesthesia effect of the cyclohexyl
substituted group was similar to that of the N-butyl substituted
group. In local anesthesia tests in vivo, all the compounds
worked quickly within 1-2 minutes of administration, blocking
muscle contractions. The anesthesia time range of target
compounds 4c, 4d, 41 and 40 was 35.0 £ 4.1 t0 126.3 & 24.3 min,

This journal is © The Royal Society of Chemistry 2019
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Scheme 4 Reagents and conditions: (a) (i) Br,,PCls, 80 °C, 20 h; (i) SOCL,, reflux, 1.5 h; (b) substituted anilines, CHCls, EtsN, reflux, 1 h; and (c) (i)

RNH, K, toluene, 6 h; (ii) HCIl, CH3CH,OCH,CHs.

which was similar to the control drugs. However, the total
anesthesia time of compound 4c¢ was shorter than that of the
positive control substance (12.5 + 2.9 min), and the complete
prevention of stimulated muscle contraction was
102.5 £+ 37.9 min and 58.8 + 17.5 min, respectively. The local
anesthesia time of compound 4d was longer, where the
maximum block time was 20.0 £ 13.5 min, and the recovery was
slow after anesthesia. Compounds 41 and 40 were basically the
same in intensity and duration of surface local anesthesia, but
compounds 4d, 41 and 40 showed obvious characteristics in the
invasive anesthesia test. The duration of compound 41 anes-
thesia was 115.0 £+ 12.2 min, while the duration of infiltration
anesthesia induced by compound 40 was longer (126.3 + 24.3
min). In general, compounds 4d, 41 and 40 were more active in
inducing surface anesthesia than the positive controls. Mean-
while, the toxicity of compound 40 was significantly reduced,
which make the compounds suitable for further research and
development.

Heterocyclic compounds have the advantages of easy struc-
tural modification, structural diversity and good synthesis
selectivity, and thus they are often used as preferred
compounds in the research and development of new drugs.
There are many types of heterocyclic compounds, among which
those containing the imidazole structure are the most attractive
to drug chemists. This is because compounds containing an
imidazole structure have a wide range of medicinal value with
different pharmacological effects, such as anti-malarial, anti-
histamine, anti-bacterial, anti-inflammatory, anti-tuberculosis,
analgesia, anti-insect drugs and anti-genic animal effects. In
2015, Yan R. et al.®® reported the B-cyclodextrin-propyl sulfonic
acid (B-CD-PSA) catalysed one-pot synthesis of 1,2,4,5-

This journal is © The Royal Society of Chemistry 2019

tetrasubstituted imidazoles as local anesthetic drugs. They
designed a total of 10 target compounds (compounds 5a-5j).
They used R' instead of a benzene ring and R* instead of the
imidazoles to get 1,2,4,5-tetrasubstituted imidazoles
(compounds 5a-5j). Efficient synthetic methods for imidazole
compounds have been widely studied. In the synthesis of
1,2,4,5-tetrasubstituted imidazoles compounds, usually with
1,2-diketone, hydroxy ketones or aldehydes ketomonoxime, the
primary amine and ammonium acetate group are divided into
four synthetic raw materials, with the use catalysts of HY zeolite,
silicone/NaHSO,, BF;-SiO,, molecular iodine, HCIO,-SiO,,
InCl;-3H,0 or potassium dodecatugstocobaltatetrihydrate (Ks-
CoW;,0,40-3H,0) and functionalized silica (SiO,-Pr-SOz;H).
1,2,4,5-Tetranomeric imidazole compounds are synthesized via
a one-pot method with or without solvent. However, currently,
the methods for synthesizing 1,2,4,5-tetrasubstituted imidaz-
oles compounds have disadvantages such as long reaction time,
low product yield, harsh reaction conditions, cumbersome
processes and the use of toxic reagents. Yan R. et al. provided
a green and economic synthetic method to obtain 1,2,4,5-tet-
rasubstituted imidazoles compounds, which used B-CD-PSA as
a catalyst, as shown in the synthetic route in Scheme 5. In
synthetic process, firstly the catalyst f-CD-PSA required for the
reaction was synthesized under laboratory conditions, and then
the conditions for the synthesis of the target compounds were
optimized. The final selection for the one-pot synthetic method
involved benzyl (compound 1), aniline or benzylamine
(compound 2), aromatic aldehyde (compound 3) and ammo-
nium acetate (compound 4) as raw materials, B-CD-PSA as the
catalyst, reaction temperature of 100 °C under solvent-free
conditions, and stirring for 15 min to 4 h, with the total yield

RSC Adv, 2019, 9, 41173-41191 | 41181


http://creativecommons.org/licenses/by-nc/3.0/
http://creativecommons.org/licenses/by-nc/3.0/
https://doi.org/10.1039/c9ra09287k

Open Access Article. Published on 13 December 2019. Downloaded on 7/19/2025 12:17:44 AM.

Thisarticleislicensed under a Creative Commons Attribution-NonCommercial 3.0 Unported Licence.

(cc)

View Article Online

RSC Advances Review
o 0
R/ R! R?
K
®(CH2)HNH2 5a 4-Cl -CgHs
_ N — R! 5b 3-NO;  -CeHs
| \ < 5¢ 4-OCH; -CgHs
1 i 3 —_— N \ / 5d 4-CH;  -C¢Hs
a \R 5 5e 4-Cl -CH,C¢Hs
. 5f 4-OH -CH,CgHs
RL\ cHO CH,COONH, s Sg 4-N(CH), -CH,CqHs
a-3) 5h 4-CH;  -CH,CgHs
= 5i 3-OCH; -CH,CgHs
2 4 5 3,4-OCH; -CH,CgHs

Scheme 5 Reagents and conditions: (a) solvent free, catalysed by B-CD-PSA, 100 °C, 15 min to 4 h.

of the final target compounds of 68-96%.The synthetic route
has the advantages of simple operation, high total yield, no
solvent and no pollution gas product, and it is environmentally
friendly. Simultaneously, the catalyst B-CD-PSA used in the
reaction process can be recycled and reused, and the recovery
operation is simple and the recovery rate is high. In the study of
the local anesthetic activity, they measured the local anesthetic
activity of the target compounds by corneal anesthesia and
mouse tail anesthesia. Firstly, two types of anesthesia models,
surface anesthesia and infiltration anesthesia, were used to
evaluate the local anesthesia activity of the target compounds in
vitro. The results of local anesthetic activity in vitro showed that
compounds 5g and 5i had a good local anesthetic effect (Table
2), while the other compounds had no significant local anes-
thetic effect. Among them, the local anesthetic effect of
compound 5g was better than the positive control product
lidocaine. From the analysis of the drug structural activity
relationship (SAR), the presence of the benzylamine group has
a significant effect on the local anesthetic effect of the target
compounds, and aniline replaces benzylamine to eliminate the
local anesthetic activity of the target compounds. Thus, the
duration of the local anesthetic activity of compounds 5g, 5i and
5h was further determined by rat sciatic nerve block. The test
results showed that the local anesthesia duration of compound
5g was similar to that of the positive control product lidocaine.
In the study of local anesthetic activity in vivo, the acute toxicity
and mouse therapeutic index test of compound 5g were

Table 2 The local anesthetic activity of target compounds 5a-5j

investigated. The results showed that the acute toxicity of the
compound 5g was less than that of the positive control product
lidocaine. In terms of therapeutic index, that of compound 5g
was significantly higher than that the positive control product
lidocaine. The local anesthetic activities of the target
compounds were screened via various methods and the results
showed that these compounds are potential the local anes-
thetics. Combined with its effective synthetic method and
obvious the local anesthetic activity, compound 5g may be
a potential lead compound for further drug development.

To determine the chemical structure characteristics of anti-
convulsants, after decades of continuous research and
numerous attempts, the basic chemical structure of anticon-
vulsants and nitrogen heterocycles containing an imine struc-
ture was finally determined, and it was found that there are
usually carbonyl and phenyl or alkyl substituents in the struc-
ture of nitrogen heterocycles. In 2016, Jolanta O. et al.®” reported
the design and synthesis of a series of 3-methyl-3-methyl-2,5-
and 3-ethyl-3-methyl-2,5-
dioxo-pyrrolidin-1-yl-acetic acids as anticonvulsants. In the
structural design, they introduced a methyl or ethyl and methyl
substituent at the imine ring 3 site to evaluate the effect of the
substituent on activity. These compounds were originally used

dioxo-pyrrolidin-1-yl-acetic  acids

as anticonvulsants, but some convulsants have analgesic effects
in clinical practice. Therefore, some compounds have local
anesthetic effects in subsequent studies. The synthetic process
for the target compounds is shown in Scheme 6. Starting with 3-

Compound Corneal anesthesia (%) Mouse tail anesthesia IC5, (mol L)
5a 20.3 £ 8.9 (11.3 £ 0.11) x 1072
5b 12.4 £ 9.3 (5.7 + 0.42) x 1072
5¢ 15.5 + 12.3 (6.5 + 0.23) x 10>
5d 10.32 + 0.12 (4.3 £0.54) x 1072
5e 21.65 + 4.7 (3.4 £ 0.32) x 1072
5f 5.5+ 3.5 (5.4 + 0.14) x 1072
5¢ 121.23 + 12.3 (1.6 + 0.26) x 1072
5h 65.65 + 5.8 (9.2 £ 0.16) x 1072
5i 95.6 & 13.2 (7.4 £+ 0.18) x 107>
5§ 20.3 £ 10.3 (4.1 £ 0.45) x 1072
Lidocaine 100 (2.1 £ 0.25) x 107>

41182 | RSC Adv, 2019, 9, 41173-41191
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methyl succinic acid (compound 1a) and 3-ethyl-3-methyl suc-
cinic acid (compound 1b), the intermediates 3-methyl-3-methyl-
succinic acid (compound 2a) and 3-ethyl-3-methyl-succinic acid
(compound 2b) were synthesized by condensation reaction with
glycine at 190-200 °C for 1.5 h. Compound 2a and compound 2b
obtained from the first step were again reacted with arylpiper-
azine. Target compounds 3a-3x were obtained using dime-
thylformamide (DMF) as the solvent and N,N-
carbonyldiimidazole (CID) as a dehydrator, with stirring at
room temperature, giving yields ranging from 50% to 80%. This
synthetic route has only a few reaction steps, the suitable
solvent is cheap and easy to obtain, and the total yield is rela-
tively high. However, the reaction temperature of the first step is
relatively high, and a large amount of energy is required under
high temperature conditions. Moreover, the reactor require-
ments are also relatively high, and the risk factor is relatively
high. Local anesthetics block nerve conduction by altering the
function of voltage-gated sodium channels and are used as
adjunctive analgesics in the treatment of neuropathic pain.
Compounds 3g, 3i, 3j, 31, 3r and 3x were selected to test the
effect of local anesthesia by the tail immersion test (Table 3).
During the test, compounds 3j and 3r at a concentration of 2%
significantly prolonged the response time of the animals to
thermal stimulation (124% and 61%), while that of the positive
control substance was 84%. Meanwhile, the binding ability of
compounds 3g, 3i, 3j, 31, 3r and 3x to sodium channels and
calcium channels (Na* and Ca** channels) was evaluated in vitro
(Table 4). The test results showed that compound 3x had the
best binding effect on Na* and Ca®" channels, with a binding
capacity of 63.5 and 82.4 (positive control substances of 53.9
and 57.8), respectively. Thus, compound 3x may be a new local
anesthetic, which needs to be further studied.

Local anesthetics can cause a reversible loss of sensation in
a specific area of the body and control acute and chronic pain

Table 3 The local anesthetic activity in the tail immersion test

during surgery. However, the use of local anesthetics in medical
practice also has serious side effects, leading to the need for safe
and effective local anesthetics. The literature shows that benz-
imidazole, amide, benzotriazole, acetamide and other
compounds can effectively inhibit sodium (Na") channels and
have obvious local anesthesia and antiarrhythmic activity. The
chloroacetamido moiety also exists in many compounds and
plays an important role in biological activities. In 2017, Ashish
A. et al.®® the reported a series of 4-(2-chloroacetamido) benzoic
acid derivatives, including 9 amide compounds, 1 imidazole
compound and 8 ester compounds derivative (Scheme 7). A total
of 19 target compounds were obtained (4a-4i, 5a, and 6a-h),
and their local anesthetic activities were further studied. In the
process of structurally designing the target compounds, they
investigated relevant literature and found that many commer-
cial local anesthetics contained the 4-aminobenzoic acid
structure, in which the presence of an ester or amide bond is
a key feature. Thus, they also chose 4-aminobenzoic acid as the
parent structure. In the structural modification of the parent
group, alkyl groups with strong ionization properties were
replaced by amides, and carbonyl groups were placed next to the
amides to enable them to enter the active pocket. A chlor-
omethamphetamine was substituted on the carbonyl carbon of
the amide. The presence of a chlorine atom will increase the
ionization property of the amide through the induction effect,
thus increasing its solubility in water. In the process of
synthesizing the target compounds, the 4-aminobenzoic acid
was synthesized by Fischer's esterification, Schotten-Baumann
and substitution reactions. The 4-aminobenzoic acid
(compound 1) and chloroacetyl chloride were treated with 35%
sodium hydroxide solution for 10 min at a reaction temperature
of 4-10 °C. The hydrochloric acid was then acidified to obtain
the first intermediate 4-(2-chloroacetamido) benzoic acid
(compound 2). Then compound 2 and thionyl chloride were

Reaction time to Prolongation of the

Compound Concentration (%) painful stimulus (s) time reaction (%)
3g 2 5.41 + 0.53 12

3i 2 5.66 £ 0.60 17

3j 2 10.80 + 1.74 124

31 2 5.53 £ 1.06 14

3r 2 7.79 £ 0.95 61

3x 2 7.06 = 0.76 46

Phenytoin 2 8.90 & 0.80 84

This journal is © The Royal Society of Chemistry 2019
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Table 4 In vitro binding assay results at a concentration 100 uM
Inhibition of control specific binding (%)
Voltage-sensitive Voltage-sensitive

Compound Na' channels L-type Ca®" channels

3g 36.6 13.5

3i 28.5 17.2

3j 20.9 4.2

31 33.4 71.0

3r 32.5 30.8

3x 63.5 82.4

Phenytoin 53.9 57.8

continuously stirred in pyridine to form a second intermediate
4-(2-chloroacetamido)benzoyl chloride (compound 3). Then the
corresponding amine dissolved in pyridine was added and
vigorously mixed with compound 3, and after completion of the

View Article Online

Review

reaction with sulfuric acid treatment, 4-(2-chloroacetamido)-N-
substituted benzamide derivatives were obtained (compounds
4a-4i). Compound 2 and imidazole were treated in dimethyl
sulfoxide (DMSO). The mixture was heated at 60 °C for 5 h and
substituted for chloride ions in the presence of sodium
carbonate to form imidazole derivatives (compound 5a).
Compound 1 and the corresponding alcohols were heated in the
presence of hydrochloric or sulfuric acid and refluxed for 4-6 h
to obtain the corresponding esters (compounds 6a-6h). The
synthetic route has the advantages of short reaction time, cheap
reagents and mild reaction conditions. However, the total yield
of some target compounds in this synthetic route was low
(13%), which needs to be optimized to improve the total yield.
The activity of the invasive local anesthesia was determined by
Bianchi's method. The results of infiltration local anesthesia
showed that compounds 4b, 5a, 6a, 6b and 6d showed good
local anesthetic activity, which was close to the local anesthetic
effect of lidocaine hydrochloride. Analysis of the structure-

COOH
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d
NH, NHCOCI NHCOCI NHCOCI
e —_— —_—
a b c
COOH COOH Ccocl CONHR!
1 2 3 4a-4i
e
R= Ethyl alcohol, Isopropyl alcohol, Propanol, Butanol,
2-Methoxyphenol, Benzene-1,3,5-triol, Glycerol, Thymol
Rl= Aniline, p-toluidine, Isonicotinohydrazide,
NHCOC1 Dichloroaniline, Urea, Thiourea, Methyl piperazine,
Ethyl piperazine, Piperazine
COOR
6a-6h

Scheme 7 Reagents and conditions: (a) chloroacetyl chloride, HCL, 4-10 °C, stirring, 10 min; (b) thionyl chloride, pyridine, 0-4 °C, stirring; (c)
corresponding amide derivatives, conc. H,SOy, reflux; (d) imidazole, AlCls, reflux; and (e) corresponding alcoholic derivative, conc. H,SOy, reflux.
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Table 5 Infiltration local anesthetic activity (n = 6)
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Enduring time Enduring time

Enduring time

at 15 min at 30 min at 45 min Mean enduring

Compound (s) (s) (s) time (s) %
4b 82.5 + 1.66 75 + 1.89 75 + 2.08 77.5 61
5a 109 £+ 1.41 102 + 1.18 94.5 + 1.26 101.8 81.44
6a 108.5 £ 0.04 100.5 £ 0.19 100.5 £+ 0.17 103.2 81.87
6b 90 £+ 0.56 71.5 £ 0.81 71.5 £ 0.77 77.7 61.76
6d 103 + 1.47 96.5 + 1.84 96.5 + 1.66 98.7 78.45
Lignocaine 143.5 £ 2.11 117 £ 2.70 117 £ 2.91 125.8 100

activity relationship (SAR) results showed that compounds 4a-
4i were amide derivatives of aromatic and aliphatic amines such
as aniline, p-toluidine, dichloroaniline, urea, thiourea, methyl
piperazine, ethyl piperazine and piperazine. The amides of
aniline compound 4a and p-toluidine compound 4b showed
significant local anesthetic effects. The other compounds 4c-4i
exhibited a very low local anesthetic effect because both amide
nitrogens were ionizable and easily dissolve in water, thus
losing the local anesthetic effect. The imidazole derivative
compound 5a exhibited significant local anesthetic activity,
which has all the basic chemical structures of local anesthetics
and its activity was 81%. Compounds 6a-6d were ester deriva-
tives of ethyl, isopropyl, propyl and butanol, respectively, with
a single ionizing group and their activity was between 60-80%.
Compounds 6e-6h are phenolic ester compounds composed of
2-methoxyphenol, phloroglucinol, glycerol and thymol, respec-
tively, with relatively low local anesthetic activity. In vivo, the rat
sciatic nerve block method was used to further study the infil-
tration local anesthesia activities of compounds 4b, 5a, 6a, 6b
and 6d (Table 5). The experimental results showed that
compounds 4b, 5a, 6a, 6b and 6d were effective, among which
compound 5a showed obvious infiltration local anesthetic
activity. The effect of compound 5a on blocking the sciatic nerve
in rats was better than that of lidocaine (53 min), and that of
lidocaine was 27 min. The activity of compound 4b was lower
than that of the control (11 min). In general, compound 5a is
a new local anesthetic, which has the potential for further
research and development.

Ropivacaine is the S-enantiomer of an N-alkyl pipecolox-
ylidine derivative, which is the first local anesthetic with chiral
activity, and is widely used in clinical infiltration anesthesia,
conduction anesthesia and epidural anesthesia. It has a long of
local anesthesia and analgesic effect. However, ropivacaine also
has serious safety risks in clinical practice. When the concen-
tration of ropivacaine in human blood is too high, it may cause
toxicity to the cardiovascular and central nervous system, and
even cause allergic reactions in some patients. Thus far, the
mechanism of the effect of ropivacaine on local anesthesia is
not clear. Ropivacaine is a multitarget drug that acts on the
gamma-aminobutyric acid a receptor (GABAA-R) and N-methyl-
p-aspartate acid receptor (NDMA-R). Sodium (Na*) channels are
a key target of local anesthetics and these two receptors regulate
sodium channels. Previous studies on the structural modifica-
tion of ropivacaine mainly focused on the substitution of -CHj;

This journal is © The Royal Society of Chemistry 2019

on the phenyl group or the substitution of -CH,CH,CH; on
piperidine with different alkyl groups. In 2017, Wen L. et al.®®
reported the design and synthesis of ropivacaine analogues for
local anesthesia. In the process of structural design, they used
ropivacaine as the lead compound to design two series of
compounds, 4a-4q (17 new substituted imines). In the first
series of compounds, 4a-4i, different substituents were selected
to replace -CH,CH,CH; on piperidine. In the second series of
compounds, 4j-4q, the methyl groups were replaced by -CF; at
the o-positions, m-positions and p-positions. Meanwhile, the
-CH,CH,CH; on piperidine ring was also substituted and
modified. The process for the synthesis of the target
compounds is shown in Scheme 8. The synthetic route takes
piperic acid (compound 1) as the starting material, hydrochloric
acid and sulfoxide chloride as additives, and toluene as the
reaction solvent to convert compound 1 into acyl chloride salt
(compound 2). Compound 2 was then treated with substituted
aniline and reacted at 58 °C for 5 h to form compounds 3a-3i
and 3j-3q. Finally, bromoalkyl and hydrochloric acid were used
to treat compounds 3a-3i and 3j-3q. Potassium carbonate
(K»CO;) was used as an acid dressing agent and dime-
thylformamide (DMF) as the reaction solvent in N-alkylation
reaction. The N-alkylation reaction lasted 10 h at 80 °C, and the
salt reaction lasted 5 min at room temperature to obtain the
final target compounds 4a-4q. The total yield of the target
compounds ranged from 17.5% to 87.7%. The synthetic route
has the advantages of mild reaction conditions, cheap reagents
and simple operation. However, using this synthetic route, the
total yield of some products is too low, and too low yield will
bring great problems to the synthesis cost, which needs to be
further optimized in follow-up work. In the evaluation of the
local anesthesia effect, sciatic nerve block activity, infiltration
anesthesia activity, corneal anesthesia activity and spinal cord
anesthesia activity were used as evaluation indexes. Ropivacaine
was used as a positive control substance to test the local anes-
thesia activity in vitro. Firstly, the local anesthesia effect of all
the target compounds 4a-4q was screened by a sciatic nerve
block test in toads in vitro (Table 6). The preliminary screening
results in vitro showed that these compounds increased the
blocking effect of the sciatic nerve on electrical stimulation,
with EDs, values ranging from 0.012 to 0.64 (positive control for
ropivacaine was 0.013), with the highest activity shown by
compound 4b. In terms of latent period, that of target
compounds 4a-4q ranged from 27.7 to 59.4 min. Based on the
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Scheme 8 Reagents and conditions: (a) (i) HCLLPhCHs, r.t., 1 h; (i) PnCHs, SOCl,, 55 °C, 1 h; (b) substituted anilines, 58 °C, 5 h; and (c) (i) RBr,

K-COs, DMF, 80 °C, 10 h; (ii) HCL, r.t., 5 min.

Table 6 The sciatic nerve block activities of compounds 4a—4q

Compound EDj;, (mg mL™") Latent period
4a 0.014 35.1
4b 0.012 28.9
4c 0.021 35.1
4ad 0.021 34.6
4e 0.023 37.8
af 0.021 37.5
ag 0.20 38.6
14h 0.64 39.3
4i 0.42 59.4
4j 0.026 32.8
4k 0.027 28.6
41 0.021 33.7
4m 0.022 32.8
4n 0.026 29.0
40 0.046 27.7
ap 0.32 28.9
aq 0.37 34.8
Ropivacaine 0.013 35.5

results of the preliminary in vitro screening, compounds 4a, 4b,
4c, 4j and 41 were selected to test the efficacy of invasive anes-
thesia in guinea pigs. The results of the infiltration anesthesia
test showed that the local anesthetic effect of compounds 4c¢
and 41 was similar to that of the positive control ropivacaine,
and the local anesthetic activity of other compounds was lower
than that of the positive control. Furthermore, compounds 4a,
4b, 4c, 4j and 41 were used to test the local surface anesthesia
effect of these compounds (Table 7). The results of the surface
anesthesia test showed that compound 41 had a similar local
anesthetic effect as the positive control ropivacaine, while the
effect of the other compounds was poor in comparison with the
positive control. Finally, compounds 4a, 4b, 4c, 4j and 41 were
tested for spinal anesthesia in order to further study their local
surface anesthesia effect. The experimental results showed that
the ED5, produced by compounds 41 and 4b was 5.02 and 7.87,
respectively, while the effects of compounds 4a, 4c and 4j were
poor. The evaluation of local anesthesia in vitro found that
compound 41 had the best activity, and thus molecular docking

41186 | RSC Adv, 2019, 9, 41173-4191

of compound 41 and ropivacaine was conducted to further study
its local anesthesia mechanism. The molecular docking results
showed that compound 41 interacts with receptor proteins of
VGSC, GABAA-R and NDMA-R, which may help optimize and
predict the activity of these ropivacaine analogues as potential
local anesthetics.

Most ester anesthetics produce p-aminobenzoate (PABA)
metabolically after use, which among the PABA and sulfa drugs
have anaphylaxis and antagonistic effects. However, amide local
anesthetics rarely cause anaphylaxis after use, but these drugs
have a certain relationship with cardiac toxicity. Hydroxamic
acid is a biologically active compound, which is a potential
source in future drug development. In 2019, Ekhlas S. et al.”
reported for the first time that benzohydroxamic acid with local
anesthetic activity was converted into 6 benzohydroxamic acid
analogues 3a-3f from p-substituted ethyl benzoate as a raw
material (Scheme 9). The synthetic strategy was to react
substituted benzoate with hydroxylamine hydrochloride in
equimolar amount, and then treat intermediate products 2a-2f
with potassium hydroxide. The intermediate products were in
the form of potassium salt, and target compounds 3a-3f were
finally acidified with acetic acid. The synthetic route only takes
two steps to obtain the target compounds (3a-3f), which is
simple and easy to operate, and the reagents used are cheap and
easy to obtain, thus laying a solid foundation for future

Table 7 The infiltration anesthesia activities, corneal anesthesia
activities and spinal anesthesia activities of selected compounds

ED;, (mg mL™")

Infiltration
Compound anesthesia ~ Corneal anesthesia  Spinal anesthesia
4q 1.06 5.68 19.11
4b 3.02 2.64 7.87
4c 0.88 5.42 29.30
4j 4.02 4.25 34.56
41 0.66 0.87 5.02
Ropivacaine  0.61 0.85 4.27

This journal is © The Royal Society of Chemistry 2019
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Scheme 9 Reagents and conditions: (a) NH,OH-HCl, KOH, CHzOH, ice bath, 5 min; and (b) CHzCOOH, stirring.

industrialization. The total yield of all the analogues was
medium, ranging from 41% to 75%, and the total yield was
improved by optimizing the reaction conditions. In the evalu-
ation of local anesthesia activity, the frog foot withdrawal reflex
method was used to test the activity of the benzohydroxamic
acid analogues, and benzocaine was used as the positive
control. The local anesthetic activity tests were conducted with
5% dimethyl sulfoxide (DMSO) and 0.65% sodium hydroxide
(NaOH) solutions, respectively. Three different concentrations
of 40 ug mL ™", 100 ug mL ™" and 200 ug mL " were selected for
each test regimen. In 5% DMSO, most of the six benzohy-
droxamic acid analogues 3a-3f showed a good local anesthesia
effect. In particular, compounds 3d and 3e exhibited basically
the same local anesthetic effect as the positive control product
benzocaine at the same dose level. The drug structure-activity
relationship (SAR) studies suggested that the better local anes-
thesia effect of compounds 3d and 3e was due to the fact that
both methyl (-CH3) and methoxy (-OCHj3) groups was located in
the contra-apoplectic region of the strong electron donor. The
presence of electrically active substituents in the adjacent or
opposite position may increase the anesthetic effect of local
anesthetics. When the local anesthetic activity was tested in
0.65% NaOH aqueous solution (sodium salt), compounds 3d
and 3e also had a good local anesthetic effect when used as
a sodium salt (0.65% NaOH). Among the six benzohydroxamic
acid analogues 3a-3f, compounds 3d and 3e showed a good
local anesthesia effect, which was comparable with that of the
positive control product benzocaine. These compounds have
the advantages of good thermal stability, not easily hydrolyzed
in water, no allergic phenomenon due to the non-release of
PABA, and no antagonistic effect of clinical drugs. Thus,
compounds 3d and 3e can be used as new local anesthetics for
further research and development.

The action mechanism of local anesthetics is that the drug
binds to the receptors of sodium (Na') channels on the nerve
membrane, preventing sodium ions from crossing the ion
channels and blocking the conduction of nerve impulses to
achieve the purpose of local anesthesia. Currently, there are
many types of local anesthetic drugs used in clinic, such as
tetracaine, dolicaine, dacronine and pramocaine. However,
these local anesthetic drugs have many shortcomings, such as
the toxicity of tetracaine is relatively high, and the drug dose is
too prone to central nervous system and cardiovascular toxicity.
However, procaine has some disadvantages such as short

This journal is © The Royal Society of Chemistry 2019

duration of anesthesia. It is expected that local anesthetics have
the characteristics of fast acting time, long lasting acting time
and low toxic and side effects. Huiying et al.”* reported that
a series of novel benzoate compounds with local anesthetic
effects were designed and synthesized with tetracaine and
pramocaine as lead compounds. In the structural design of the
target compounds, tetracaine and pramocaine were combined
into a new structure by using the principle of splitting, and the
structure was further optimized based on this new structure. A
series of target compounds were obtained by optimizing the
molecular structure after splicing based on the principle of
bioisostere formation and modification with alkyl groups. From
the structure activity relationship (SAR) of the drug, the
designed target compounds also have three basic components,
including a lipophilic section, a link section and a hydrophilic
section. The synthetic route for the target compounds is shown
in Scheme 10. The first alkylation step used 4-aminobenzoic
acid (1a) or 4-hydroxybenzoic acid (1b) as the starting material,
and R-Cl in dimethylformamide (DMF) to arrange it. In alkyl-
ation step, sodium carbonate anhydrous (Na,CO;) was used as
the deacid reagent and dimethylaminopyridine (DMAP) as the
catalyst, and the reflux reaction was completed in 12 h to obtain
compounds 2a-2d. The esterification step used compounds 2a-
2d and 2-bromoethanol in tetrahydrofuran (THF), and
compounds 3a-3d were obtained. The esterification step used
N,N'-carbonyldiimidazole (CDI) as the dehydrant, and the reflux
reaction was completed in 8 h. Also, the second alkylation step
used compounds 3a-3d and six-membered heterocyclic
nitrogen in toluene, and compounds 4a-4p were obtained. In
this step, potassium carbonate anhydrous (K,CO3) was used as
the deacid reagent, and the reflux reaction was completed in
10 h. The synthetic route has a high total yield (76.3-90.4%),
mild reaction conditions, and simple and safe operation.
However, in the second step of this route, CDI was used as the
dehydrating agent, and the price of CDI is relatively high, which
increases the synthesis cost and is not conducive to the devel-
opment of industrialization. Therefore, the selection of dehy-
drating agent needs to be improved due to the preferential
treatment of subsequent process conditions. In the study of
local anesthetic activity, rabbit corneal reflection was used to
study the surface anesthetic effect of the target compound
activity screening in vitro, and based on this, further mice
abdomen acupuncture tests to study the target compounds
infiltrating anesthesia effect, and with the rat tail nerve block
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Scheme 10 Reagents and conditions: (a) R—Cl, Na,COs, DMAP, reflux, 12 h; (b) 2-bromoethanol, CDI, THF, reflux, 8 h; and (c) six-membered

heterocyclic nitrogen, K,COs, toluene, reflux, 10 h.

test to study the effect of nerve block anesthesia using the target
compounds. The studies on local anesthesia activity showed
that these compounds had a good local anesthesia effect. From
the analysis of the drug structure-activity relationship (SAR), it
could be seen that substituents on benzene ring have a great
influence on the local anesthesia effect. With an increase in
substituent carbon chain length, the anesthetic effect time was
prolonged. In the screening of the local anesthesia effect in
vitro, the target compounds 4d, 4g, 4j, 4k, 4n and 40 showed
a good surface anesthesia effect. In the further infiltration
anesthesia test, the selected target compounds also showed
good activity. The action time of compounds 4n and 40 was
4.5 h, which was better than the 2 h of the positive control
substances tetracaine and pramocaine. When performing block
anesthesia on compounds 4d, 4g, 4j, 4k, 4n and 4o, the exper-
imental results showed that these compounds all showed the
characteristics of quick analgesic effect and quick analgesic
effect (Table 8). Among them, the analgesic initiation time of
compound 4n was 6.4 £+ 0.2 min, and the duration analgesic
duration was 293.5 + 3.4 min, which were better than that of the
positive control. In addition, acute toxicity was evaluated by
orally administering compounds 4d, 4g, 4j, 4k, 4n and 4o to
mice (Table 4). The results of the acute toxicity test showed that
the LDs, of compounds 4k, 4n and 40 was higher, among which
compound 4n was 976.5 + 4.5 mg kg~ '. Furthermore, in the
study on the mechanism of action of local anesthetics of the
target compounds, they found that the target compounds enter
sodium channels and bind to the receptor, thereby affecting the
passage of sodium ions to achieve the effect of local anesthetics.

In general, these newly designed local anesthetics include
aromatic acid esters, amides, and imidazoles, which were
mainly concentrated in amides (Table 9). Most of these target
compounds were structurally modified based on commercial
local anesthetics, which are traditional commercial local
anesthetics such as lidocaine, ropivacaine and dyclonine.
Imidazoles are novel local anesthetics used in local anes-
thesia. In terms of the synthesis of these compounds, cheap
and easy starting materials are basically used, the conven-
tional chemical synthetic method is used, and the ideal total
yield is obtained, where the total yield of some target
compounds can reach more than 90%. Simultaneously, the
total yield of some target compounds is low, which needs to be
optimized for the subsequent synthetic process to lay a solid
foundation for the future industrialization. In terms of local
anesthetic activity, most of these target compounds show good
local anesthetic activity, and the local anesthetic effect of most
of the target compounds is similar or better than the positive
control substance. All of these compounds have potential for
further research and development and are waiting to become
the next generation of local anesthetics. However, there are
still many follow-up studies, and most of the local anesthetic
effects of these target compounds are still limited to in vitro
screening or simple activity studies in vivo. Thus, there is still
a long way to go before they become local anesthetics on the
market. This field needs continuous efforts, and it is hoped
that these compounds can become a new local anesthetics and
serve human health.

Table 8 The target compounds of block anesthesia and acute toxicity test

Onset of analgesia

Duration of analgesia

Compound (min) (min) LDs, (mg kg ™)
ad 8.8+ 0.4 230.7 £ 3.2 543.7 £ 2.3
4ag 8.3 +0.4 254.6 £ 3.6 854.6 + 3.7
4j 12.5 £ 0.7 221,8 + 3.0 735.1 £ 3.2
4k 7.2 £0.3 279.9 £+ 3.2 907.2 £ 4.3
4n 6.4 + 0.2 293.5 £ 3.4 976.5 £ 4.5
40 6.6 + 0.2 286.4 £ 3.3 928.9 £ 4.9
Tetracaine 12.3 £ 0.9 172.3 £ 2.6 435.4 £+ 3.3
Pramocaine 10.4 £ 0.8 166.5 = 2.3 472.1 £ 3.6
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Table 9 Synthesis and bioactivity summary of the target compounds
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Schemes Structure type Yields Biological activity Research phase References
1 Amides 45-60% Similar to lidocaine In vitro 62
2 Aromatic acid esters 97-99% Similar to lidocaine In vitro 63
3 Amides 86.6% Similar to lidocaine In vivo 64
4 Aromatic acid esters 37-75% The anesthesia time was 126.3 + In vitro and in vivo 65
24.3 min and infiltration anesthesia time
was 126.3 £+ 24.3 min
5 Imidazoles 68-96% In vitro the mouse tail anesthesia IC5, In vitro and in vivo 66
was (1.6 & 0.26) x 10 > mol L™*
6 Amides 50-80% Better than that of lidocaine In vitro 67
7 Amides 13-79% In vitro, the response time of animals to In vitro and in vivo 68
thermal stimulation 61% to 124%
8 Amides 17.5-87.7% Invitro EDs, values ranging from 0.012 to In vitro and in vivo 69
0.64 and in vivo ED;, was 5.02 and 7.87
9 Amides 41-75% It's similar to benzocaine In vitro 70
10 Aromatic acid esters 76.3-90.4% The analgesic initiation time was 6.4 £+ In vitro and in vivo 71

0.2 min and the duration analgesic
duration was 293.5 + 3.4 min

3. Conclusions and perspective

Local anesthetics act on nerve endings or around nerve trunks,
reversibly blocking the generation and conduction of sensory
nerve impulses, and temporarily eliminating local sensation
under the condition of consciousness, which are convenient
for local surgical operation and treatment. Herein, we mainly
reviewed the research progress of local anesthetics and dis-
cussed the important aspects of design, synthesis and bio-
logical activity of various new compounds. These target
compounds are mainly concentrated in amides, which basi-
cally modify the structure of existing local anesthetics to
obtain local anesthetics with better biological activity.
However, imidazoles are novel compounds that have local
anesthesia activity. In the synthetic process, these target
compounds are generally synthesized by conventional
reagents and conventional methods, and the final total yield is
relatively ideal. In terms of local anesthetic activity of these
target compounds, most of them show good activity in vitro or
in vivo, and some of them have the same or better local anes-
thetic activity than the positive control products. However,
these target compounds also have many shortcomings, which
need to be continuously optimized in the follow-up work. In
terms of the design of target compounds, the target
compounds are mainly amide compounds, and there are few
target compounds with new structures. Thus, more novel
compounds with new structures should be designed in the
future, and the diversity of compound structure should the
focus. In terms of the synthesis of target compounds, the total
yield of some compounds is low, which will increase the
synthesis cost and hinder the development of industrializa-
tion. In terms of the activity of local anesthesia, some
compounds are still in the stage of in vitro screening, and there
is still a lot of work in the follow-up study of the activity in vivo.
Meanwhile, most of these compounds lack of toxicological
research. Thus, the latest research progress of local anes-
thetics can provide novel compounds for local anesthesia.

This journal is © The Royal Society of Chemistry 2019
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