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Dihydroartemisinin (DHA) was coupled to different aminoquinoline moieties forming hybrids 9-14,
which were then treated with oxalic acid to form oxalate salts (9a-14a). Compounds 9a, 10a, 12, 12a,
and 14a showed comparable potency in vitro to that of chloroquine (CQ) against the chloroquine sensi-
tive (CQS) strain, and were found to be more potent against the chloroquine resistant CQR strain. Hybrids
12 and its oxalate salt 12a were the most active against CQR strain, being 9- and 7-fold more active than
CQ, respectively (17.12 nM; 20.76 nM vs 157.9 nM). An optimum chain length was identified having 2 or
3 Cs with or without an extra methylene substituent.

© 2011 Elsevier Ltd. All rights reserved.

An emerging strategy within medicinal chemistry and drug
discovery is the combination of two distinct pharmacophores into
a single molecule. Hybrid molecules offer a simpler and more effec-
tive way to deliver these agents, especially when differences like
elimination times occur.! The underlying mechanism behind the
therapeutic effectiveness of hybrid molecules is that the artemisi-
nin derivative are active on the young erythrocytic stages of
Plasmodium falciparum and the chloroquine derivative is able to in-
hibit the polymerization of f-hematin.? Walsh et al. showed that a
hybrid, artemisinin covalently linked to quinine via an ester link-
age, had superior activity to that of artemisinin alone, quinine
alone, or a 1:1 mixture of artemisinin and quinine. Given the labil-
ity of the ester linkage especially in vivo, it is expected that an
ether/amine bond will be more stable.* The hybrid salt derived
from artesunate and mefloquine (MEFAS) also showed to be more
effective than the combination of the two antimalarial drugs and in
addition exhibited lower toxicity against HepG2 hepatoma cells.*
Dual molecules containing a trioxane moiety linked to an amino-
quinoline entity showed efficient antimalarial activity without
recrudescence.® A trioxaquine series (1,2,4-trioxolanes linked to
quinoline) designed to incorporate the metabolically stable C-10
carbon linkage, showed that an increase in the linker length re-
duced the activity and that an additional protonation site within
the hybrid drug has little impact on antimalarial activity.®

Although the mechanism of action of artemisinin is still being
deciphered, Paitayatat et al.” showed that a number of artemisinin
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Scheme 1. Synthesis of 2-(10p-dihydroartemisinoxy) ethylbromide (2).

derivatives strongly interact with ferroprotoporphyrin IX. It is
known that the artemisinin derivatives, artemether and arteether,
are rapidly converted to DHA (1).2

In this study, DHA(1) was coupled via an ether bond with an ami-
noquinoline entity, with the aim to prolong the half life of DHA by
linking it with an ether/amine bond which is expected to be more
stable than an ester bond, especially when going through the
Gl-track whereas an ether and amide will not be targeted by the
esterase enzyme, It is alsoexpected that these hybrids will be metab-
olized by the liver enzymes to release both DHA (1) and quinoline,
giving rise to duel action. Hereby these novel artemisinin-quinoline
hybrids synthesized ( 13-19) are anticipated to possess increased
activity and prolonged half life, to avoid drug-drug interaction,
and improve patient compliance.

The reaction of DHA (1) with bromoethanol in the presence of
boron trifluoride etherate yielded 2 (Scheme 1)° which was
converted to 9-14 (Scheme 2)'° by treatment with various
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Scheme 2. Synthesis of DHA-quinoline hybrids (9-14).

quinoline based primaryfsecondary amines { 3-8). These amino-
quinolines (3-8) were obtained by the condensation of various dia-
mines with 4,7-dichloroquinoline (Scheme 3)."""*
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Scheme 3. Synthesis of amino functionalized quinoline intermediates (3-8)
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Only a few of the pure free base DHA-quinoline hybrids were
solids, the rest were yellowish/brownish oils. These compounds
were treated with oxalic acid to obtain the oxalate salts (9a-12a,
and 14a), primarily for solubility and stability reasons.

DHA was supplied as a mixture of epimers, but with the for-
mation of 2-{10-dihydroartemisinoxy)ethylbromide (2) only the
B isomer was obtained, therefore all synthesized hybrids were
B isomers and were tested as such. This assignment was con-
firmed by X-ray analysis for compound 2."* This configuration
was also indicated by the small coupling constant (J=3-4Hz)
between H-9 and H-10 in the 'H NMR spectra. The OR-group
at C-10 is cis to the CHi-group at C-9 and ring D is in a chair
conformation in contrast with that reported by Flippen-Anderson
et al'® The two methylene protons on the carbon atom {C-1')
adjacent to the new ether oxygen atom are nonequivalent, due
o the proximity to several asymmetric carbon centers of the
artemisinin nucleus.”

In vitro antiplasmodial activity was determined against the
chloroquine sensitive D10 strain and chloroquine resistant Dd2
strain of P. falciparum using a well established method."®'® In
vitro cytotoxicity was conducted against a mammalian cell-line,
Chinese Hamster Ovarian (CHO) using the 3-(45-dimethylthia-
zol-2-yl}-2 5-diphenyltetrazoliumbromide  (MTT)-assay, using
emetine as the reference.'"®'®'"¥ Two reference antimalarial
drugs, viz. CQ and DHA, were tested alongside the hybrids and
their salts. The results showed that compounds 9a, 10a, 12,
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Table 1
In vitro antiplasmodial activity and cytotoxicity of synthesized artemisinin hybrids
Compound D10 IC5q (M) 5D Dd2: 1Csy (nM) 50 Rl CHO: 1Csq (M) sD i
] 8459 222 15280 206 2 R 334 391
Sa 21.49 013 2570 1.09 1 LG4 o8 77
10 117.76 16.27 183.49 568 2 ) 14.09 a7
10a 1427 265 19.75 025 1 7 o 12
11 3039 27 6921 202 2 ND ND ND
11a 17.25 LOG 3022 1222 2 35,18 2014 2039
12 1218 121 17.12 044 1 139 083 279
12a 1494 0.05 2076 361 1 275 012 184
13* 3072 LB E8.49 4.19 2 592 088 193
14* 20138 19.92 27599 70.52 1 NI ND ND
14a 2899 270 29314 3326 1 231 LR [1] 80
R (n=3) 21.54 G673 157.90 5270 7 NI ND ND
DHA (=4} 511 .64 209 033 04 NI ND ND
Emetine (i = 3) ND NI NI ND ND [18 L] 005 ND

* Tested as a suspension. n = Number of data sets averaged. Resistance index (RI) = 1Csy Dd21C5, D10, Selectivity index (51} = [Csy CHOJ 1C5, D10, CHO = Chinese Hamster

Owarian. SO = standard deviation. ND = not determined.

12a, and 14a displayed the best antimalarial activity (Table 1).
These compounds showed comparable potency to CQ against
the CQS strain, D10, and were found more potent than CQ
(ICso=157.9 nM) against the CQR strain, Dd2, of P. falciparum,
with [Csp ranging from 17.2 to 38.9nM. Compounds 12 and
12a displayed the best profile based on both antiplasmodial
activity and cytotoxicity. Compounds 11, 11a and 13 showed
good activity against the CQS strain, but were less active against
the CQR strain of P. falciparum—indicated by the resistance index
Rl = 2. Compounds 12, 13, and 14 were tested as suspensions in
DMSO, due to insolubility in the medium.

Overall the oxalates had better antiplasmodial activity than
their free base hybrids, presumably due to their better aqueous sol-
ubility in the testing medium. Oxalic acid could also inherit anti-
malarial activity, but also add to the toxicity of a compound.
Slight cytotoxicity was observed with the oxalate salt of compound
10 and 10a with a selectivity index (SI) of 12, thus making it the
most cytotoxic compound in this series. All other compounds
showed good selectivity towards P. falciparum (S1 = 20). The good
activity of some of these compounds against the CQR strain is in
agreement with the results from previous studies.>**** All com-
pounds were less active than the antimalarial drug DHA irrespec-
tive of the P. falciparum strain making this a major drawback, but
also merits further very essential investigation especially on how
these hybrids will act in the body whereas the underlying motiva-
tion for a hybrid would come forth.

In conclusion, all of the compounds synthesized showed either
higher or comparable potency to that of CQ, with the exception of
hybrids 10 and 14 which were found with lower potency than CQ
against the CQR strain of P. falciparum. Hybrid 12 and its oxalate
salt (12a) possessed the highest antimalarial activity, even though
hybrid 12 was tested as a suspension. These two compounds,
respectively, showed 9- and 7-fold higher activity than CQ against
CQR. The optimum linker could be identified based on the in vitro
activity, as those hybrids inheriting a C-chain with 2/3 Cs and a
C-chain with 3 Cs with a Me-substituent which is present in com-
pound 9, 10 and 12. Therefore it could be deduced that no cyclic
linkers should be included, only chains with 2/3 carbon atoms with
or without Me-substituent.
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10. Generalprocedure for the synthests of9-14. Themethod as described by Li etal was

used. Particular attention was paid that heating temperature did notexceed 80 °C
which could lead to disubstitution. The residue was extracted with CHzCle and if
any insolubility ocourred, itwas fltered off. Only the relevant peaks for hybrid 10—
14 were notated and as the NME data for the oxalate salts were a repetition to that
ofthe free bases only the latter's werereporte d. In the MS spectraof compounds 9-
14 the presence of one chlorine atom canbe deduced by the presence of two peaks
in a3:1 ratiose parated by 2 mass units. 1-{ 7-Chioro-4-{1 2-dia minoethyjquino bl )-
2-{10f-difd roartemisinaxy ethane (91 Yellowish oil. Ry= 046 {DCM/MeOH 9:1)
Yield: 595 5, (CDC;)8.44(d, ) = 5.3 Hz, 1H,H-2),7.88(d, = 1.6 Hz, 1H, H-8'), 7.69
(d.J= 89 Hz 1H,H-5)728(dd./= 85,19 Hz, 1H, H-6'),632(d [ = 53 Hz, 1TH,H-
3),6.02-590 (br s, 1H, H-5"), 533 (s, 1H,H-12),4.76 (d.J = 13 Hz, 1H. H-10),3.92
(dt.] = 10.1,5.0 Hz, 1H, H-12), 3.57-3.45 (m, TH, H-1"3), 3.32-3.23 (m, 2H,H4" ),
3.00(t.) =5.6 Hz, 2H, H-3"), 2.87-2.75(m, 2H, H-2"), 2.58(dt | = 7.7,5.7 Hz, 1H H-
9),1.38(s, /= 129 Hz, 3H,3-Me), 0.82 (d; ] = 7.4 Hz, 3H, 9-Me), 0.80 (d; ] = 5.5 Hz,
3H, 6-Me). 5z (CDCl5) 151.79 (C-2), 14987 (C-4'), 148.83 (C-84), 134.74 (C-7'),
12834 (C-8), 12517 (C-6), 12139 (C-5'), 11724(C-4a), 104.05 (C-3), 102.00 (C-
10),99.01 (C-3'), 87.77 (C-12), 80.84( C-12a), 67.58 (C-1"}, 52.30 (C-5a ), 48.55 (C-
27), 47.11 (C-3"), 43.90 (C-8a), 42.00 (C-4"), 3737 (C-6), 36.23 (C-4), 3436 (C-7),
30.71(C-9),26.05(3-Me), 24,48 (C-5), 24.42(C-8),20.15(5-Me), 1292 (9-Me). MS:
myz: 532 (M7, 100%), 534 M™+2, 30}, 1-{ 7-Chloro <4+ 1.3 -diaminopro pyliquino bl -
2-{10f-difd roartemisinaxy ethane (10) Yellow ol By =049 (DCM{MeOH 9:1)
Yield: 35%. & (CDClz) 5.38 (s, TH, H-12), 484 (d, J= 3.4 Hz, 1H, H-10), 403 {dr,
J=104,52 Hz, 1H, H-15"), 360 (dt, | = 1003, 5.1 Hz, TH, H-13"), 338 (t,| = 5.9 Hz,
2H, H-5"), 294 (. [ =5.4 Hz, 2H, H-3"), 287 (L | =52 Hz, 2H, H2"), 1.91 (dt,
J=112,56Hz, 2H H-4"),1.42 (s, 3H, 3-Me), 0.88 (d,] = 7.4 Hz, 3H,9-Me), 0.87 (d,
1 =58 Hz, 3H, 6-Me). 62 (CDCl5) 67. 79 (C-17), 4919 (C-2:C-3 ), 43 88(C-5" ), 27.11
(C-4"). MS: m/z 546 (M°, 100%), 548 (M'+2, 308) 1+ 7-Chloro-4-{1 4
digminophenyl ) uinolyl)-2- 10-dihydroartemisinoxy Jethane (11). Brownish oil.
Ry=10.57 (DCM/MeOH 9:1). Yield: 35% 8y (CDCls) 7.08 (d, )= 8.6 Hz, 2H, H4"),
6.78(s, 1H, H-7%),6.64(d.J = 8.7 Hz, 2H,H-5/},5.36(s, 1H, H-12),4.81(dJ = 3.4 Hz,
1H, H-10),4.01 {(ddd, | = 10.3,6.2, 4.1 Hz, 1H, H-12"}, 3,64(ddd, | = 10.4,6.5,4.1 Hz,
TH, H-1p7}, 3.38-3.25 (m, 2H, H-2), 1.41 (s, 3H, 3-Me), 0.92 (s, 3H, 9-Me), 0.91 (d,
J=1.8 Hz, 3H, 6-Me). 4c (CDCls) 146,45 (C-3"), 128,67 (C-6"), 126.64(C-47),113.82
(C-5"), 66,95 [C-17),43.85 (C-2" ). MS: myz: 580 (M*, 100%), 582 (M"+2, 30%). 1 7-
Chioro-4-(1 2-daminopropylquina bl -2 10 f~difydroa emisinogy Jethane (12).
Unable to separate the two isomers, was therefore collected as a mixtu re. Fluffy
light brown crystals. Mp: 67 °C Ry = 0.42 (DCM [MeOH 9: 1), Yield: 45%. & (CDCl3)
5.99(s 1H,H-5"),5.75 (dd. = 36.6,59 Hz, 1H,H-5"), 5.37-533(m, 1H,H-12),5.29
(& 1H, H-12),4.78 (dd, = 7.4,4.1 Hz, TH H-10}, 476 (d. ] = 3.4 Hz, 1H, H-10},3 96
(ddd, =103, 7.1, 3.8 Hz, TH, H-1"), 3.90 (ddd, | = 105, 6.4, 43 Hz, TH, H-12"),
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378(dr, = 118,58 Hz, 1H, H-3"), 173 (dt, = 116 56Hz, 1H,H-4),357-151
(i, TH, H-1p*), 3.48 (ddd, ] = 10.2, 6.6, 3.8 Hz, TH, H-1p"), 3.30(t, | = 154 Hz, TH,
H-4a' ), 3.10(tL] =12.9,6.4 Hz, TH, H-3'), 3.05-2.96 (m, 1H, H-4p"), 296-2.75(m,
4H,H-2"), 1.40 (s, 3H, 3-Me), 1.38 (s, 3H, 3-Me), 1.27 (dd, | = 6.3, 4.0 Hz, 3H, H-6"),
120(dd, = 63,3.5 Hz, 1H, H- 6" }, 0.84-0.80( m,GH,9-Me), .79 (dd, | = 68,28 Hz,
BH, G-Me) 5 ((DCl5) 67.80 (C-17), 67.57 (C-17), 54.12 (C-3¥), 53,95 (C-37), 49.28
(C-27),49.23(C-27), 4759 (C-4"),47.43 (C-4" ), 18.06( C-6"}, 17.95 (C-6"). MS: mjz:
500 (M™—CHz 0], 546 (M°, 100%), 548 (M"+2, 305 ). 1-(7-Chioro—4-{ piperazin-1-
ylguinoly [}-2-( 10 f-dihydroa temisinoxy jethane (13). Fluffy light yellow crystals.
Mp: 77 °C. Ry=0.72 (DCMMeOH 9:1) Yield: 39% &, (CD0) 5.47 (s, TH, H-12),
4.82(d,J =33 He, 1H,H-10), 4.02-3.95 (m, 1H, H-12"}, 3.62-3.55 (m, 1H,H-1p"),
324-314(m,4H,H3") 284 277 (m,2H H-4' ), 2.77-2.72(m = 125, 6.8 Hz, 2H,
H-5"), 2.71-265 (m, 2H, H-2"), 1.41 (s, 3H, 3Me), 093 (d, | = 6.4 Hz, 3H, 9-Me),
090(d, =74 Hz, 3H, 6-Me). i (CDCh) 6583 (C-17), 57.86 (C-2"), 5328 (C-3"),
5226 (C-4".C-5"). MS: mfz: 512 (M*—CH,0;), 558 (M”, 100%), 560 (M™+2, 30%).
1-(7-Chio ro-4-{ 2-piperaznyl-ethy lnmino)gui no b [)-2-{ 10 f-difpd roa riemisinoxy )
ethane( 14). Dark yellow oil. By = 051 {DCM/MeOH 9:1). Yield: 52% by (CDCl5) 5.33
(5 TH,H-12), 475 (d ] = 3.0 Hz, 1TH, H-10), 390(dt, | = 99,48 Hz, 1H, H-15"), 1,48
(td = 108,53 Hz, TH, H-1[*, 3.18-3.10 {br s 4H, H-3"), 276(t.[ = 5.1 Hz. 2H,H-
27),2.72(1) = 5.9 Hz, 2H, H-5"), 2665, 4H,H-4" ,2.56(1,] = 5.8 Hz, 2H, H-6"), 1.34
(5 3H, 3-Me), 0.85 (s, 3H, 9-Me), 0.84 (5, 3H, 5-Me). 5. ((DCk)67.59 (C-1¥), 57.65
(C-2*), 5296 (C-3*), 5200 (C-4) 4916 (C-5*), 4605 (C-6*) MS: m/z 555
(M®—CH,0.), 601 (M”, 1005 ), 603 (M™+2, 30%).

. Condensation of diamines with 4,7-dichloroguinoline (3-8 A combined method

as described by Biot et al. and WDa et al. was used The residue was
recrystallized form ethyl acetate. High yields were obtained (75-85%).
7-thioro-4-{12-diaminoethyl) gquinoline (3L OF white crystals. & (CD;0D)
835 (d,/=5.6Hz 1H,H-2), 810(d,J =9.0Hz, 1H, H-5), 7.76 (d. /= 2.1 Hz, TH,
H-8), 7.39 (dd, J=9.0, 2.1 Hz, TH, H-6), 655 (d, J= 56 Hz, TH, H-3), 343 (1,
J=6.4Hz, 2H, H-1"), 297 (t, ] =64 Hz, 2H, H-2') 4c (CD:0D) 152.83 (C-4),
15247 (C-2), 14968 (C-8a), 13634 (C-7) 12760 (C-5) 12603 (C-6) 124.34
(C-8) 11881 (C-da), 9970 (C-3), 46.34 (C-1'), 4084 (C-2'). 7~Chloro-4-(1,
I-digminopropyl) quinoline (4). Yellow white crystals. &y (CD500) 340 (t,
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J=7.0Hz, 2H, H-3'), 279 (t, = 7.1 Hz, 2H, H-17}, 1.86-1.92 (m, |= 7.0 Hz, 2H,
H-2'). & (CD;0D} 41.89 (C-17), 4025 {C-3'), 3202 (C-2'} 7-Chlaro-4-{14-
digminophenyl) gquineline (5) Dark brown aystals. & (CD:0D) 7.08 (d.
J=85Hz 2H, H-2')} 681 (d, J= 86 Hz, 2H, H-3'). & (CD,0D) 14730 (C-1'),
13083 (C-4), 127.61 (C-2'} 11730 (C-3). 7-Chloro-4-{ 1, 2-diaminopropyl)
quinoline (6). OF white crystals. & (CD;0D) 327 (ddd, j = 7.9, 5.8, 3.1 Hz, 2H,
H-17), 325 - 3.21(m, TH, H-2'), 1.19 {d, ] = 5.7 Hz, 3H, H-3'). ic (CDs0D) 51.77
(C-1') 46.49 (C-2"), 21.09 (C-3"). 7-Chloro—4-{piperazin-1-yl) quinokne (7). OF
white aystals. & (CD;0D) 3.24-3.20 (m, 4H, H-1'), 3.12-3.08 {m, 4H, H-2'). 5
(CD;0D) 5403 (C-1") 4640 (C-2). ~Chioro-4-2-piperadnyl-ethylaming )
guinoling (8). Brown white crystals. &, (CD;0D) 327 (s 4H, H-4'), 281 (L,
J=65Hz, 2H, H2'), 276 (s, 4H, H-5'), 257 (L, ] = 6.5 Hz, 2H, H-1'}. 5 (CD,0D)
6130 (C-2'), 5416 (C-4'), 53.08 (C-5"), 39.01 (C-1').
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