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ABSTRACT

The objective of the present investigation was to synthesize nitro and bromo derivatives of 4-hydroxycoumarins, 4,7-
dihydroxycoumarins and their C-methylated derivatives by ultrasound irradiation and assess the lipophilicity of
these coumarin derivatives by shake-flask method with octanol-water as solvent. Log P values were also calculated
with HYPERCHEM software. The results indicated that 4,7-dimethylcoumarin and 6-bromo-4,7-dimethylcoumarin
possess the highest lipophilicity. The lipophilic value calculated by shake flask method reveals that 4-methyl 7-
hydroxy-6-nitrocoumarin, 4-methyl 7, 8-dihydroxy-6-nitrocoumarin and 6-bromo-4,7-dihydroxycoumarin have high
lipophilic value.
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Abbreviation: TLC: Thin Layer Chromatography; UV: Ultraviolet Spectroscopy; IR: Infra-Red; O/W: Octanol
Water System; Log P: Partition coefficients

INTRODUCTION

A notable part of research carried out in chemistry is devoted to the study of heterocyclic compounds. Of the large
number of heterocyclic compounds, coumarins are known for more than a century because of their unique
pharmacological properties. Many of the coumarin derivatives are known to be physiologically active and exhibit a
wide variety of application in drug discovery because of their biological activities [1-3]. Coumarins are reported to
act as anticonvulsant, anti-bacterial, anti-insecticidal, anti-inhibitory agents and oral anticoagulants. Coumarins also
possess anthelmintic, hypnotic and insecticidal activities [4-16]. Coumarin derivatives can be synthesized by
conventional methods or by green methods. Green chemistry is “the use of techniques and methodologies that
reduce or eliminate the use or generation of feedstock, products, by-products, solvents and reagents that are
hazardous to human health and the environment” [17]. It is a micro scale chemistry method which is a laboratory
based, environmentally safe and a pollution-prevention approach. To create an ecofriendly and non-toxic
environment, we aimed to synthesize coumarin by ultrasound irradiation [18-21]. Recently, Ultrasound aided
synthesis has attained an impressive development in the field of chemical synthesis, including material science,
aerosols, food chemistry and other research areas.

One of the most important parameters describing the pharmacokinetic aspects of drug action is lipophilicity [22-24].
The term lipophilic literally means “oil loving”, and lipophilicity is a measure of the degree to which a given
molecule prefers hydrophobic non-polar environments to water. The most common experimental measure of
lipophilicity is the log of the partition coefficient for a solute distributing itself between water and some organic
solvent such as 1-octanol or chloroform [25-27]. Partition coefficients (Log P) are usually determined by the shake-
flask method [28-31]. Octanol and water are widely accepted as the best two-phase system to model the partitioning
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between biomass and water. The development of accurate prediction methods for hydrophobicity depends on the
availability of measurements on compounds with unique fragments.

In consideration of the biological activity of coumarins and their applications in drug discovery, we aimed to
synthesize nitro and bromo derivatives of coumarins by ultrasound irradiation and to determine the lipophilicity of
these coumarins by shake flask method using octanol-water system. The values were then compared with the log P
values obtained from HYPERCHEM software [32,33].

MATERIALS AND METHODS

Experimental Section

All reactions were monitored by TLC (Merck Silica gel) using petroleum ether, chloroform and ethyl acetate as
developing solvents. The yields reported are calculated from analysis of the crude reaction mixtures. Melting points
were recorded on an Expo-DI/QC/M/107 melting point apparatus and are uncorrected. Sonication was carried out
using Ultrasonics 230 V AC, 50 Hz. Infrared spectrum was recorded on Bruker-FTIR model. UV spectra were
recorded on a double beam spectrophotometer-systronics-2202 model. The compounds were detected by Hitachi UV
lamp — F8T5 (254 nm).

Ultrasound Aided Synthesis of Coumarins

Synthesis of 4-hydroxycoumarin (P1):

A mixture of phenol (4.5 ml), malonic acid (5.2 g), fused zinc chloride (18.5 g) and phosphorus oxychloride (15 ml)
was irradiated in an ultrasonic bath. The progress of the reaction was monitored by TLC. The product was cooled
and decomposed with ice water and allowed to stand. The resulting 4-hydroxy coumarin was dissolved in 10%
Sodium Carbonate and acidified. At about neutral point some oily by product separated out and was removed.
Acidification of the remaining solution gave 4-hydroxy coumarin. On crystallisation from dilute alcohol pure 4-
hydroxycoumarin was obtained.

Synthesis of 4-methyl 7-hydroxycoumarin (P2):

A solution of resorcinol (11 g) in ethyl acetoacetate (13 ml) is added to cold concentrated sulphuric acid (100 ml)
and is then irradiated in an ultrasonic bath. The reaction mixture was kept for 20 hours at room temperature and
poured with vigorous stirring onto crushed ice. The separated product was filtered, washed with water and
crystallized from dilute alcohol.

Synthesis of 4, 7-dimethylcoumarin (P3):

A mixture of p-cresol (21 ml) and ethyl acetoacetate (26 ml) in sulphuric acid (50 ml) was irradiated in an ultrasonic
bath. The reaction mixture was then cooled and poured into ice water. The product was filtered, washed with water,
dried and then recrystallised from dilute alcohol to obtain the pure product.

Synthesis of 4, 7-dihydroxycoumarin (P4):

A mixture of resorcinol (5 g), malonic acid (5.2 g), fused zinc chloride (18.5 g) and phosphorous oxychloride (15
ml) was irradiated in an ultrasonic bath. After the reaction was complete as monitored by TLC, the crude product
obtained from the reaction was recrystallised from hot water to obtain the pure product.

Synthesis of 4-methyl 7, 8-dihydroxycoumarin (P5):

A mixture of phloroglucinol (20 ml) and ketoester (21 ml) was irradiated in an ultrasonic bath in the presence of
concentrated sulphuric acid. After completion of the reaction, the reaction mixture was cooled at room temperature
and poured onto crushed ice. The solid product obtained was filtered off, washed with ice-cold water and
recrystallized from hot ethanol to obtain the pure product.

Ultrasound aided synthesis of nitrocoumarins (P 1-5 N):

Coumarin derivative (100 mg) was mixed with acetic acid (3 ml) and concentrated nitric acid (2 ml) and is then
irradiated in an ultrasonic bath. The progress of the reaction was monitored using TLC. The reaction mixture was
cooled and then poured onto ice water. The product obtained was filtered, washed with water and then dried.
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Ultrasound aided synthesis of bromocoumarins (P 1-5 B):

A mixture of coumarin derivative (100 mg) and bromine in glacial acetic acid was irradiated in an ultrasonic bath.
The completion of the reaction was monitored using TLC after which the reaction mixture was poured into ice water
and the solid formed was filtered off, dried and is then recrystallized from alcohol to get the pure product.

Theoretical Determination of Lipophilicity
After the preparation of various coumarins by using ultrasound irradiation, theoretical prediction of these
samples/drugs was carried out using Hyperchem 7.0 software.

Experimental Determination of Lipophilicity

After the preparation of various coumarins by using ultrasound irradiation, the experimental analysis was carried out
using Shake- Flask Method. A sample of 10 mg of coumarin samples was dissolved in 1-octanol in a 25 ml
volumetric flask, which was then pre-saturated with water 24 hr prior to use. A sample solution of 0.5 ml was
transferred to a 10 ml calorimetric tube. The octanol pre-saturated water was then added to the calorimetric tube.
The resulting two-phase mixture was kept in a 25°C water bath for 40 minutes, strongly shaken once in 5 min for
attainment of equilibrium between the two phases. This sample (1 ml) was centrifuged for 10 minutes and the
concentration of coumarin in the organic phase was analyzed in a UV/ VIS spectrophotometer. From the data
obtained using UV/ VIS spectrophotometer, the concentration of coumarins in the organic phase and the aqueous
phase is determined. The experimental value of log P was then calculated using the relationship

Concentration of drug in Octanol Phase

" Concentration of drug in Aqueous Phase

Log P = 1Og([C]Octanol)

[Clwater
RESULTS AND DISCUSSION

The results of the present work are presented in Tables 1 and 2. It can be envisaged from the data obtained from the
Table 1, the time of synthesis of all the coumarins was considerably reduced under ultrasound irradiation showing
the feasibility of the present method. The yield of 4-methyl 7-hydroxycoumarin (92%) and 4-methyl 7, 8-
dihydroxycoumarin (95%) is very high compared to all other coumarins synthesized under ultrasound irradiation.
But the time required for the synthesis of 4-methyl 7, 8-dihydroxycoumarin (122 mins) is high compared to 4-
methyl 7-hydroxycoumarin (65 mins). The yield of 4-methyl-7-hydroxy-6-nitrocoumarin (83%) and 4-methyl- 7, 8-
dihydroxy6-nitrocoumarin (85%) is high compared to other nitro substituted coumarins. The time required for the
synthesis of 4-methyl 7 hydroxy-6-nitrocoumarin (15 mins) is dramatically reduced compared to 4-methyl -7, 8-
dihydroxy-6-nitrocoumarin (25 mins). The yield of 6-bromo- 4-methyl 7-hydroxycoumarin (83%) and 4-methyl -7,
8 —dihydroxy 6-bromo coumarin (88%) is more compared to other bromo derivatives of coumarins synthesized
under ultrasound irradiation. The time required for the synthesis was also comparatively less. It was observed from
the results, that the nitro derivative of 4-hydroxycoumarin and 4, 7-dihydroxycoumarin (yield less) was not formed
due to the acidity conferred on the molecule by the lactone ring whereas the introduction of methyl groups gradually
weakens this acidity and makes the molecule more susceptible to the action of nitric acid (high yield). It was also
found that the bromo derivative of 4-hydroxycoumarin (yield less) and 4, 7-dihydroxycoumarin is also not formed
because of the bulky group present on the molecule and also due to the electron withdrawing nature of the
substituent. The IR spectra recorded for all the synthesized compounds confirms the formation of the coumarin
moiety and the IR spectral assignments are furnished in Table 2. The highest lipophilic value as calculated using
HYPERCHEM software was obtained for 4,7-dimethylcoumarin and 6- Bromo- 4,7 dimethylcoumarin. The
lipophilic value calculated by shake flask method (Table 1) reveals that 4-methyl 7-hydroxy -6-nitrocoumarin, 4-
methyl-7,8-dihydroxy- 6-nitrocoumarin and 6- bromo- 4, 7-dimethylcoumarin have high lipophilicity compared to
other coumarins. From these data, it was suggested that these compounds can be intended for oral administration
since the log P, value is less than 5 [34]. Moreover, the lipophilic value calculated using HYPERCHEM software
(0.67) and by shake flask method (0.41) is in good agreement for bromo derivative of 4,7- dimethyl coumarin.

Besides these, the lipophilic value of 6-bromo-4-methyl-7-hydroxy coumarin and 6-bromo-4,7-dimethylcoumarin
calculated using HYPERCHEM software and by shake flask method is comparable as seen from Table 1. From the
above discussion, it may be concluded that ultrasound aided synthesis seems to be a versatile method for the
preparation of various coumarins particularly 4— methyl-7- hydroxy coumarin and 4-methyl-7, 8- dihydroxy
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coumarin and its bromo and nitro derivative. It is clear from the results that the lipophilic value calculated using
shake flask method agrees quite well with the HYPERCHEM software.

Table 1: Time and yield of coumarin derivatives synthesized under ultrasound

Reaction Time Yield Melting Point Log P Log P
S No Compounds Code (minutes) (%) (°g:) (Experi?nental) (Theo?etical)
1 4-hydroxycoumarin P1 105 80 160 -0.29 -0.71
2 4-methyl-7-hydroxycoumarin P2 65 92 108-112 -0.39 -0.56
3 4,7- dimethylcoumarin P3 93 76 163-165 -0.87 0.62
4 4,7-dihydroxycoumarin P4 156 68 155 -0.66 -1.73
5 4-methyl-7, 8- P5 122 95 205 -0.41 -1.58
dihydroxycoumarin
6 4-hydroxy-6-nitrocoumarin P1IN 55 - - - -4.88
7 4-methyl-7-hydroxy -6- P2N 15 83 182 0.04 -4.72
nitrocoumarin
8 4,7-dimethyl-6-nitrocoumarin P3N 40 62 80 -0.29 -3.55
9 4,7-dihydroxy-6-nitrocoumarin PAN 40 15 155 - -5.9
10 A-methyl-7, 8 dihydroxy - 6- | g 25 85 155-157 0.45 5.75
nitrocoumarin
11 6- bromo- 4-hydroxycoumarin P1B 7 45 159 -0.6 -0.66
12 6- bromo- 4-methyl-7- P2B 80 83 210 0.58 05
hydroxycoumarin
13 6- bromo- 4,7 dimethylcoumarin P3B 100 78 134-135 0.41 0.67
6- bromo- 4,7-
14 dihydroxycoumarin PaB 150 ) ) ) -1.68
15 6- bromo- 4-methyl -7,8- P5B 60 88 175 0.79 -1.53
dihydroxycoumarin
Table 2: IR spectra of synthesised coumarins
S.No Compounds C-H Stretching Hydroxy Group Lactone C=0 Str C-O-C linkage C-NOyyr | C-Brstr
1 P1 2970 3460 1739 1220
2 P2 2999 3484 1733 1214
3 P3 2965 1706 1227
4 P4 3018 3400 1737 1222
5 P5 3076 3543 1723 1290
6 PIN
7 P2N 2971 3583 1734 1212 1575
8 P3N 3069 1724 1201 1526
9 PAN 315 3366 1733 1211 1540
10 PSN 3081 3250 1735 1289 1531
11 P1B 2952 3383 1735 1211 602
12 P2B 2362 3271 1715 1195 577
13 P3B 2922 1713 1237 675
14 P4AB
15 P5B 2976 3238 1715 1279 666
CONCLUSION

In this paper, from the results obtained, we conclude that various Bromo and Nitro substituted coumarins
synthesized by ultrasound irradiation shows that the time of synthesis was considerably reduced from few minutes to
less than three hours for these coumarins compared to the conventional method. The lipophilic value (log P)
calculated by HYPERCHEM software suggests that 4,7-dimethylcoumarin, 6-bomo-4,7 dimethylcoumarin have
highest lipophilicity. The lipophilic value (log P) calculated by shake flask method reveals that 4-methyl 7-hydroxy -
6-nitrocoumarin, 4-methyl 7, 8-dihydroxy-6-nitrocoumarin and 6-bromo-4, 7-dihydroxycoumarin have high
lipophilic value compared to other coumarins. The lipophilic value of 6-bromo-4-methyl-7-hydroxy coumarin and 6-
bromo-4,7-dimethylcoumarin calculated using HYPERCHEM Software and shake flask method is comparable. The
lipophilic value calculated using shake flask method agrees quite well with the HYPERCHEM software.

170




M Priya et al J. Chem. Pharm. Res., 2018, 10(3):167-171

ACKNOWLEDGEMENTS

The authors thank Avinashilingam Institute for Home Science and Higher Education for Women, Coimbatore for
providing necessary facilities. | also thank Sri Ramakrishna Institute of Technology, Coimbatore for all their
support.

REFERENCES

[1] S Sandhu; Y Bansal; O Silakari; G Bansal. Bioorganic Med Chem. 2014, 22(11), 3806-3814.

[2] KN Venugopala; V Rashmi; B Odhav. BioMed Res Int. 2013, 1-14.

[3] SJalhan; S Singh; R Saini; N Sethi; K Upendra. Asian J Pharm Clin Res. 2017, 10(7), 38-43.

[4] KM Amin; DAE Rahman; AA Yasmin. Bioorganic Med Chem. 2008, 16(10), 5377-5388.

[5] C Radanyi; LG Bras; S Messaoudi; C Bouclier; JF Peyrat; JD Brion; V Marsaud; JM Renoir M Alami.
Bioorganic Med Chem_Letters. 2008, 18(7), 2495-2498.

[6] | Kostova; M Georgi. Eur J Med Chem. 2008, 43(1), 178-188.

[7] S Stanchev; G Momekov; F Jensen; M Manolov. Eur J Med Chem. 2008, 43(4), 694-706.

[8] Y Jacquot; L Laios; A Clecren; D NonClercq; L Bermont; B Refouvelent; K Boubekeur; A Xiacluna; G
Leclercq; G Laurent. Bioorganic Med Chem. 2007, 15(6), 2269-2282.

[9] A Beillerot; JC Dominguez; G Kirsch; D Bagrel. Bioorganic Med Chem Letters. 2008, 18(3), 1102-1105.

[10] N Hamdi; C Lidrissi; M Saoud; NA Romerosa; H Zarrouk. Chem Heterocyclic Compounds. 2006, 42(3),
320-325.

[11] I Manolov; CM Moessmer; N Danchev. Eur J Med Chem. 2006, 41(7), 882-890.

[12] SA Kotharkar; DB Shinde. Bioorganic Med Chem Letters. 2006, 24, 6181-6184.

[13] ZH Chohan; AU Shaikh; R Abdul; T Supuram. J Enzyme Inhib Med Chem. 2006, 21(6), 741-748.

[14] MA Haiza; MS Mostafa, MY Kadyl. Sci J King Faisal Univ. 2005, 6(1), 1426.

[15] K Shivashankar; VK Manohar; AS Lokesh; P Vijaykumar; SV Rasal. Phosphorus Sulfur Silicon Relat

Elem. 2006, 181(9), 2187-2200.

[16] S Sandhu; Y Bansal; O Silakari; G Bansal. Bioorg Med Chem. 2014, 22(15), 3806-14.

[17] MM Singh; Z Szafran, MR Pike. J Chem Edu. 1999, 76(12), 1684-1686.

[18] L Jitai, L Xiaoliang, L Tongshuang. Ultrason Sonochem. 2006, 13(3), 200-202.

[19] E Rizzi; S Dallavalle; L Merlini. Synth Commun. 2006, 36, 1117-1122.

[20] M Vinatoru; A lancu; E Bartha; A Petride; V Badescu; D Niculescuduvaz; F Badea. Ultrason Sonochem.
2002, 1(1), 27-31.

[21] MA Margulis. High Energ Chem. 2004, 38(3), 135-142.

[22] CA Lipinski; F Lambarto; BW; Domiry; PJ Feeney. Adv Drug Deliv Rev. 1997, 23, 4-25.

[23] ZH Chohan; CT Supuran. J Comput Aided Mol Des. 2012, 2(1), 51-60.

[24] R Gulaboski; F Scholz. J Phys Chem A. 2003, 10, 5650-5657.

[25] N Gulyaeva, A Zaslavsky; P Lechner; A Chait; B Zaslavsky. World Res J Pept Protein. 2003, 61(2), 71-
79.

[26] JW Lambert; AK Sum. J Phys Chem A. B 2006, 110, 2351-2357.

[27] D Vrakas; HL Dimitra. J Pharm Biomed Anal. 2005, 39 (5), 908-913.

[28] E Baka; EA John; TN Krisztina. J Pharm Biomed Anal. 2008, 46(2), 335-341.

[29] L Hitzel; PW Alan; LL Karen. Pharm Res. 2000, 17(11), 1389-1395.

[30] Y Qiao; S Xia; P Ma. J Chem Eng Data. 2008, 53, 280-282.

[31] T Scheytt; M Petra; L Ralph; H Thomas. Water Air Soil Poll. 2005, 165, 3-11.

[32] M MericSaric; A Mornar; C TanjaBadovina; J Ivona. Croatica Chemica Acta. 2004, 77(1-20), 367-370.

[33] P Jayanthi; P Lalitha. Pharma Science Monitor. 2011, 2, 210-215.

[34] CA Lipinski; F Lombardo; BW Dominy; PJ Feeney. Adv Drug Deliv Rev. 2001, 46(1-3), 3-26.

171



