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Abstract Pyrrole- and imidazole-containing polyamides can be tailored to recognize the
DNA 6-8 base pair sequence. We found that adding a second amino group via the
N1-position of pyrrole or imidazole in polyamides could enhance their DN A binding affinity
and water solubility while retaining sequence specificity. Synthesis of the key 1-substituted-
4-nitropyrrole (and imidazole)-2-carboxylic acid building blocks are described.

[Supplementary materials are available for this article. Go to the publisher’s online
edition of Synthetic Communications™ for the following free supplemental resource(s):
Full experimental and spectral details. |
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INTRODUCTION

Many human diseases, including cancer, are caused by aberrant gene
expression.[! The transcription factors responsible for the growth and metastatic
behavior of human cancers can be regulated by cell-permeable small molecules that
disrupt transcription factor—-DNA interactions that could stop aberrant gene
expression pathways.””! Pyrrole (P)-imidazole (I) polyamides (PAs) are analogs of
distamycin (1, Fig. 1) that bind in the minor groove of DNA and they are capable
of regulating the expression of specific genes.[! PAs are also shown to control cancer
growth in vivo." The established pairing rules (I/P binds G/C and P/I binds C/G,
P/P binds either to A/T or T/A,” and I/I binds T/G mismatched base pairs'®) have
enabled researchers to design and synthesize the P- and I-PAs to target virtually any
DNA 6-8 base-pair sequence. Recently, our group has augmented the usefulness of
PAs by reporting a new class of compounds called Hx-amides.[”! These are modified
PAs that contain a fluorescent 4-methoxyphenylbenzimidazole or Hx moiety, and
they bind in the minor groove with a similar mechanism as PAs. A stacked Hx motif
behaves as two contiguous pyrrole units; thus, a stacked Hx/PP unit recognizes two
A/T base pairs, and a stacked Hx/II unit recognizes CC/GG." In addition to the
ability to track Hx-amides in cells by fluorescence, Hx-amides have enhanced
binding affinity over their N-formamido PA counterparts.”

Despite these advances, major challenges still limit the PA field. These include
the need to increase the water solubility of PAs and their penetration into cells and
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Figure 1. Structures of distamycin (1) as a hydrochloride salt, f-IPI (2), diamino f-IPI (3), diamino f-/PI
(4), diamino Ph-1PI (5) [f =formamido, Ph = benzamido, P or I=site of 1-(3-aminoalkyl) moiety], f-IPP
(6), f-PIP (7), f-P(CN)IP (8), {-PPP (9), and f-PP(alkyne)P (10).
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localization in the nucleus. Instead of focusing on larger, linked PAs, such as
hairpins,® H-pins,” and cyclic PAs,!"” our group has focused on simpler PAs, such
as tri- and tetraamides.'"! To overcome some of these challenges, our group has
reported novel N1-modified PAs that include a second amino functionality. The
basis for this design are as follows. First, N1-modified PAs are relatively underex-
plored." Second, the second amino group can be protonated, thereby making the
diamino PAs more water soluble than their respective monoamino counterparts.
The second positively charged ammonium group could also enhance the electrostatic
attraction between the PAs and the negatively charged phosphodiester backbone on
DNA. This would enhance the binding affinity. Third, modification of N1 does not
increase the molar mass and size of the PAs in any significant way, thereby giving the
molecules a better chance of diffusing into cells and concentrating in the nucleus.

Accordingly, our group has reported the synthesis and DNA binding properties
of a group of diamino PAs as shown in Fig. 1. Analogs f-IPI (or PA 2),['*! diamino
PAs f-1PI (3), f-IPI (4), and Ph-IPI (5) bind strongly to their cognate sequence
5-ACGCGT-3, a biological relevant site.!'* The latter three compounds have com-
parable sequence specificity as PA 2 and they have improved solubility in water. PAs 3
and 5 have superior binding affinity to their cognate sequence than their respective
monoamino counterparts, with PA 4 showing comparable binding affinity to PA 2.
A similar water-solubility advantage was observed for PAs 6, 7, and 9 compared to
their respective monoamino counterparts'¥ yet they gave similar sequence specificity
and either stronger or comparable binding affinity to their respective monoamino
PAs. As part of our studies, we have also synthesized PAs 8 and 10, which contained
a 3-cyanoalkyl- or 1-(4-pentynyl) pyrrole group,'™ respectively. Clearly, the
Nl-position of pyrrole and imidazole offers an opportunity for designing newer
generations of PAs and Hx-amides. Even though several 1-alkylaminopyrrole PAs
have been reported,'? and only two 1-alkylaminoimidazole PAs have been described
by us,'>!'* we felt the approach reported herein, which uses 1-substituted-4-nitropyr-
role-(and imidazole)-2-carboxylic acid building blocks, is more efficient than the
strategies previously reported. First, the number of reaction steps to synthesize the
PAs isminimal. Second, the nitro-carboxylic acid structures of 11a—c and 12 make
them highly amenable to the Schotten—Baumann reaction, amine-acid chloride
coupling approach, which offers advantages over other approaches in terms of
chemical yields, costs, and purity.!'®

Accordingly, we hereby report the synthesis of novel 1-(3-modifiedpropyl)-
4-nitro-pyrrole-2-carboxylic acids 11a—¢ and 1-(3-chloropropyl)-4-nitroimidazole-2-
carboxylic acid 12. Upon incorporation of the chloroalkyl moiety in the PAs, the
chlorine atom could be transformed into the amine either by direct displacement
with ammonia in methanol™'”! or in a stepwise manner (sodium azide, DMF,
and heat; followed by catalytic hydrogenation).!'¥

RESULTS AND DISCUSSION

The synthesis of 1-(3-substitutedpropyl)-4-nitropyrrole-2-carboxylic acids
11a—cis shown in Scheme 1. It involves an SN2 reaction of ethyl 4-nitro-/ H-pyrrole-2-
carboxylate 13"® with 1-bromo-3-chloropropane in the presence of anhydrous
potassium carbonate and potassium iodide and in dry acetone under reflux. The
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Scheme 1. (a) 1-Bromo-3-chloropropane, K,COs3, KI, dry acetone, reflux, 16 h for 14a. (b) 4-Bromobutyr-
onitrile, K,CO;, KI, dry acetone, reflux, overnight for 14b. (c) 5-iodo-1-pentyne, K,COs, dry acetone,
reflux, overnight for 14c. (d) (i) 4.0 M NaOH, 15min, reflux, (if) 6.0 M HCIL.

reaction yielded ethyl 1-(3-chloropropyl)-4-nitropyrrole-2-carboxylate 14a as a
yellow solid in 85% yield. Hydrolysis of the ester moiety in compound 14a in aqueous
sodium hydroxide solution under reflux conditions afforded the desired 1-(3-
chloropropyl)-4-nitropyrrole-2-carboxylic acid 11a in 86% yield. The conditions were
optimized to reduce the amount of dimer formation due to substitution of two
pyrrole-NH moieties of 13 at both ends of 1-bromo-3-chloropropane during the
SN2 reaction and over hydrolysis of the alkyl chloride moiety in the second
step. The preparation of acids 11b and ¢ were achieved using the same process
except 4-bromobutyronitrile/potassium iodide and 5-iodo-1-pentyne were used,
respectively.

Our initial synthesis of 1-(3-chloropropyl)-4-nitroimidazole-2-carboxylic acid
12 utilized an approach we had reported earlier."?! That involved alkylation at
N1 of imidazole with 1-bromo-3-chloropropane, followed by installation of the
ethoxycarbonyl group at C2. These transformations were successful but subsequent
attempts to introduce a nitro group at the C4 position using a wide range of
methods!">!?! failed to give more than a tiny amount of the product 18. A fruitful
synthesis of acid 12 is given in Scheme 2. It required the synthesis of ethyl
4-nitro-1H-imidazole-2-carboxylate 17,%% using a similar strategy for the synthesis
of acids 11a—c. Imidazole ester 16 was synthesized by reaction of 1-benzylimidazole
with ethyl chloroformate to give ester 15 in 50% yield.*” Removal of the benzyl
group by catalytic hydrogenation afforded ester 16 in quantitative yield, which upon
nitration using fuming nitric acid and concentrated sulfuric acid gave the desired
ester 17 in 86% yield.*” Ester 17 was reacted with 1-bromo-3-chloropropane in
the presence of anhydrous potassium carbonate and potassium iodide in dry
dimethylformamide at 60-65°C to yield the desired N1-(3-chloropropyl) product
18 in 74% yield, with minor admixture of the 3-bromopropyl derivative. Because
of the mesomeric nature of imidazole, we needed to ascertain the exact position of
the chloroalkyl group on the imidazole unit. That was unambiguously accomplished
through a single-crystal X-ray diffraction study on ester 18, and the structure is
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Scheme 2. (a) Ethylchloroformate, dry Et;N, dry MeCN, —20°C for 15 min, rt for 16 h. (b) H,, 10% Pd-C,
cold ethanol, 16 h, rt. (¢) Fuming HNOj3, conc. H,SO,4, 60-65°C for 3h. (d) 1-Bromo-3-chloropropane,
K,COs;, KI, dry DMF, 60-65°C, 2.5h. (e) (i) LiOH, THF:H,O (1:1), rt, overnight, (ii) 6.0 M HCI.

shown in Fig. 2. Selective hydrolysis of ester 18 was achieved using lithium hydroxide
in tetrahydrofuran (THF) and water at room temperature to furnish the desired
1-(3-chloropropyl)-4-nitroimidazole-2-carboxylic acid 12 in 88% yield.

In conclusion, modification of the N1-position of pyrrole and imidazole offers
an opportunity for the design and synthesis of newer generations of DNA sequence—
specific binding PAs. Reporting the synthesis of the key 1-substituted-4-nitropyrrole
(and imidazole)-2-carboxylic acidsynthonswill enable further developmentinthe field
of polyamide minor groove binding ligands.

Figure 2. X-ray crystal structure of ethyl 1-(3-chloropropyl)-4-nitro-/ H-imidazole-2-carboxylate 18 (50%
thermal ellipsoid probability level). Minor disorder of Cl and Br omitted for clarity. The X-ray structural
information has been deposited in the Cambridge Crystallographic Data Centre (CCDC 922340) and can
be obtained via www.ccde.cam.ac.uk/data_request/cif.
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EXPERIMENTAL

The general experimental information as well as the syntheses and characteriza-
tion of esters 14b, 14¢, and 18 as well as acids 11b, 11c, and 12 are given in the
supplementary materials section. Representative syntheses of ester 14a and acid
11a are given here.

Ethyl 1-(3-Chloropropyl)-4-nitropyrrole-2-carboxylate 14a

A solution of ethyl 4-nitro-7 H-pyrrole-2-carboxylate 1318 (2.0 g, 10.8 mmol),
anhydrous K,CO; (4.5g, 32.6 mmol), and KI (1.98 g, 11.95mmol) in dry acetone
(25mL) was refluxed for 30 min. 1-Bromo-3-chloropropane (1.0mL, 11.95 mmol)
was added to the reaction mixture. The reaction mixture was refluxed for 16 h, cooled
to room temperature, and filtered. The filtrate was concentrated under reduced press-
ure. The residue obtained was dissolved in CHCl; (20mL) and washed with water
(10mL x 2). The organic layer was dried over anhydrous Na,SO, and concentrated
to obtain the crude compound, which was purified by column chromatography using
silica gel and CHCI; as the eluent. Ester 14a was isolated as a yellow solid (2.41 g,
85%). Mp 74-76°C, R; 0.71 (2% MeOH/CHCIs). IR (KBr): 3300-2500 br, 3113,
2960, 1676, 1541, 1511, 1480, 1414, 1368, 1308, 1282, 1254, 1216, 1191, 1155, 1106,
1089, 977, 914, 863, 818, 749, 721, 658."H NMR (CDCls): 7.70 (s, 1H); 7.46 (s,
1H); 4.55 (t, J=6.6, 2H); 4.32 (q, J=17.0, 2H); 3.51 (t, J=6.6, 2H); 2.29 (quint,
J=6.6, 2H); 1.37 (t, J=7.0, 3H). °C NMR (CDCls): 159.97; 135.56; 127.19;
122.40; 113.37; 61.09; 47.45; 41.16; 33.07; 14.24. MS (EI): 260 (*°*M™, 80%), 262
(M, 25%). HR-MS (EI): 260.0567 (**M ™, C;oH,3*°>CIN,0,"; calc. 260.0564).

1-(3-Chloropropyl)-4-nitropyrrole-2-carboxylic Acid 11a

Aqueous NaOH solution (4.0M, 15mL) was added to a solution of ethyl
1-(3-chloropropyl)-4-nitropyrrole-2-carboxylate 14a (3.0g, 11.5mmol) in MeOH
(10mL). The reaction mixture was refluxed for 15 min. The solvent was removed under
reduced pressure. Water (10mL) was added to the reaction mixture. The reaction
mixture was cooled to 0-5 °C and acidified using 6.0 M HCI until pH was 1. The sepa-
rated white solid was filtered and dried to obtain acid 11a (2.29 g, 86%). Mp 190-194 °C.
R:0.16 (5% MeOH/CHCI). IR (KBr): 3139, 3114, 2970, 2845, 1675, 1560, 1541, 1480,
1447, 1414, 1368, 1308, 1282, 1254, 1191, 1154, 1106, 1089, 914, 773, 658. '"H NMR
(CDCly): 7.77 (d, J=1.2, 1H); 7.61 (d, J=1.2, 1H); 4.57 (t, J=6.2, 2H); 3.52
(t, J=6.2, 2H); 2.31 (quint, J= 6.2, 2H). *C NMR (CDCls): 163.63; 135.87; 128.32;
120.89; 115.47; 47.61; 40.98; 32.97. MS (EI): 232 (*°M™", 50%), 234 "M, 18%).
HR-MS (EI): 232.0247 (**M ™", CgHy*>CIN,O,"; calc. 232.0251).
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SUPPLEMENTARY INFORMATION

Full experimental detail for esters 14b, 14c, and 18 and acids 11b, 11¢, and 12;

and 'H and "*C NMR spectra of esters 14a—c and 18 as well as acids 11a—c and 12
are provided. This material can be found via the “Supplementary Content” section
of this article’s Web page.
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