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Abstract

:

Digestive enzymes and free radical inhibitors are used to prevent complications resulting from diabetes. Entada spiralis (family Leguminosae), which is a well-known medicinal plant in herbal medicine due to its various traditional and medicinal applications, was studied. Crude extracts were successively obtained from the stem bark using petroleum ether, chloroform and methanol as extracting solvents. The antioxidant activity of all the extracts, fractions and isolated compounds were estimated using 2,2-diphenyl-1-picrylhydrazyl (DPPH), β-carotene and 2,2′-azinobis(-3-ethylbenzothiazine-6-sulfonic acid) (ABTS) assays, while digestive enzymes inhibitory activity was assessed using α-amylase and α-glucosidase inhibitory methods. Structure elucidation of pure compounds was achieved through different spectroscopic analysis methods. Fractionation and purification of the most active methanol extract resulted in the isolation of a ferulic ester namely; (e)-hexyl 3-(4-hydroxy-3-methoxyphenyl) acrylate (FEQ-2) together with five known phenolic constituents, identified as kaempferol (FEQ-3), 5,4′-dihydroxy-3,7,3′-trimethoxyflavone (FEQ-2), gallic acid (FEQ-5), (+)-catechin (FEQ-7) and (−)-epicatechin (FEQ-8). FEQ-5 exhibited the strongest antioxidant and enzyme inhibitory activities followed by FEQ-3 and FEQ-4. FEQ-2 also displayed potent free radical scavenging activity with IC50 values of 13.79 ± 2.13 (DPPH) and 4.69 ± 1.25 (ABTS) µg/mL, respectively. All other compounds were found active either against free radicals or digestive enzymes.
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1. Introduction


One of the acceptable ways of treating diabetes is by decreasing post-prandial hyperglycemia [1,2]. The only way to achieve this is by retarding the actions of carbohydrate hydrolyzing enzymes so as to delay the digestion and absorption of glucose through the brush border [3,4]. Commercial enzyme inhibitors such as voglibose, acarbose, miglitol, etc have serious gastrointestinal side effects like diarrhea, flatulent, bloating, etc. [5,6] and this has further increased the search for inhibitors from natural sources. Several plant extracts (mostly polyphenols) have been reported to be powerful starch-hydrolyzing enzyme inhibitors [7,8,9]. These plant-derived inhibitors are more acceptable due to their low cost, and less side effects [10,11]. Furthermore, bioactive components from different plant sources and different groups such as flavonoids, glycosides, phenolic acids, anthocyanins have been reported by different researchers to exert good hydrolyzing enzyme inhibitory activities [12,13,14].



It is assumed that almost 75 percent of the world’s existing plant species have medicinal value and nearly all of these plants possess potent antioxidant potential [15]. This potential is as a result of the presence of both low and high molecular weight secondary metabolites which are derived or synthesized from primary metabolites such as sugars and amino acids through glycosylation, hydroxylation, and methylation [16].



Among all the secondary metabolites phenolic compounds such as flavonoids, flavonoid glycosides, phenolic acids, anthocyanins, tannins, stilbenes and lignans appear to be the most significant as they have been reported to exhibit potent antioxidant activities in various in vivo and in vitro investigations. Compounds with good antioxidant capacity have been found to often demonstrate wide range of biological importance in the treatment of both pathogenic and non-pathogenic diseases including hyperglycemia through inhibition of digestive enzymes [17,18,19]. A notable example among these compounds is montbretin A, a flavonol glycoside which demonstrated potent specific inhibition against human pancreatic amylase (Ki = 8 nM) through intramolecular hydrophobic π-stacking interactions between myricetin and caffeic acid [20].



The genus Entada adans (synonym: Entadopsis Britton) belongs to a pea family of the Leguminosae and contains approximately twenty-nine species in which Entada spiralis is found in Asia. The most common pharmacological property of nearly all species of Entada is their antioxidant capacity. Different parts of different species have been reported to exhibit potent antioxidant activity [21,22,23] Similarly, some species have also been reported to exhibit potent digestive enzymes inhibitory activities [24,25].



Entada spiralis Ridl. (synonym: Entada scheffleri), locally known as Beluru or Sintok, is a woody climber that twins around other higher plants for support and can grow up to 25 m tall. It grows widely in the rain forest and is widely spread across Southeast Asia regions such as Indonesia, Malaysia and Thailand. A previous study on this plant has shown the potency of its methanol extract fraction as an antibactarial and antifungal agent [26]. Compounds isolated so far from this plant include ester saponins, triterpenoidal glycosides, and diterpenoidal glycosides and sugars [27]. Many other pharmacological activities are yet to be properly studied with respect to delving their true medicinal potential particularly on their enzyme inhibitory potential as an antioxidant agent. Hence, this research was aimed to investigate the inhibitory potential of the stem bark on digestive enzymes and free radicals and isolate the active principles responsible for these effects.




2. Results and Discussion


2.1. Extraction and Fractionation


Three extracts were obtained from 4.5 kg of powdered material. These are the petroleum ether (22.8 g), chloroform (10.4 g) and methanol (104.6 g) extracts, respectively. The petroleum ether extract is an oily coloured substance with high solubility in non-polar solvents. The chloroform extract on the other hand, appeared as greenish sticky extract, while the methanol extract is dark-brown in colour. Both these extracts are soluble in polar solvents. The differences observed in these extracts could be due to variation and the characteristics of the phytochemical contents present in them. Methanol gave the highest yield, suggesting that most metabolites present in E. spiralis stem bark may be polar or moderately polar in nature. Fractionation of methanol extract using CHCl3: MeOH gradient elution afforded four pooled fractions, viz. F1 (1.7 g), F2 (1.9 g), F3 (4.8 g) and F4 (12.9 g).




2.2. Total Phenolic Contents (TPC)


Table 1 shows the total phenolic and flavonoid contents present in E. spiralis extracts and fractions. The methanol extract gave the highest TPC value (42.5 ± 8.59 µg/GAE), as obtained from a gallic acid calibration curve (r2 = 0.9941). The TPC values of all E. spiralis extracts were observed in increasing order from petroleum ether extract < chloroform extract < methanol extract with the values of 2.6 ± 0.95, 28.3 ± 1.38 and 42.5 ± 8.58 µg/GAE, respectively. Moreover, among all the fractions F1 and F2 were observed to have appreciable and significantly (p < 0.05) comparable amount of phenolics (10.71 ± 1.43 and 8.16 ± 3.18 µg/GAE), respectively. F3 had a relatively low TPC with 2.04 ± 3.91 µg/GAE while F4 was the lowest with less than 1 µg/GAE.




2.3. Total Flavonoid Contents (TFC)


The methanol extract had the highest TFC with 28.94 ± 2.93 µg QU equivalents/mg dry weight, respectively. The chloroform extract also contained an appreciable amount, with 12.73 ± 1.93 µg, while the petroleum ether extract displayed the lowest content (0.84 ± 0.24 µg QU equivalent/mg dw). F3 contained less than 1 µg of TFC while the result for F4 was negative, suggesting that there was no observable flavonoid content in the fraction. F1 and F2 had the highest and similar TFCs among all the fractions, viz., 6.88 ± 1.20 and 5.12 ± 1.93 µg/mL, respectively. Overall, the TFC values of all the samples were found to be lower than the corresponding TPC ones.




2.4. In Vitro Antioxidant Activity


2.4.1. Dot-Blot Staining Assay Result


Three different detection agents, viz., DPPH•, ABTS•+ and β-carotene, were used to ascertain the qualitative scavenging activity of the isolated compounds. Radical scavenging activity was indicated by the appearance of yellow spot on a purple background for DPPH•, orange/white spots on a green background for ABTS•+ and orange spots on a white background for β-carotene. Dot-blot staining results using 1 mg/mL for the isolated compounds from E. spiralis stem bark with ascorbic acid as positive control are shown in Figure 1. FEQ-2, FEQ-3, FEQ-5, FEQ-7 and FEQ-8 showed strong intensity on all the three antioxidant detection agents as compared to ascorbic acid which was used as positive control in this assay. FEQ-4 showed strong intensity on ABTS assay, but low intensity on the DPPH and β-carotene assays.




2.4.2. 2,2-Diphenyl-1-picrylhydrazyl (DPPH) Assay


Analysis of the antioxidant activities of various extracts and fractions at different concentrations (7.81–125 µg/mL) on DPPH radical with their corresponding IC50 values is shown in Table 2 with ascorbic acid (AC), Trolox (Tx, for ABTS only) and quercetin (QC) as reference standards. The methanol and chloroform extracts displayed a promising free radical scavenging activity against DPPH•. Both extracts displayed a concentration-dependent activity. Methanol extract showed the highest radical inhibitory activity with the lowest IC50 value of 42.67 ± 4.10 µg/mL while the petroleum ether one exhibited the lowest activity, with IC50 > 1000 µg/mL. The strong free radical scavenging effect of the methanol extract was attributable to the presence of phenolic compounds in significant amounts. Similar activity of their methanol extracts has been previously reported for E. pursaetha and E. africana [28,29]. On the other hand, fractions F1 and F2 obtained from the methanol extract displayed good radical scavenging capacity, with IC50 values of 37.09 ± 0.88 and 30.09 ± 1.91 µg/mL, respectively. F3, however, showed inhibition of 78.52 ± 5.21 µg/mL while F4 exhibited the lowest activity, viz., 326.63 ± 13.93 µg/mL. The outcome of this assay showed that F1 and F2 are the most active fractions and therefore isolation of compounds was carried out on these fractions.



Meanwhile, among all the isolated compounds, FEQ-5 demonstrated the most potent activity against DDPH radical with the lowest IC50, i.e., 6.15 ± 0.38 µg/mL which was found statistically comparable to the reference standard i.e., ascorbic acid (IC50 = 5.38 ± 1.26 µg/mL). Several previous studies have demonstrated structurally similar isolated compounds as good radical inhibitors [30,31]. Similarly, FEQ-2, FEQ-3, FEQ-7 and FEQ-8 exhibited potent DPPH radical scavenging activity (Table 3) with IC50 values that are significantly different from one another (13.79 ± 2.13, 11.29 ± 0.26, 12.48 ± 1.55, and 11.75 ± 33.82 µg/mL, respectively). The strong radical scavenging activity of these compounds is in fact a manifestation of the fact that phenolic compounds are well known antioxidants due to their electron-donating capacity [30]. FEQ-4 showed moderate activity (IC50 i.e., 66.17 ± 8.03 µg/mL), the outcome of this result corroborated with various spots intensities observed in the dot blot staining assay as described earlier.




2.4.3. 2,2′-Azino-bis (3-ethylbenzothiazoline-6-sulfonic acid) (ABTS) Assay


Unlike the DPPH assay, all the extracts exhibited higher scavenging activity against ABTS•+ generated by the reaction between potassium persulphate and ABTS. The activity was observed in a concentration dependent manner. The methanol extract showed the highest activity by displaying the lowest IC50 value i.e., 37.39 ± 0.05 µg/mL, followed by the chloroform extract (90.84 ± 3.12 µg/mL) while the petroleum ether extract exhibited the lowest activity with the highest IC50 value observed, i.e., 625.16 ± 10.58 µg/mL. F1 efficiently inhibited ABTS radical (19.92 ± 1.11 µg/mL), comparable to that of ascorbic acid (Ac) i.e., 16.74 ± 1.76 µg/mL. F2 and F3 displayed similar activity, with IC50 values of 30.50 ± 0.21 and 29.45 ± 4.12 µg/mL, respectively.



Contrary to the DPPH assay, among all the isolated compounds FEQ-7, FEQ-8 and FEQ-5 showed the high activity, with IC50 values i.e., 1.86 ± 0.15, 1.12 ± 0.09, and 1.28 ± 0.89 µg/mL, statistically comparable with one another (Table 3). FEQ-2 and FEQ-3 also demonstrated good ABTS•+ scavenging activity having IC50 of 4.69 ± 1.25 and 2.10 ± 0.51 µg/mL, respectively.





2.5. In Vitro Digestive Enzymes Inhibitory Activity


2.5.1. In Vitro α-Amylase Inhibitory Assay


The α-amylase inhibitory activity of E. spiralis extracts and methanol fractions using acarbose as positive control were investigated using the starch-iodine method which gives a characteristic blue colour. The intensity of the iodine colour decreases as the starch is hydrolyzed into monosaccharaides by α-amylase. However, in the presence of an active sample, the hydrolysis is forestalled as the colour remains unchanged. The intensity of the blue colour is dependent on the inhibitory capacity of the sample. Enzymes inhibitory activity of the extracts and fractions is shown in Table 2. Chloroform extract and fractions obtained from the methanol extract, viz. F1 and F3, showed a very minimal inhibitory activity with IC50 values > 200 µg/mL. The methanol extract showed good inhibition, with an IC50 value of 53.12 ± 3.42 µg/mL while F2 was considered the most active, with an IC50 of 13.19 ± 0.18 µg/mL. F4 was observed to have negative IC50 (-67.45 ± 8.74 µg/mL), revealing the fact that α-amylase enzyme may have been activated rather than being inhibited and therefore could increase the rate of glucose absorption, thereby aggravating post-prandial hyperglycemia in diabetes condition if ingested. However, Only FEQ-3 and FEQ-5 showed moderate inhibitory activity with IC50 values of 95.27 ± 3.48 and 87.14 ± 5.31 µg/mL, respectively. FEQ-4 showed weak activity having an IC50 close to 500 µg/mL. FEQ-2, FEQ-7 and FEQ-8 did not show any observable α-amylase inhibition. This outcome corroborates the result obtained for the inhibitory activity of the water extract of Qingzhuan dark tea which showed that extracts rich in catechin and epicatechin do not have any significant α-amylase inhibition [32]. The relatively weak enzyme inhibition of FEQ-7 and FEQ-8 could be as a result of non-galloylation and lack of a C2-C3 double bond in conjugation with C=O.




2.5.2. In Vitro α-Glucosidase Inhibitory Assay


The α-glucosidase inhibitory activity of E. spiralis extracts and methanol fractions is shown in Table 2. All the extracts and fractions showed different degrees of inhibition in a concentration- dependent manner. The methanol extract, chloroform extract, F1 and F2 showed good α-glucosidase inhibitory activity, having IC50 values of less than 100 µg/mL. Meanwhile, the methanol extract, which had the lowest IC50 (20.63 ± 0.44 µg/mL) among these samples, was considered the most potent α-glucosidase inhibitor. However, the petroleum ether extract, F3, and F4 exhibited mild α-glucosidase inhibitory activity which can be observed through their high IC50 values > 100 µg/mL. The only available similar report on enzyme inhibitory activity of Entada species was on the ethanol extract of E. rheedii seed coat and pericarp in which a percentage enzyme inhibition of 98.73 ± 0.46 and 74.01 ± 2.02, respectively (1 mg/mL), has been reported [25].



Among the isolated compounds, FEQ-5 showed the highest inhibitory activity (IC50, 6.49 ± 1.52 µg/mL) followed by FEQ-3 with IC50 of 21.91 ± 3.24 µg/mL as compared to commercial quercetin, reference standard (with IC50 4.85 ± 1.05 µg/mL) as shown in Table 3. FEQ-2 exhibited the lowest inhibition with IC50 of 149.00 ± 9.71 µg/mL. FEQ-4 was observed to show moderate inhibitory activity with an IC50 value of 75.30 ± 9.83 µg/mL while FEQ-7 and FEQ-8 showed weak inhibition with IC50 values of 101.84 ± 7.24 and 99.05 ± 5.20 µg/mL, respectively. Similar weak α-glucosidase inhibitory activity for these compounds with IC50 values greater than 200 µM has been reported [33]. Contrary to our findings, FEQ-8 isolated from Rhodiola crenulata root was reported to exhibit good inhibitory activity with IC50 of 29.85 ± 2.20 µM [34].





2.6. Identification of the Isolated Compounds


Six phenolic compounds were successfully isolated from most active fractions of the methanol extract of E. spiralis stem bark and their structures elucidated. All the compounds have been isolated for the first time from this plant. FEQ-2 was obtained as a white amorphous powder. Mp: 80–88 °C; UV (λmax MeOH) 365 nm; FT-IR (cm−1): 3551, 2914, 2848 1624, 1681 and 1681 ESI-MS [M + H]+ ion peak was observed at m/z 279.16 (Figure S1) corresponding to C16H22O4. Complete 13C [150 MHz] and 1H-NMR [600 MHz, CDCl3-δH (ppm)] assignments are given in Table 4.



All the carbon values were assigned based on the HSQC spectrum. In COSY, protons at δ 1.42 ppm strongly correlated with the terminal primary methyl proton of the fatty acid ester chain at δ 0.90 ppm and methylene protons at δ 1.72 ppm whereas, δ 1.72 ppm was also observed to show correlation with oxymethine protons at δ 4.20 ppm as shown in Figure 2. Similarly, JH-JH correlation was also observed between the two olefinic protons at δ 6.33 and 7.65 ppm. In the aromatic ring, δ 6.95 (H-5) showed a correlation with δ 7.10 (H-6).



In the HMBC spectrum, correlations were observed between the protons at δ 6.33 and δ 7.60 ppm (H-7 and H-8) with δ 127.03 (C-1), 123.03 (C-6), and 167.41 (C=O). These correlations confirmed the attachment of a long fatty acid ester chain and that of the aromatic ring. Moreover, the link between the long methylene chain with COO was established by the correlation between the oxymethylene proton at δ 4.20 ppm with both methylene carbons at δ 31.93 (C-2′), 28.87 (C-3′) and that of C=O at δ 167.42 ppm. Methoxy protons at δ 3.95 ppm displayed strong correlations with the carbon at δ 146.72 suggesting that the methoxy group was attached to C-3. A low intensity broad singlet at δ 5.95 ppm indicated a O-H proton signal which showed a correlation with δ 147.91 (C-4) and δ 114.72 (C-5). Furthermore, the proton at δ 6.95 ppm (H-5) showed a correlation with δ 123.03 (C-6), 127.05 (C-1) and 146.70 (C-4) as illustrated in Figure 2. Based on the interpretation of these spectra data, FEQ-2 was unambiguously identified as hexyl 3-(4-hydroxy-3-methoxyphenyl) prop-2-enoate or hexyl 3-(4-hydroxy-3-methoxyphenyl) acrylate (Figure 3). Though this ferulic ester has previously been synthesized [35], this is the first report of its isolation from the plant kingdom.



FEQ-5 was obtained as white needle-like crystals; mp: 242–244 °C; UV (λmax MeOH) 273 nm; FT-IR (cm–1): 3325, 2832, 1656 1448 and 613; 1H-NMR [600 MHz, CD3OD-δH (ppm)]: 7.09 (s, 2H, H-2 & H-6) which represents protons at 2 and 6 positions of the aromatic ring. 13C-NMR [150 MHz, CD3OD, δC (ppm)]: 121.0 (C-1), 109.0 (C-2 & 6), 145.9 C-3), 138.0 C-4), 145.9 (C-5) 168.0 (C=O). By direct comparison with a previous report [36], FEQ-5, corresponding to C7H6O5, was therefore identified as trihydroxybenzoic acid, also known as gallic acid. It is being reported herein for the first time from the entire Entada genus.



Additionally, isolated aglycone flavonoids were also characterized using FT-IR, melting point, 1D-NMR (Table 5 and Table 6) and direct comparison with values previously reported in the literature. The compounds were therefore identified as kaempferol (FEQ-3) [37], pachypodol (FEQ-4) [38], gallic acid (FEQ-5) [36], (+)-catechin [FEQ-7) [39] and (−)-epicatechin (FEQ-8) [39]. The structures of all the isolated compounds are given in Figure 3.





3. Materials and Methods


3.1. General Information


A Chromatotron model 7924T (T-squared Technology, Inc., Sneath Lane, San Bruno, CA, USA) and chromatography columns of different sizes (30, 20 and 10 mm) purchased from Kemtech (Pleasant Prairie, WI, USA) were used for purification of the constituents. A FTIR spectrometer (Perkin Elmer Inc., Hopkinton, MA, USA) equipped with horizontal attenuated total reflectance device with diamond crystal and Perkin Elmer spectrum software version (10.03.09) was used to detect the functional groups of the isolated constituents. The mass spectrum of the new isolated compound was determined using an Agilent 1290 Infinity LC system coupled to an Agilent 6520 accurate-Mass Q-TOF mass spectrometer (Agilent Technologies, Santa Clara, CA, USA). An 1800 series UV-VIS spectrophotometer (Shimadzu, Kyoto, Japan) was used to detect the presence or absence of chromophores. Melting points were measured using an SMP 10 apparatus, (ST50SA Bibby Sterilin, Ltd., Stone, UK). 1H-, and 13C- NMR spectra (600 and 150 MHz, respectively) were measured using a FT-NMR cryoprobe Bruker Advance 111 spectrometer (Bruker Scientific Technology Co., Ltd., Yokohama, Japan). Absorbance was measured using a TECAN PRO 200 microplate reader (Tecan Trading AG, Mannedorf, Switzerland). A rotary evaporator (IKA RV 10B S99, 40 °C, 115 rpm) (Buchi, Flawil, Switzerland) was used to concentrate the extracts. Aluminium chloride (AlCl3), 2,2 diphenyl-1-picrylhydrazyl (DPPH), 2,2′-azinobis-3-ethylbenzothiazine-6-sulfonic acid (ABTS), sodium carbonate (Na2CO3), p-nitrophenyl glucopyranoside (pNPG), potassium phosphate and 6-hydroxy-2,5,7,8-tetramethylchroman-2-carboxylic acid (Trolox) were purchased from Sigma-Aldrich (St. Louis, MO, USA). Gallic acid, Folin-Ciocalteu reagent (FC) and Whatman No 1 filter paper were purchased from GE Healthcare UK Limited (Amersham, UK). Silica gel 60 (0.2–0.5 mm and 0.063–0.200 mm), Pf254 with gypsum, preparative TLC (20 × 20 cm) plates were obtained from Merck (Darmstadt, Germany). All other chemicals and solvents used were of analytical reagent quality.




3.2. E. spiralis Stem Bark Preparation and Extraction


E. spiralis Ridl. stem barks were obtained from Tasik Chini Forest, Pekan District, Pahang, Malaysia. (voucher specimen KMS-5228) and cut into smaller pieces, air-dried at room temperature, and pulverized into powdered form to give a final mass of 4.5 kg. The powder was then macerated successively using solvents of different polarity (petroleum ether, chloroform, and methanol) to obtain petroleum ether, chloroform, and methanol extracts, respectively. Maceration with each solvent was repeated until exhaustion before proceeding to the next solvent and the resultant filtrates from each solvent were concentrated in vacuo using a rotary evaporator. The crude extracts were packed in a glass bottle and kept in the fridge until further analysis.




3.3. Fractionation of the Active Extract


Being the most active the methanol extract (100 g) was fractionated on a silica gel column with gradient mixtures of chloroform: MeOH (9:1→6:4) as eluent to afford four pooled fractions, viz. F1 (1.7 g), F2 (1.9 g), F3 (4.8 g) and F4 12.9 g. Each fraction was concentrated in vacuo and kept in a glass bottles and in the fridge until further analysis. All four fractions were evaluated for bioactivity and the most active fractions were subjected to different purification processes to obtain their active principles.




3.4. Estimation OF Total Phenolic Content (TPC)


The total phenolic contents in E. spiralis extracts and fractions were determined using a Folin-Ciocalteu (FC) method adapted and modified from Sulaiman et al. [40]. Briefly, 50 µL of 10% FC w/v was introduced into flat-bottom microplate wells followed by 10 µL of standard or sample (7.18–1000 µg/mL) against blank containing only the methanol. Finally, 50 µL of 40% Na2CO3 was then added to each and incubated for 2 h at room temperature. Gallic acid was used as standard. Assay was conducted in triplicate. Absorbance was measured at 725 nm using microplate reader and the total phenolic content was determined from the linear regression curve of absorbance against concentration using the equation Y = mx + c. Results obtained were expressed as microgram gallic acid equivalent (µg of GAE/mg/dw of extract).




3.5. Estimation of Total Flavonoid Contents (TFC)


Total flavonoid content in E. spiralis extracts and fractions were measured using methods adapted from Abdel-Hameed at al. and Ahmed et al. [41,42] with modifications. Briefly, 100 µL of 2% AlCl3 dissolved in methanol was added to same amount of extract (1 mg/mL) or standard (7.81–250 µg/mL). Quercetin was used as standard. Blanks contained extracts with methanol only without AlCl3. Absorbance was noted at 415 nm after 15 min. The tests were conducted in triplicate and quercetin calibration curve was used to determine the concentration of each extract using the equation Y = mx + c. Results were expressed as milligram of quercetin equivalence per mg/dw of the sample.




3.6. In Vitro Antioxidant Activity Assay


3.6.1. Dot-Blot Staining Assay


Rapid detection of the free radical scavenging activity of isolated compounds from active fractions of E. spiralis methanol extract was carried out using a method adapted from Sarian et al. [43]. Three detection agents viz., DPPH•, ABTS•+ and β-carotene were used. Briefly, few drops of each compound were spotted on a TLC plate (1.5 × 8 cm) using capillary tube and dried for few minutes at room temperature. The plate was then carefully dipped in 0.5% DPPH• in methanol for few seconds. The plate was allowed to dry and the colour change was observed. Yellow spots on a purple background indicate radical scavenging activity and intensity of the yellow colour is proportional to the antioxidant activity. A TLC-β-carotene assay was also conducted using 0.05% of β-carotene in chloroform. A few drops of each sample (1 mg/mL) was spotted on TLC plate an allowed to dry after which it was dipped into β-carotene solution for 20 s. The plate was dried completely under direct sunlight for 3 h. Yellow or orange spot on a white background indicates activity. The intensity of the colour is dependent on the extent of antioxidant activity of the compound. TLC ABTS•+ test was performed by mixing 2.45 mM of potassium persulphate with 7 mM of ABTS and kept in the dark for 16 hours to generate ABTS•+. Already spotted TLC plates were then dipped into it for 10 s and allowed to dry at room temperature. White or orange spots on a bluish green background indicates activity.




3.6.2. 2,2-Diphenyl-1-picrylhydrazyl (DPPH) Assay


Modified methods from Sulaiman et al. and Ahmed et al. [40,42] were used. Briefly, 150 µL of freshly prepared DPPH• solution (0.4 M concentration) was carefully introduced into 96 round microplate wells each. 100 µL of sample/ standard (7.81–500 µg/mL) were added. Blanks contained only methanol and DPPH•. Ascorbic acid (dissolved in distilled water) and quercetin (dissolved in MeOH) were used as standard. The plate was left in the dark for 25 min to activate. Absorbance was noted at 517 nm. Tests were conducted in triplicate and the percentage inhibition of each sample/standard was calculated using the following equation:


(% DPPH inhibition)= [Ac−AsAc] ×100



(1)




where, Ac = absorbance of DPPH radical in MeOH, As = absorbance of DPPH radical in sample or standard. IC50 values obtained from graphical plot from percentage inhibition against concentration were used to define the radial scavenging activity of each sample.




3.6.3. 2,2′-Azino-bis(3-ethylbenzothiazoline-6-sulfonic acid) (ABTS) Assay


A method reported by Zheleva-Dimitrova et al. [44] was adopted with slight modifications. Stock solutions of ABTS (7 mM) and potassium persulphate (2.45 mM) were prepared using distilled water. The working solution was prepared by adding 1 mL of ABTS solution to same amount of potassium persulphate solution. The reaction mixture was left overnight for 16 h to generate the intensely blue coloured ABTS•+. 1 mL of ABTS•+ was then added to 50 mL of MeOH and distributed (100 µL each) into a 96 microplate well containing 100 µL of serially diluted sample/ standard (7.81–125 µg/mL). Absorbance was measured at 734 nM against blank (containing sample and MeOH only). Test was conducted in triplicate. Samples were compared with trolox and ascorbic acid and percentage inhibition was calculated as follows:


(%  ABTS inhibition)= [Ac−AsAc] ×100



(2)




where, Ac = absorbance of ABTS• in MeOH, As = absorbance ABTS•+ in sample/standard.



The radical scavenging activity was determined from the IC50 values obtained from the percentage inhibition curve against different concentrations of the sample/standard.





3.7. In Vitro Digestive Enzymes Inhibitory Activity


3.7.1. In Vitro α-Amylase Assay Inhibitory Assay


This assay measured the hydrolysis of starch in the presence of α-amylase, quantified by iodine which shows a blue-black colour with starch. The procedure proposed by Johnson et al. [45] was adopted and modified for a microplate-based method carried out by Xiao et al. [46]. Briefly, 25 µL of α-amylase solution (1 U/mL in 0.2 M phosphate buffer at pH 7) was introduced into 96 well flat bottom microplates followed by addition of 25 µL of serially diluted sample/standard (7.8–1000 µg/mL) and incubated for 5 min at 37 °C followed by 25 µL of 1% starch in buffer (boiled for 15 min) and re-incubated for 45 min at 50 °C. Next was the addition of 100 µL of 1% iodine solution and 50 µL of distilled water. The microplate was tightly covered during incubation to prevent evaporative loss. Absorbance was noted at 565 nm. All determinations including sample, control, and blank were conducted in triplicate under the same reaction conditions. Acarbose was used as standard. Inhibitory activity was determined using the following equation:


(%  enzyme inhibition)= 1−[AbsContr] ×100



(3)




where, Abs is the absorbance of the sample or standard. Contr is the absorbance of the control without enzyme.




3.7.2. In Vitro α-Glucosidase Inhibitory Assay


This assay used a method adapted from Johnson et al. [45] with slight modifications employing α-glucosidase (enzyme) obtained from Saccharomyces cerevisiae (1 U/mL) dissolved in 50 mM phosphate buffer (pH 6.9). 100 µL of enzyme (in 0.1M phosphate buffer) was added into 96 microplate well containing 50 µL of sample/ standard 7.8–1000 µg/mL and incubated at 37 °C for 10 min. Next was the addition of 50 µL of the substrate, p-nitrophenyl glucopyranoside (5 mM in 0.1 phosphate buffer at pH 6.9) and re-incubated for 5 min at 37 °C. The reaction was terminated by the addition of 100 µL of 0.1 M Na2CO3 and absorbance was measured at 405 nm. Quercetin was used as standard. The percentage inhibition of α-glucosidase was calculated using the following equation:


(%  enzyme inhibition)= 1−[s−bc] ×100



(4)




where, s = absorbance of the sample/standard, b = absorbance of the blank containing no substrate, c = control containing buffer in place of sample.



The percentage of the extract required to inhibit 50% of the α-glucosidase activity (IC50) was determined from the regression curve. Experiments were conducted in triplicate.





3.8. Active Principle Isolation through Column Chromatography


Active fraction F2 (1.9 g) was subjected to silica gel column chromatography and eluted with gradient of Hex: CHCl3 50:50→0:100 and CHCl3: MeOH 90: 10→50: 50 to afford fractions F2A (150 mg), F2C (62 mg), F2D (51 mg), F2H (78.4 mg), F2G (118.2 mg). Fraction F2A was re-chromatographed on a silica gel open column with CHCl3: EA 90:10→50:50 as eluent. Fraction F2A1–18 (82.6 mg) was further purified on flash column using CHCl3: EA 60:40 isocratic to afford FEQ-4 (10 mg). F2H was dissolved in a small quantity of chloroform followed by the addition of hexane to form a whitish precipitate which was filtered off and washed several times with hexane. The precipitate obtained (33 mg) was then dissolved in chloroform and adsorbed on silica gel (0.623–0.400 mm). Fraction F2C (62 mg) was eluted with 40%, 50% and 60% PET: DCM on a silica gel open column. Purification of the 60% part on a preparative TLC plate with PET: DCM (50:50) afforded FEQ-2 (15.0 mg). Fraction F2D (51 mg) was dissolved in methanol. The methanol-insoluble part was filtered off while the filtrate (33 mg) was purified on a preparative TLC plate using CHCl3: MeOH (60:40) as developing solvent to afford FEQ-7 (6.3 mg). Fraction F2G (118.2 mg) was subjected to silica gel column chromatography eluting with CHCl3: EA 90:10→0: 100 to afford combined fractions F2G19–24 (44 mg), F2G7–18 (38.5 mg) and F2G28–36 (8.5 mg). Fraction F2G19–24 was repeatedly purified on preparative TLC plates with EA: FA (90:10) to yield FEQ-8 (5.0 mg). Fraction F2G7–18 was eluted with EA: MeOH 100:0→50:50 on a silica gel open column. Fractions collected at 80:20 and 70:30 (22 mg) were combined and re-purified on a flash column using the same solvent system to yield FEQ-5 (9.2 mg).




3.9. Isolation Using Chromatotron


Active fraction F1 (1.7 g) was dissolved in methanol to remove the methanol-insoluble (102.3 mg) part by filtration. The filtrate (900 mg) was subjected to centrifugal chromatography with 4 mm rotor with gradient system of DCM: CHCl3 90:10→0: 100 to afford F11–12 (78 mg) and F115–23 (43 mg). Band separation was observed with the aid of UV light. F11–12 (78 mg) was re-chromatographed using 1 mm rotor and eluted with 80% DCM:20% CHCl3 to afford FEQ-3 (4.1 mg).




3.10. Statistical Analysis


Data obtained were presented as mean ± SEM of three replicate measurements. Results were analyzed using the SPSS software version 20 (IBM, United Kingdom Limited, North Harbour, UK) with analysis of variance (ANOVA). Correlation between parameters was performed using Pearson’s coefficient. Significance was determined at p < 0.05.





4. Conclusions


Results obtained through our research work further validate E. spiralis stem bark’s methanol extract as a potent free radical and digestive enzymes inhibitor. Repeated fractionation and purification of the active methanol extract of E. spiralis stem bark has resulted in the isolation of a novel ferulic ester together with five biologically active phenolic compounds, comprising a phenolic acid and four flavonoids. All these compounds were found active either as free radical quenchers or/and digestive enzyme inhibitors. Interestingly, this is the first scientific report on the isolation of kaempferol, catechin and epicatechin from E. spiralis Ridl. To the best of our knowledge, pachypodol and gallic acid have also been isolated from the entire Entada genus for the first time in this study.








Supplementary Materials


The following is available online. Spectral data for FEQ-2 isolated from the methanol extract of E. spiralis stem bark.





Author Contributions


Conceptualization, S.Z.M.S. Methodology, S.Z.M.S., F.O.R. Formal analysis, S.Z.M.S., F.O.R., Q.U.A., Z.A.Z., and J.L. Investigation, F.O.R., and S.Z.M.S. Resources, S.Z.M.S., Q.U.A., S.A.A.S., and J.L. Writing—Original Draft preparation, F.O.R. Writing—Review and Editing, S.Z.M.S., Q.U.A., and Z.A.Z. Supervision, S.Z.M.S. Project administration, S.Z.M.S. Funding acquisition, S.Z.M.S.




Funding


This research was funded by the Ministry of Higher Education (MOHE), Malaysia and Research Management Centre, IIUM in the form of Fundamental Grant Research Scheme (FRGS 16–042–0541) and Research Initiative Grant Schemes (RIGS 16–294–0458), respectively.




Acknowledgments


Authors would like to thank the Molecular Structure Determination Laboratory (MSDL), Centre for Research and Instrumentation Management, Universiti Kebangsaan Malaysia (CRIM, UKM) and Atta-ur-Rahman Institute for Natural Products Discovery (AuRIns), Universiti Teknologi MARA, Bandar Puncak Alam, Selangor Darul Ehsan, Malaysia for running NMR spectra of all tested compounds. LCMS Laboratory, Jeffrey Cheah School of Medicine and Health Sciences, Monash University Malaysia is also acknowledged for LCMS analysis. We are also grateful to the technical support provided by the Department of Pharmaceutical Chemistry, Kulliyyah of Pharmacy, IIUM, Malaysia.




Conflicts of Interest


The authors declare no conflict of interest.




References


	



Xie, J.T.; Wang, A.; Mehendale, S.; Wu, J.; Aung, H.H.; Dey, L.; Yuan, C.S. Anti-diabetic effects of Gymnema yunnanense extract. Pharmacol. Res. 2003, 47, 323–329. [Google Scholar] [CrossRef]

	



Sudha, P.; Zinjarde, S.S.; Bhargava, S.Y.; Kumar, A.R. Potent α-amylase inhibitory activity of Indian Ayurvedic medicinal plants. BMC Complement Altern. Med. 2011, 11, 5–15. [Google Scholar]

	



Kazeem, M.I.; Dansu, T.V.; Adeola, S.A. Inhibitory effect of Azadirachta indica A. Juss leaf extract on the activities of α-amylase and α-glucosidase. Pakistan. J. Bio. Sci. 2013, 16, 1358–1362. [Google Scholar] [CrossRef]

	



Hilmi, Y.; Abushama, M.F.; Abdalgadir, H.; Khalid, A.; Khalid, H. A study of antioxidant activity, enzymatic inhibition and in vitro toxicity of selected traditional Sudanese plants with anti-diabetic potential. BMC Complement. Altern. Med. 2014, 14, 149. [Google Scholar] [CrossRef] [PubMed]

	



Martin, A.E.; Montgomery, P.A. Acarbose: An α-glucosidase inhibitor. Am. J. Health-Syst. Pharm. 1996, 53, 2277–2290. [Google Scholar] [CrossRef] [PubMed]

	



Deacon, C.F. Dipeptidyl peptidase-4 inhibitors in the treatment of type 2 diabetes: A comparative review. Diabetes Obes. Metab. 2011, 13, 7–18. [Google Scholar] [CrossRef] [PubMed]

	



Nair, S.S.; Kavrekar, V.; Mishra, A. In vitro studies on α-amylase and α-glucosidase inhibitory activities of selected plant extracts. Euro. J. Exp. Bio. 2013, 3, 128–132. [Google Scholar]

	



Bhattacherjee, A.; Ghosh, T.; Sil, R.; Datta, A. Isolation and characterization of methanol-soluble fraction of Alternanthera philoxeroides (Mart.)–evaluation of their antioxidant, α-glucosidase inhibitory and antimicrobial activity in in vitro systems. Nat. Prod. Res. 2014, 28, 2199–2202. [Google Scholar] [CrossRef]

	



Wickramaratne, M.N.; Punchihewa, J.C.; Wickramaratne, D.B.M. In vitro α-amylase inhibitory activity of the leaf extracts of Adenanthera pavonina. BMC Complement Altern. Med. 2016, 16, 466–470. [Google Scholar] [CrossRef]

	



Benalla, W.; Bellahcen, S.; Bnouham, M. Antidiabetic medicinal plants as a source of alpha glucosidase inhibitors. Curr. Diabetes Rev. 2010, 6, 247–254. [Google Scholar] [CrossRef]

	



Bhat, M.; Zinjarde, S.S.; Bhargava, S.Y.; Kumar, A.R.; Joshi, B.N. Antidiabetic Indian plants: A good source of potent amylase inhibitors. Evid.-Based Complement. Altern. Med. 2011. [Google Scholar] [CrossRef] [PubMed]

	



Tabopda, T.K.; Ngoupayo, J.; Liu, J.; Mitaine-Offer, A.C.; Tanoli, S.A.K.; Khan, S.N.; Luu, B. Bioactive aristolactams from Piper umbellatum. Phytochemistry 2008, 69, 1726–1731. [Google Scholar] [CrossRef] [PubMed]

	



Wang, H.; Du, Y.J.; Song, H.C. α-Glucosidase and α-amylase inhibitory activities of guava leaves. Food Chem. 2010, 123, 6–13. [Google Scholar] [CrossRef]

	



Luyen, N.T.; Hanh, T.T.H.; Binh, P.T.; Dang, N.H.; Van Minh, C.; Dat, N.T. Inhibitors of α-glucosidase, α-amylase and lipase from Chrysanthemum morifolium. Phytochem. Lett. 2013, 6, 322–325. [Google Scholar] [CrossRef]

	



Krishnaiah, D.; Sarbatly, R.; Nithyanandam, R. A review of the antioxidant potential of medicinal plant species. Food Bioprod. Process 2011, 89, 217–233. [Google Scholar] [CrossRef]

	



Kasote, D.M.; Katyare, S.S.; Hegde, M.V.; Bae, H. Significance of antioxidant potential of plants and its relevance to therapeutic applications. Int. J. Biol. Sci. 2015, 11, 982–991. [Google Scholar] [CrossRef] [PubMed]

	



Zhang, Y.J.; Gan, R.Y.; Li, S.; Zhou, Y.; Li, A.N.; Xu, D.P.; Li, H.B. Antioxidant phytochemicals for the prevention and treatment of chronic diseases. Molecules 2015, 20, 21138–21156. [Google Scholar] [CrossRef]

	



Balmus, I.M.; Ciobica, A.; Trifan, A.; Stanciu, C. The implications of oxidative stress and antioxidant therapies in inflammatory bowel disease: Clinical aspects and animal models. Saudi J. Gastroenterol. 2016, 22, 3–17. [Google Scholar] [CrossRef]

	



Xu, D.P.; Li, Y.; Meng, X.; Zhou, T.; Zhou, Y.; Zheng, J.; Li, H.B. Natural antioxidants in foods and medicinal plants: Extraction, assessment and resources. Int. J. Mol. Sci. 2017, 18, 96. [Google Scholar] [CrossRef]

	



Williams, L.K.; Zhang, X.; Caner, S.; Tysoe, C.; Nguyen, N.T.; Wicki, J.; Williams, D.E.; Coleman, J.; McNeill, J.H.; Yuen, V.; et al. The amylase inhibitor montbretin A reveals a new glycosidase inhibition motif. Nat. Chem. Biol. 2015, 11, 691–696. [Google Scholar] [CrossRef]

	



Diallo, D.; Marston, A.; Terreaux, C.; Toure, Y.; Smestad, P.B.; Hostettmann, K. Screening of Malian medicinal plants for antifungal, larvicidal, molluscicidal, antioxidant and radical scavenging activities. Phytother. Res. 2001, 15, 401–406. [Google Scholar] [CrossRef] [PubMed]

	



Guissou, I.P.; Nacoulma, G.O.; Faso, B. Evaluation of antioxidant activity, total phenolic and flavonoid contents of Entada africana Guill. et Perr. (Mimosaceae) organ extracts. Res. J. Med. Sci. 2010, 4, 81–87. [Google Scholar]

	



Njayou, F.N.; Aboudi, E.C.E.; Tandjang, M.K.; Tchana, A.K.; Ngadjui, B.T.; Moundipa, P.F. Hepatoprotective and antioxidant activities of stem bark extract of Khaya grandifoliola (Welw) C. DC and Entada africana Guill. et Perr. J. Nat. Prod. 2013, 6, 73–80. [Google Scholar]

	



Gautam, B.; Vadivel, V.; Stuetz, W.; Biesalski, H.K. Bioactive compounds extracted from Indian wild legume seeds: Antioxidant and type II diabetes–related enzyme inhibition properties. Int. J. Food Sci. Nutr. 2012, 63, 242–245. [Google Scholar] [CrossRef] [PubMed]

	



Tunsaringkarn, T.; Rungsiyothin, A.; Ruangrungsi, N. α-Glucosidase inhibitory activity of Thai Mimosaceous plant extracts. J. Health Res. 2008, 22, 29–33. [Google Scholar]

	



Harun, A.; So’ad, S.Z.M.; Hassan, N.M.; Ramli, N.K.C.M. In vitro antidermatophytic activity of methanolic fractions from Entada spiralis Ridl. stem bark and its bioautographic profile. Pertanika. J Sci. Technol. 2014, 22, 113–121. [Google Scholar]

	



Harun, A.; So’ad, S.Z.M.; Hassan, N.M. Bioassay guided isolation of an antidermatophytic active constituent from the stem bark of Entada spiralis Ridl. Malaysian J. Anal. Sci. 2015, 19, 752–759. [Google Scholar]

	



Tibiri, A.; Rakotonandrasana, O.; Nacoulma, G.O.; Banzouzi, J.T. Radical scavenging activity, phenolic content and cytotoxicity of bark and leaves extracts of Entada africana Guill. and Perr. (Mimosaceae). J. Biol. Sci. 2007, 7, 959–963. [Google Scholar]

	



Pakutharivu, T.; Suriyavadhana, M. In vitro antioxidant activity of Entada pursaetha, Toddalia aculeata, and Ziziphus mauritiana. Phcog. J. 2010, 2, 102–106. [Google Scholar]

	



Rice-Evans, C.; Miller, N.; Paganga, G. Antioxidant properties of phenolic compounds. Trends Plant. Sci. 1997, 2, 152–159. [Google Scholar] [CrossRef]

	



Kurek-Górecka, A.; Rzepecka-Stojko, A.; Górecki, M.; Stojko, J.; Sosada, M.; Świerczek-Zięba, G. Structure and antioxidant activity of polyphenols derived from propolis. Molecules 2013, 19, 78–101. [Google Scholar] [CrossRef]

	



Liu, S.; Yu, Z.; Zhu, H.; Zhang, W.; Chen, Y. In vitro α-glucosidase inhibitory activity of isolated fractions from water extract of Qingzhuan dark tea. BMC Complement. Altern. Med. 2016, 16, 378–385. [Google Scholar] [CrossRef] [PubMed]

	



Tadera, K.; Minami, Y.; Takamatsu, K.; Matsuoka, T. Inhibition of α-glucosidase and α-amylase by flavonoids. J. Nutr. Sci. Vitaminol. 2006, 52, 149–153. [Google Scholar] [CrossRef] [PubMed]

	



Chu, Y.H.; Wu, S.H.; Hsieh, J.F. Isolation and characterization of α- glucosidase inhibitory constituents from Rhodiola crenulata. Food. Res. Int. 2014, 57, 8–14. [Google Scholar] [CrossRef]

	



Serafim, T.L.; Carvalho, F.S.; Marques, M.P.; Calheiros, R.; Silva, T.; Garrido, J.; Milhazes, N.; Borges, F.; Roleira, F.; Silva, E.T.; et al. Lipophilic caffeic and ferulic acid derivatives presenting cytotoxicity against human breast cancer cells. Chem. Res. Toxicol. 2011, 24, 763–774. [Google Scholar] [CrossRef] [PubMed]

	



Eldahshan, O.A. Isolation and structure elucidation of phenolic compounds of carob leaves grown in Egypt. Curr. Res. J. Biol. Sci. 2011, 3, 52–55. [Google Scholar]

	



Alhassan, M.A.; Ahmed, Q.U.; Latip, J.; Shah, S.A.A. A new sulphated flavone and other phytoconstituents from the leaves of Tetracera indica Merr. and their alpha-glucosidase inhibitory activity. Nat. Prod. Res. 2018, 1–8. [Google Scholar] [CrossRef]

	



Ali, H.A.; Chowdhury, A.K.; Rahman, A.K.; Borkowski, T.; Nahar, L.; Sarker, S.D. Pachypodol, a flavonol from the leaves of Calycopteris floribunda, inhibits the growth of CaCo2 colon cancer cell line in vitro. Phytother. Res. 2008, 22, 1684–1687. [Google Scholar] [CrossRef]

	



Watanabe, M. Catechins as antioxidants from buckwheat (Fagopyrum esculentum Moench) groats. Agric. Food Chem. 1998, 46, 839–845. [Google Scholar] [CrossRef]

	



Sulaiman, S.F.; Sajak, A.A.B.; Ooi, K.L.; Seow, E.M. Effect of solvents in extracting polyphenols and antioxidants of selected raw vegetables. J. Food Compos. Anal. 2011, 24, 506–515. [Google Scholar] [CrossRef]

	



Abdel-Hameed, E.S.S. Total phenolic contents and free radical scavenging activity of certain Egyptian Ficus species leaf samples. Food Chem. 2009, 114, 1271–1277. [Google Scholar] [CrossRef]

	



Ahmed, I.A.; Mikail, M.A.; Bin Ibrahim, M.; Bin Hazali, N.; Rasad, M.S.B.A.; Ghani, R.A.; Wahab, R.A.; Arief, S.J.; Yahya, M.N.A. Antioxidant activity and phenolic profile of various morphological parts of underutilised Baccaurea angulata fruit. Food Chem. 2015, 172, 778–787. [Google Scholar] [CrossRef] [PubMed]

	



Sarian, M.N.; Ahmed, Q.U.; Siti Zaiton, M.S.; Alhassan, M.A.; Suganya, M.; Vikneswari, P.; Sharifah, N.A.S.M.; Alfi, K.; Latip, J. Antioxidant and antidiabetic effects of flavonoids: A structure-activity relationship-based study. BioMed Res. Int. 2017, 2017. [Google Scholar] [CrossRef] [PubMed]

	



Zheleva-Dimitrova, D.; Nedialkov, P.; Kitanov, G. Radical scavenging and antioxidant activities of methanolic extracts from Hypericum species growing in Bulgaria. Pharmacogn. Mag. 2010, 6, 74–78. [Google Scholar] [CrossRef]

	



Johnson, M.H.; Lucius, A.; Meyer, T.; Gonzalez de, M.E. Cultivar evaluation and effect of fermentation on antioxidant capacity and in vitro inhibition of α-amylase and α-glucosidase by highbush blueberry (Vaccinium corombosum). J. Agric. Food Chem. 2011, 59, 8923–8930. [Google Scholar] [CrossRef] [PubMed]

	



Xiao, J.; Ni, X.; Kai, G.; Chen, X. A review on structure–activity relationship of dietary polyphenols inhibiting α-amylase. Crit. Rev. Food Sci. 2013, 53, 497–506. [Google Scholar] [CrossRef]












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












[image: Molecules 24 01006 g001 550]





Figure 1. Result of the Dot-blot staining assay for the isolated compounds. Purple-background plate (plate sprayed with DPPH reagent), blue background plate (plate sprayed with ABTS reagent), white background plate (plate sprayed with β-carotene). 
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Figure 2. Significant HMBC and 1H-1H COSY Correlations for FEQ-2 isolated from the methanol extract of E. spiralis stem bark. 
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Figure 3. Structure of phenolic constituents from Entada spiralis methanol extract. 
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Table 1. Estimation of total phenolic and flavonoid contents of various extracts and fractions of E. spiralis stem bark.
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