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Abstract:



The radical-scavenging activities of the synthetic antioxidants 2-allyl-4-X-phenol (X=NO2, Cl, Br, OCH3, COCH3, CH3, t-(CH3)3, C6H5) and 2,4-dimethoxyphenol, and the natural antioxidants eugenol and isoeugenol, were investigated using differential scanning calorimetry (DSC) by measuring their anti-1,1-diphenyl-2-picrylhydrazyl (DPPH) radical activity and the induction period for polymerization of methyl methacrylate (MMA) initiated by thermal decomposition of 2,2'-azobisisobutyronitrile (AIBN) and benzoyl peroxide (BPO). 2‑Allyl-4-methoxyphenol and 2,4-dimethoxy-phenol scavenged not only oxygen-centered radicals (PhCOO.) derived from BPO, but also carbon-centered radicals (R.) derived from the AIBN and DPPH radical much more efficiently, in comparison with eugenol and isoeugenol. 2-Allyl-4-methoxyphenol may be useful for its lower prooxidative activity
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Introduction


Natural methoxyphenols such as eugenol (2-allyl-4-methoxyphenol) and isoeugenol (4-propenyl-2-methoxyphenol) are used in perfumes, soaps, detergents, air fresheners and cosmetics. Eugenol is also used as a component of zinc-oxide eugenol cement in dentistry, and has potent antioxidant and bactericidal activity [1]. It is known that exposure to light aggravates the inflammation reaction (hypersensitivity) triggered by eugenol [2]. With the aim of alleviating the side effects of eugenol and also to enhance its antioxidant activity, we previously synthesized various 2-methoxyphenol dimers derived from ortho-ortho coupling of the corresponding monomers and investigated the kinetics of their radical-scavenging activity [3]. The Claisen rearrangement of allyl aryl ethers provides a convenient route for obtaining allylphenols. Using this route we have synthesized allylphenols by selective conversion of allyl-p-X-phenylethers into 2-allyl-4-X-phenols and examined their ability for scavenging O2- (generated by the hypoxanthine–xanthine oxidase reaction) using ESR spectroscopy [4]. However, the kinetics of the radical scavenging activity remains unknown.



We have previously used DSC and induction methods to investigate the radical scavenging activity of phenolic antioxidants under nearly anaerobic conditions, and this method has proved to be reliable for evaluating the activity of these compounds [5]. In the present study, we investigated the radical-scavenging activity of synthetic antioxidants, 2-allyl-4-X-phenols (X=NO2, Cl, Br, OCH3, COCH3, CH3, t-(CH3)3, C6H5) and 2,4-dimethoxyphenol, and the natural methoxyphenols eugenol and isoeugenol, by determining the antiradical activity of these compounds against DPPH radicals and the induction period for polymerization of methyl methacrylate (MMA) initiated by thermal decomposition of 2,2'-azobisisobutyronitrile (AIBN) and benzoyl peroxide (BPO).




Results and Discussion


Anti-DPPH radical activity


The anti-DPPH radical activity is shown in Table 1. The activity assayed by optical methods increased in the order: 2-allyl-4-nitro- < 2-allyl-4-acetyl- < 2-allyl-4-chloro- < 2-allyl-4-bromo- < 2-allyl-4-t-butyl- < 2-allyl-4-phenyl- < 2-allyl-4-methylphenol < eugenol < isoeugenol < 2-allyl-4-methoxyphenol < 2,4-dimethoxyphenol. The synthetic compounds 2-allyl-4-methoxyphenol and 2,4-dimethoxyphenol showed greater activity than the natural compounds eugenol and isoeugenol. Correlations were found between the anti-DPPH radical activity and the bond dissociation enthalpy of the phenolic OH group (BDE)[4] or Hammett constants (σp) [6] in 2-allyl-4-X-phenols: -log EC20=60.45-0.71BDE, n=7, R2=0.74; -logEC20=0.79-3.3 σp, n=7, R2=0.82.



Table 1. Radical-scavenging activity (EC) of methoxyphenols and their descriptors (phenolic O-H bond dissociation enthalpy, BDE; Hammett-constants, σ.







	
No.

	
Compound

	
2-Allyl-4-X-

phenol

	
EC20μM

	
BDE

kcal/mola

	
σpb




	
1

	
2-Allyl-4-chlorophenol

	
X=Cl

	
2,850

	
84.46

	
0.23




	
2

	
2-Allyl-4-phenylphenol

	
Ph

	
50

	
84.64

	
-0.01




	
3

	
2-Allyl-4-methoxyphenol

	
MeO

	
5

	
81.99

	
-0.27




	
4

	
2-Alyl-4-acetylphenol

	
COMe

	
10,000

	
86.52

	
0.66




	
5

	
2-Allyl-4-nitrophenol

	
NO2

	
>10,000

	
89.32

	
0.78




	
6

	
2-Allyl-4- t-butylphenol

	
t-Bu

	
142

	
84.35

	
-0.20




	
7

	
2-Allyl-4-methylphenol

	
Me

	
40

	
84.05

	
-0.17




	
8

	
2-Allyl-4-bromophenol

	
Br

	
1,950

	
85.93

	
0.23




	
9

	
2,4-Dimethoxyphenol

	

	
4

	
80.28

	




	
10

	
4-Allyl-2-methoxyphenol (Eugenol)

	

	
14

	
79.25

	




	
11

	
4-Propenyl-2-methoxyphenol (Isoeugenol)

	

	
13

	

	








EC20 is 20% inhibitive concentration of anti-DPPH-radical activity, respectively. a ref. [4]; b ref. [6], the hammettconstant for 2-allylphenol (X=H) as 0.00









Radical scavenging activities determined by the induction period method


The time-exotherm and time-conversion curves for 2-allyl-4-methoxyphenol, 2,4-dimethoxyphenol, eugenol and isoeugenol, having potent DPPH radical-scavenging activity, are shown in Figure 1 and Figure 2.


Figure 1. Exotherm curves for the polymerization of MMA with AIBN in the presence of 0.1 mol% of additives. C: control, E: eugenol, I: isoeugenol, D: 2,4-dimethoxyphenol, A: 2-allyl-4-methoxyphenol.
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Figure 2. Time-conversion curves for the polymerization of MMA with AIBN in the presence of 0.1 mol% of additives. Curves were obtained from findings shown in Figure 1. For the compound name abbreviations see Figure 1.
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The n value (number of moles of radicals trapped by methoxyphenol calculated with respect to one mole of inhibitor moiety for methoxyphenol) was determined from each slope (Figure 3; see Equation 2).


Figure 3. Plot of the induction period vs the concentration for methoxyphenols. I: isoeugenol, E: eugenol, A: 2-allyl-4-methoxyphenol, D: 2,4-dimethoxyphenol.
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For BPO, the n value for 2-allyl-4-methoxyphenol was approximately 2, whereas that of 2,4-dimethoxyphenol was approximately 1. The n values for eugenol and isoeugenol were less than 2. In contrast, for AIBN, the n values for 2-allyl-4-methoxyphenol and 2,4-dimethoxyphenol were approximately 2, whereas that for eugenol and isoeugenol was approximately 1.



In general, the n value of phenolic compounds is close to 2 [7]. The n value for 2-methoxyphenol is less than 2, due to the strong internal hydrogen bond between the OH and the methoxy group [3b]. In the present study, the n values for eugenol, isoeugenol and 2,4-dimethoxyphenol were less than 2, whereas that for 2-allyl-4-methoxyphenol was 2 for both inhibitors. On the basis of the n value, the intermolecular OH---π-hydrogen bridge at the allyl C=C double bond for 2-allyl-4-methoxyphenol appeared to be considerably weaker than the OCH3---OH bond for 2-methoxyphenol. In allyl-4-X-phenols, the phenolic hydrogen is more easily abstracted than the hydrogen of the allyl group at room temperature, as judged using the PM 3 semiempirical method [4]. 2-Allyl-4-methoxyphenol produces a phenoxyl radical after oxidation [4]. The less hindered phenols eugenol and isoeugenol underwent dimerization when the n value was less than 2. We have previously reported the mechanism of dimerization for eugenol and isoeugenol [3a]. In contrast, since the fully oxidized 2-allyl-4-methoxyphenol had an n value of 2, it could produce a quinonemethide, but not a dimer, during the induction period.



The relationships between propagation rate (Rp), the initial rate of polymerization, and concentration for the methoxyphenols are shown in Figure 4. Except for eugenol in BPO, plots of the Rpinh/Rpcon vs concentrations for both initiators decreased linearly as the concentration increased. In particular, 2-allyl-4-methoxyphenols were strongly reduced in both initiators, suggesting retardation of the growing MMA radicals. This was possibly due to the strong interaction between the oxidized products of 2-allyl-4-methoxyphenol and the growing MMA radicals. However, despite the alteration of the induction period and the Rp for BPO and AIBN, the ratio of the rate constant for inhibition and that for propagation, kinh/ kp, calculated using Equation 5, showed similar values of 2.7-3.3.


Figure 4. Plot of the Rpinh/Rpconvs the concentration for methoxyphenols. For the compound name abbreviations see Figure 3.
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BPO is widely used in dentistry as an initiator for polymerization of MMA. Prosthetic devices such as dentures are made of resins cured by the BPO-MMA system. BPO is also used as an additive in cosmetics and pharmaceuticals, especially those related to the treatment of acne. However, the hyperplastic and skin-irritant effects of BPO are well known [8]. In general, the kinetics of polymerization of styrene and methacrylates have been investigated in AIBN, but not in BPO, because use of BPO results in inductive decomposition. However, the kinh/kp obtained experimentally for methoxyphenols did not differ significantly between the initiator systems used in the present study and consequently BPO was selected as an initiator, because it is already used widely as an additive in cosmetics and also dentistry. 2-Allyl-4-methoxyphenol and 2,4-dimethoxyphenol efficiently scavenged PhCOO. radicals derived from decomposition of BPO. In addition, these compounds efficiently scavenge O2- as well as eugenol [4]. Naturally occurring eugenol-related compounds such as ferulic acid inhibit superoxide anion radicals produced by interaction of the tumor promotor BPO with murine peritoneal macrophages in vitro [8]. In addition to scavenging oxygen-centered radicals, 2-allyl-4-methoxyphenol and 2,4-dimethoxyphenol efficiently scavenge much more R. radicals derived from AIBN, and also DPPH radicals, in comparison with eugenol and isoeugenol.





Conclusions


2-Allyl-4-methoxyphenol and 2,4-dimethoxyphenol have much more potent radical-scavenging activity against DPPH, oxygen-centered and carbon-centered radicals than eugenol and isoeugenol. Among the eugenol isomers, 2-allyl-4-methoxyphenol may be useful for its lower prooxidative activity in the feeding and health aspects.




Experimental procedures


Anti-DPPH radical activity


Radical-scavenging activities were determined with DPPH as a free radical [9]. For each compound, various concentrations were tested in ethanol. The decrease in absorbance was determined at 517 nm for 10 min at room temperature. Antiradical activity was defined as the amount of inhibitor (phenolic compound) necessary to decrease the initial DPPH radical concentration by 20% (EC20).




DSC measurements


The induction period (IP) and initial rate of polymerization in the presence (Rpinh) or absence (Rpcon) of a methoxyphenol antioxidant were determined by the previously reported method [5]. In brief, the experimental resin consisted of MMA and AIBN (or BPO) with or without additives. AIBN (or BPO) were added at 1.0 mol%, and the additives were used at 0, 0.001, 0.01, 0.02, 0.05 and.0.1 mol%. Approximately 10 µL of the experimental resin (MMA: 9.12-9.96 mg) was loaded into an aluminum sample container and sealed by applying pressure. The container was placed in a differential scanning calorimeter (model DSC 3100; MAC Science Co., Tokyo, Japan) kept at 70°C, and the thermal changes induced by polymerization were recorded for the appropriate periods. The heat due to polymerization of MMA in this experiment was 13.0 kcal/mole. The conversion of all samples, as calculated from DSC thermograms, was 91-96%. Polymerization curves were derived from DSC thermograms using the integrated heat evoked by the polymerization of MMA. Polymerization curves break when an inhibitor is consumed (Figure 2). These breaks are sharp and provide a reliable measure of the IP of the inhibitor. The presence of oxygen retards polymerization because oxygen reacts with MMA radicals activated by the initiator and then subsequently produces a non-radical product. Thus, polymerization of the control was slightly inhibited, even though the reaction was carried out in a sealed DSC pan, because the pan contained a small amount of oxygen since it had been sealed in air. Tangents were drawn to polymerization curves at an early stage in the run. The IP of test compounds was determined from the length of time between the zero point on the abscissa and the point of intersection of tangents drawn to the early stage of polymerization. The IP was calculated from the difference between the induction period of specimens and that of controls. The initial rates of polymerization in the absence (Rpcon) and presence (Rpinh) of natural and synthetic antioxidants were calculated from the slope of the plots of the first linear line of the conversion rate of MMA polymerization (tangent drawn at the early polymerization stage).




Rate of initiation


The induction period method was used to determine the rate of initiation (Ri) due to the thermal decomposition of AIBN or BPO according to Equation 1:


Ri = n [IH]0/[IP]



(1)




where [IH]0 is the concentration of the inhibitor at time zero and [IP] is the induction period. 2,6-tert-Butyl-4-methoxyphenol (DTBM) was used to determine Ri, since its stoichiometric factor, n, is known to be 2.00 [7]. In the case of [MMA] = 9.4 M and [AIBN or BPO] = 0.1 M at 70°C, the induction period method using DTBM gave the rate of initiation, Ri, at 70°C. The Ri values of AIBN and BPO were 5.66 x 10-6 Ms-1 and 2.28 x 10-6 Ms-1, respectively.




Measurement of stoichiometric factor (n)


The relative n value in Equation 2 can be calculated from the induction period in the presence of inhibitors:


n = Ri[IP]/[IH]



(2)




where [IP] is the induction period in the presence of an inhibitor. The number of moles of peroxy radicals trapped by the antioxidant is calculated with respect to 1 mole of inhibitor moiety unit.




Measurement of the inhibition rate constant (kinh)


When Ri is constant, i.e. when new chains are started at a constant rate, a steady-state treatment can be applied and the initial rate of polymerization of MMA is given by Equation 3 [5]:


Rpcon = {kp [MMA] Ri1/2 }/(2kt)1/2



(3)




where MMA represents methyl methacrylate and kp and kt are the rate constants for chain propagation and termination, respectively.



The kp/(2kt)1/2 rate of polymerization of MMA (9.4 M) by AIBN (1 mol%) and BPO (1 mol%) at 70°C was a constant value, 9.86 x 10-2 M-1/2 s-1/2 (13). The Rpinh rates are determined by Equation 4:


Rpinh = {kp [MMA] Ri} /{n kinh [IH]}



(4)




where Rpinh is the initial rate of inhibited polymerization, [MMA], n, [IH] and kp are as defined above, and kinh is the rate constant for scavenging (inhibition) of MMA radicals by an antioxidant. From Equations 2 and 4, kinh/kp can be calculated (Equation 5):


kinh/kp = [MMA]/{[IP] x [Rpinh]}



(5)












References


	1. 
Satoh, K.; Sakagami, H.; Yokoe, I.; Kochi, M.; Fujisawa, S. Interaction between Eugenol-related Compounds and Radicals. Anticancer Res. 1998, 18, 425–428. [Google Scholar]Fujisawa, S.; Atsumi, T.; Satoh, K.; Kadoma, Y.; Ishihara, M.; Okada, N; Nagasaki, M.; Yokoe, I; Sakagami, H. Radical Generation, Radical-Scavenging Activity, and Cytotoxicity of Eugenol-Related Compounds. In Vitro Mol. Toxicol. 2000, 13, 269–279. [Google Scholar]Shapiro, S.; Guggenheim, B. Inhibition of Oral Bacteria by Phenolic Compounds. Part 1. QSAR Analysis using Molecular Connectivity. Quant. Struct-Act. Relat. 1998, 17, 327–337. [Google Scholar]

	2. 
Hensten-Pettersen, A.; Jacobsen, N. Toxic Effects of Dental Materials. Int Dental J. 1991, 41, 265–273. [Google Scholar]Atsumi, T.; Iwakura, I.; Fujisawa, S; Ueha, T. Reactive Oxygen Species Generation and Photo-Cytotoxicity of Eugenol in Solutions of Various pH. Biomaterials 2001, 22, 1459–1466. [Google Scholar] [CrossRef]

	3. 
Atsumi, T.; Fujisawa, S.; Satoh, K.; Sakagami, H.; Iwakura, I.; Ueha, T.; Sugita, Y.; Yokoe, I. Cytotoxicity and Radical Intensity of Eugenol, Isoeugenol or Related Dimers. Anticancer Res. 2000, 20, 2519–2524. [Google Scholar]Fujisawa, S.; Atsumi, T.; Kadoma, Y.; Ishihara, M.; Ito, S.; Yokoe, I. Kinetic Radical Scavenging Activity and Cytotoxicity of 2-Methoxy- and 2-t-Butyl-substituted Phenols and Their Dimers. Anticancer Res. 2004, 24, 3019–3026. [Google Scholar]

	4. 
Okada, N.; Satho, K.; Atsumi, T.; Tajima, M.; Ishihara, M.; Sugita, Y.; Yokoe, I.; Sakagami, H.; Fujisawa, S. Radical Modulating Activity and Cytotoxic Activity of Synthesized Eugenol-Related Compounds. Anticancer Res. 2000, 20, 2995–2960. [Google Scholar]

	5. 
Fujisawa, S.; Ishihara, M.; Kadoma, Y. Kinetic evaluation of the reactivity of flavonoids as radical scavengers. SAR QSAR Environ. Res. 2002, 13, 617–627. [Google Scholar] [CrossRef]Fujisawa, S.; Kadoma, Y.; Yokoe, I. Radical-Scavenging Activity of Butylated Hydroxytoluene (BHT) and Its Metabolites. Chem. Phys. Lipid 2004, 130, 189–195. [Google Scholar] [CrossRef]Fujisawa, S.; Kadoma, Y. Comparative Study of the Alkyl and Peroxy Radical Scavenging Activities of Polyphenols. Chemosphere 2006, 62, 71–79. [Google Scholar]

	6. 
Hansch, C.; Leo, R.; Taft, W. A Survey of Hammet Substituent Constants and Resonance Field Parameters. Chem. Rev. 1991, 91, 165–195. [Google Scholar] [CrossRef]

	7. 
Burton, G.W.; Ingold, K.U. Autooxidation of Biological Molecules.1. The Antioxidant Activity of Vitamin E and Related Chain-Breaking Phenolic Antioxidant In Vivo. J. Am. Chem. Soc. 1981, 103, 6472–6477. [Google Scholar] [CrossRef]

	8. 
Kaul, K.; Khanduja, K.L. Plant Polyphenols Inhibit Benzoyl Peroxide-Induced Superoxide Anion Radical Production and Diacylglyceride Formation in Murine Peritoneal Macrophages. Nutr. Cancer 1999, 35, 207–211. [Google Scholar] [CrossRef]

	9. 
Brant-Williams, W.; Cuvelier, M. E.; Berset, C. Use of a Free Radical Method to Evaluate Antioxidant Activity. Lebensm. Wiss. Technol. 1995, 28, 25–30. [Google Scholar]






	
Sample Availability: Available from the authors.







© 2007 by MDPI (http://www.mdpi.org). Reproduction is permitted for noncommercial purposes.







media/file4.png
100 150 200

Time {mdn)

a0





nav.xhtml


  molecules-12-00130


  
    		
      molecules-12-00130
    


  




  





media/file2.png
-

100 150 200

Tinwe {mnin)

50





media/file5.jpg
120 60
BPO AIBN
oo 50
= 10
S w
2 P .
3 & 30
&
g
S w 3 - 2
51 : .
RN B 10 o5
|
0 o
000 0.02 004 006 008 010 0.12 000 002 004 006 008 010 012

Methoxyphenol (mol?%) Methoxyphenol (mol%)





media/file3.jpg
150 200

100

Time (min)





media/file1.jpg
100 150 200

Time (min)

50





media/file7.jpg
RP;u/RP o

000 002 0.04 006 008 010 012
Methoxyphenol (mol%)

0

08

01

06

0s

AIBN

omea
Semm

000 002 004 006 008 010 0.12

Methoxyphenol (mol%)





media/file0.png





media/file8.png
l;{pinh/ Rpcon

1.1

1.0

0.9

0.8

0.7

0.6

0.5

0.4

BPO

( Jo)

OCeen
=l g ool

0.00 0.02 0.04 0.06 0.08 0.10 0.12
Methoxyphenol (mol%o)

1.1

1.0

0.9

0.8

0.7

0.6

0.5

AIBN

Omen
B=rdsle

0.00 0.02 0.04 006 008 0.10 0.12

Methoxyphenol (mol1%)





media/file6.png
[ [
N o % = &
o o o

Induction period (min)

0

BPO

Omen

P gl

8
0.00 002 004 006 008 0.10 0.12

Methoxyphenol (mol%o)

60

50

40

30

20

10

0
0.00 0.02 0.04 0.06 008 0.10 0.12

Methoxyphenol (mol%)

o

AIBN

Omen
i S colan






