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Abstract: In the present work we studied the reaction under gastric conditions of pyrogallol 

red (PGR), a polyphenolic dye, with nitrous acid (HONO). PGR has been used as a model 

polyphenol due to its strong UV-visible absorption and its high reactivity towards reactive 

species (radicals and non-radicals, RS). The reaction was followed by UV-visible 

spectroscopy and high performance liquid chromatography (HPLC). A clear decrease of the 

PGR absorbance at 465 nm was observed, evidencing an efficient bleaching of PGR by 

HONO. In the initial stages of the reaction, each HONO molecule nearly consumed 2.6 PGR 

molecules while, at long reaction times, ca. 7.0 dye molecules were consumed per each 

reacted HONO. This result is interpreted in terms of HONO recycling. During the  

PGR-HONO reaction, nitric oxide was generated in the micromolar range. In addition, the 

rate of PGR consumption induced by HONO was almost totally abated by argon bubbling, 
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emphasising the role that critical volatile intermediates, such as NO and/or nitrogen dioxide 

(NO2), play in the bleaching of this phenolic compound. 

Keywords: kinetics; nitrous acid; nitric oxide; nitrogen dioxide; pyrogallol red; phenols 

 

1. Introduction 

The reaction of phenolic compounds with nitrous acid (HONO) is a matter of current interest due to 

its occurrence in the gastrointestinal track [1–3]. This reaction can be relevant since phenols included in 

the human diet could decrease HONO concentration in the gastric lumen. Taking into account the  

well-known capacity of HONO to react with amines forming carcinogenic nitrosamine derivatives,  

this reaction could also be associated with a decrease of the deleterious effect caused by high 

concentrations of this reactive species in the gastric cavity [4,5]. 

In addition to the latter, in the last decades the beneficial effects on the human health related to the 

HONO-phenol reaction have been emphasised by the discovery that nitric oxide (NO) is generated as 

a product. In fact, it has been demonstrated, in vitro and in vivo, that the interaction of phenolic 

derivatives contained in foods and beverages with HONO leads to the release of NO in the micromolar 

range [2,3,6–8]. This process has been associated with a possible protection of the gastric mucosa  

by phenols and has been highlighted as a novel beneficial effect on the human health produced by a  

phenol-rich diet [2]. 

The release of NO during the reaction of HONO with phenols has been explained by their capacity 

to reduce HONO, by an one electron mechanism in according to Reaction (1) [2]: 

HONO + Phenol-H → Phenol + NO + H2O (1)

However, HONO in aqueous solutions is in equilibrium with different reactive nitrogen species 

(N2O3, NO, NO2) that also could be relevant in the NO release process. Due to the complexity of the 

system, which includes the production of reactive gaseous intermediates and different reaction pathways, 

currently there are many unanswered questions regarding the mechanism underlying the reactions of 

phenolic compounds with HONO [9]. 

Pyrogallol red (PGR) is an ortho-diphenolic dye with a main chemistry similar to that of other 

polyphenols present in the human diet. In fact, PGR reacts efficiently with reactive oxygen (ROS) and 

nitrogen (RNS) species, such as peroxyl radicals, peroxynitrite, hypochlorite and superoxide anion 

radical [10–14]. The consumption of PGR, usually complete at relatively short times, can be easily 

followed by absorption spectroscopy in a wavelength range of minimal interferences. A characteristic 

of this compound is the reactivity of its primary phenolxyl radical, a derivative prone to release a second 

hydrogen atom to produce stable quinone-like oxidation products [15]. 

Considering the characteristics of PGR as a model molecule of ortho-diphenols and the relevance of 

the oxidative processes mediated by HONO in the gastrointestinal track, in the present work we studied 

the interaction of PGR with HONO under gastric conditions. We present kinetic data regarding such 

reactions with emphasis on the generation of NO. 
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2. Results and Discussion 

2.1. Studies of the PGR-HONO Reaction 

2.1.1. Kinetics of PGR Removal by HONO 

As Figure 1 shows, the addition of HONO to a PGR solution readily bleached its absorbance at  

465 nm and 280 nm together with the appearance of new bands in the 300–430 nm region. The lack of 

a clear isosbestic point indicates the presence of reactive intermediates, particularly at long reaction 

times (see below). Also, the fact that the PGR absorbance at 465 nm reaches very low values (inset of 

Figure 1) indicates that light absorption by the products at this wavelength can be considered  

as negligible. 

 

Figure 1. Bleaching of PGR (20 µM) induced by HONO 40 µM between 0 and 50 min of 

reaction in SGM at 37 °C. Inset: Time course of the reaction followed at 465 nm. 

From values of the initial reaction rate, obtained at a fixed HONO concentration and over a range of 

PGR concentrations (from 6.4 to 38 µM), the PGR reaction order was estimated. Typical results, 

obtained at 37 °C, are presented in Figure 2. As it is shown in the inset of this figure, the Ln(initial 

reaction rate, V0) vs. Ln[PGR] plot showed a linear behaviour with a slope of 1.2 ± 0.1. In addition, 

initial reaction rates at a fixed PGR concentration, but in the presence of different HONO concentrations 

(from 1.9 to 11 µM) were estimated (Figure 3). From the Ln(initial reaction rate, V0) vs. Ln[HONO]0 

plot (inset of Figure 3) was estimated a reaction order in HONO equal to 1.3 ± 0.2. These reaction orders 

(of PGR and HONO) are somehow higher than those obtained by Vione et al. [16] who reported that the 

initial rates of phenol nitration by HONO were nearly proportional to both reactant concentrations. 
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Figure 2. Influence of the PGR concentration on its HONO-mediated bleaching.  

[PGR] = 6 μM (), 13 μM (◊), 20 µM (Δ), 26 μM (□), 32 μM (), and 38 μM (○).  

[HONO] = 20 µM. The reaction was followed at 465 nm in SGM at 37 °C. Inset: Ln(initial 

reaction rate, V0) vs. Ln[PGR]. 

 

Figure 3. Influence of HONO concentration on the PGR bleaching. [HONO] = 2 μM (○),  

3 μM (Δ), 6 μM (◊), and 11 μM (□). [PGR] = 22 µM. The reaction was followed at 465 nm in 

SGM at 37 °C. Inset: Ln(initial reaction rate, V0) vs. Ln[HONO]0. 

Additional support of the reaction between PGR and HONO can be obtained following the 

consumption of HONO. As presented in Figure 4, the concentration of HONO (measured by Griess 

assay) decayed during its incubation in the presence of PGR at 25 °C in SGM. As it is shown in the inset 

of this figure, the Ln(initial reaction rate, V0) vs. Ln[HONO]0 plot showed a linear behaviour with a 

HONO reaction order of 1.1 ± 0.1. The inset of Figure 4 also includes initial rates values obtained in the 

same experimental conditions but measured by PGR absorbance decrease. These values gave a similar 

slope (HONO reaction order of 1.18 ± 0.04), however, showed that the rate of PGR consumption was 

faster than the rate of HONO consumption. In fact, a comparison of both sets of data indicate that: 
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RatePGR ≈ 2.6 RateHONO (2)

implying that, at the early stages of the process, ca. 2.6 molecules of PGR are consumed per each 

molecule of HONO over all the concentration range considered. Nonetheless, at high conversions, the 

number of PGR molecules consumed per each HONO molecule was considerably larger. In fact, the 

data given in Figure 3 show that 3 µM of HONO is enough to bleach totally the absorption of 22 µM 

PGR. This indicates that each HONO molecule is able to remove at least seven PGR molecules. This 

was further confirmed by results obtained at 25 °C in the dark where, after 24 h of reaction, a total bleaching 

of PGR (20 µM) promoted by HONO 3 µM was observed (data not shown). These results could be 

explained by short chain reactions in the PGR removal and/or by the presence of a HONO recycling 

mechanism (vide infra). 

 

Figure 4. Consumption of HONO during the PGR-HONO reaction. PGR (20 µM) was 

incubated with HONO at 5 µM (Δ), 20 µM (□), 40 µM (◊), and 200 µM (○) in SGM. The 

HONO concentration was determined according to Griess assay. Temperature = 25 °C. Inset: 

Ln(initial reaction rate, V0) vs. Ln[HONO]0 plot. V0 was measured by the consumption of 

PGR (◊) and HONO (○). 

To further characterize the reaction of PGR with HONO, we studied the effect of pH and temperature 

on the initial reaction rate. As Figure 5 shows, the increase of the solution pH from 1.6 to 3.4 significantly 

reduced the rate of the process. This dependence would imply that the protonated acid (HONO) is the 

reactive species (pKa of HONO ca. 3.5). This conclusion is in agreement with previously reported data 

regarding the rate of phenol oxidation mediated by HONO in a similar pH range [17]. The rate of the 

process, measured by the consumption of PGR, increased with the temperature of the media. The observed 

differences in the rates between 25 and 37 °C correspond to an activation energy of ca. 12 kcal/mol.  

If it is assumed that the overall rate follows a second order kinetics, the pre-exponential factor is ca.  

1011 M−1·s−1. These values are compatible with those expected for a process whose rate determining step 

is a simple bimolecular process [16]. 
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Figure 5. Influence of pH on the PGR (20 µM) bleaching mediated by HONO (40 µM). The 

time course of the reaction was followed by UV-visible spectroscopy (λ = 465 nm) at 

different pH: 1.7 (□), 2.0 (), 2.2 (◊), 2.4 (▲), 2.7 (Δ), 3.0 (●), and 3.4 (○). 

2.1.2. Nitric Oxide (NO) Formation 

The reaction of PGR with HONO produces, as others phenolic compounds [2,6], significant amounts 

of NO. Figure 6 shows the formation of NO during the reaction of PGR (5–50 µM) and HONO (100 

µM). Remarkable aspects of these data are the large initial slope of the plots and the NO consumption 

that takes place at long reaction times. At short reaction times NO production takes place at a rate faster 

than that of PGR consumption. However, this rather surprising fact results from the different 

experimental settings under which NO production (absence of gas phase) and PGR consumption 

(presence of gas phase) were measured. In fact, if the rate of PGR consumption is corrected by the NO 

present in the gas phase (a factor of ca. 3.0) the rate of both processes becomes similar. 

 

Figure 6. Production of NO during the reaction of PGR with HONO. Time course of the 

NO production upon addition of 100 µM HONO (arrow) in the absence (line a) and 

presence of PGR at final concentrations; 5 µM (line b); 30 µM (line c); 50 µM (line d). The 

solutions were incubated in SGM at 25 °C. 
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registered at 11 min, decreased significantly in the presence of HONO (chromatograms A, B and C). The 

kinetic profiles showed a similar behaviour than those obtained by UV-visible spectroscopy (data not 

shown). At early stages of the reaction, two products, at retention times of 5.3 and 5.6 min, were 

registered (peaks a and b in Figure 7). Interestingly, the chromatogram obtained in the first min of the 

PGR-HONO reaction was similar to the HPLC chromatogram of the PGR- NO2 reaction [15]. These 

products showed similar UV-visible spectra to those obtained by UV-visible spectroscopy in the first 

min of the reaction. Nonetheless, at long reaction times or under excess HONO conditions, a third peak, 

at 5.1 min was registered (peak c in Figure 7). The formation of the latter was related to a decrease of the 

area under the curve of peaks a and b (Figure 7). Interestingly, peaks a and b were also registered during 

the PGR oxidation induced by peroxyl radicals (chromatogram D in Figure 7). In fact, peaks a and b 

obtained either by the reaction of PGR with HONO, NO2 or peroxyl radicals presented similar  

UV-visible spectra (Figure 8), and were identified as isomers of a PGR-quinone derivative [15]. 

 

Figure 7. Time course of the reaction of PGR with HONO or peroxyl radicals followed by 

HPLC. PGR (20 µM) was incubated with HONO (300 µM) in SGM. Chromatograms were 

obtained (λ = 380 nm) at different incubation times: A: 0 min; B: 10 min. and C: 110 min. 

D: Chromatogram obtained after 30 min of the PGR (20 µM) incubation with AAPH  

(10 mM) in phosphate buffer (pH 7.4) at 37 °C. 

 

Figure 8. UV-visible spectra of the HPLC peaks at 5.6 min (dash line) and 5.1 (solid line) 

obtained during the reaction of PGR (20 µM) and HONO (300 µM). Dash-dot-dot line:  

UV-visible spectrum of the HPLC peak at 5.6 min obtained from the reaction of PGR  

(20 µM) and AAPH-derived peroxyl radicals. 
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2.2. Reaction Mechanism 

In agreement with the studies of the wine-dependent reduction of nitrite to form NO in stomach 

conditions [2], the above presented data are compatible with an initial (rate determining) step represented 

by Reaction (3): 

HONO + PGR → PGR + NO + H2O (3)

Nonetheless, the consumption of PGR mediated by HONO and the related NO release could also be 

explained by Reactions (4) to (7): 

2HONO ⇄ N2O3 + H2O (4)

N2O3 ⇄ NO + NO2 (5)

NO2 + PGR → PGR + HONO (6)

NO2 + PGR → Q + HONO (7)

The occurrence of Reactions (6) and (7) implies a consumption of PGR and also a release of NO 

from the displacement of equilibrium of Reaction (5) to the right. To establish if under our experimental 

conditions the consumption of PGR is associated with a simple bimolecular reaction with HONO 

(Reaction (3)) or with NO2, we studied the kinetics of the reaction under a continuous bubbling of argon 

or oxygen. Interestingly, the consumption of PGR was almost totally inhibited in both conditions (Figure 9). 

These results could be explained considering that the flux of argon and oxygen removed from the 

working solution reactive intermediates (NO and NO2). Moreover, products generated in the first min 

of the PGR- HONO reaction were similar to products generated in the PGR- NO2 reaction [15]. Taking 

into account the well-known oxidant property of NO2, (0.99 V at pH 7.0) [17,18] we postulate that the 

main consumption of PGR in closed systems is due to Reactions (6) and (7). 

 

Figure 9. Time-profile of PGR (40 µM) bleaching induced by HONO (100 µM) without () 

and with () continuous bubbling of argon. Solutions were incubated in SGM at 25 °C and 

the consumption of PGR was followed at 465 nm. 
  

0 30 60
0.0

0.5

1.0

A
/ 

A
0

Time / min 



Molecules 2015, 20 10590 
 

 

Consumption of PGR by Chain Reactions and/or HONO Recycling Processes 

The above mentioned reactions imply an interaction of the PGR radical (PGR•) with different RNS 

derived from HONO. Chain reactions of PGR (that involve PGR•) could also be present. These 

secondary reactions could recycle HONO and/or consume PGR in a chain process. The rather high 

stoichiometry of PGR consumption, even at low conversions, could be explained in terms of HONO 

recycling either by Reactions (6) and (7), or by NO oxidation (Reaction (8)). The NO2 generated in 

Reaction (8) could react with NO to form N2O3 (Reaction (5)) which, after hydration, forms  

HONO (Reaction (4)). 

2NO + O2 → 2NO2 (8)

This sequence of reactions could also account by the NO consumption observed in the time profiles 

given in Figure 6. Considering that chain reactions of PGR (that involve PGR•) should generate 

hydrogen peroxide (H2O2) as product (Reactions (9) and (10)), we evaluated its formation using Fox 

methodology [19]. Under our experimental conditions, no significant H2O2 concentrations (below 1 µM) 

were detected, arguing against the occurrence of large chain reactions during PGR consumption: 

PGR + O2 → Q + HO2 (9)

PGR + HO2 → PGR + H2O2 (10)

where Q represents the quinone derivative produced during PGR oxidation. 

Reaction (8) is a key step in the oxidation of NO to NO2 and the subsequent oxidation of phenols 

(PGR). This reaction is kinetically second order in NO both in the gas and liquid phases and can take 

place in the two bulk phases and at the gas/water interface [20]. At room temperature the recommended 

rate constant is: 

k6 = 2 × 10−38 cm6·mol−2·s−1 (11)

and when the NO pressure is 1 Torr in air its oxidation amounts to ca. 40% in one minute. Under our 

experimental conditions NO concentration in the aqueous phase can reach values as high as 10 μM 

(Figure 6). This implies that, if Henry’s law is considered, the gas phase concentration reaches values of 

ca. 6 Torr, leading to oxidation rates over 40%/min [21]. This high oxidation rate is a lower limit for the 

total NO oxidation since it calculation disregards the gas phase (and gas liquid interfaces) oxidations. 

The occurrence of this reaction leads to HONO recycling, according to Reactions (12)–(14). 

PGR + HONO → PGR + NO + H2O (12)

2NO + O2 → 2NO2 (13)

NO2 + PGR → HONO + Q (14)

and the global reaction represented by Reaction (15). 

PGR + 0.5O2 → Q + H2O (15)

The latter process could explain the large stoichiometric coefficient of PGR, and the role that oxygen 

could play in the mechanism of PGR consumption elicited by HONO. 
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3. Experimental Section 

3.1. Chemicals and Solutions 

Hydrochloric acid, methanol, ethanol, sodium nitrite and sodium chloride (pa., Merck, Santiago, 

Chile) were employed as received. Deionized, ultra-pure water from a Easy-Pure II water purification 

system (Thermo Scientific, Marietta, OH, USA) was employed in all solutions. Experiments were 

carried out in a NaCl (34 mM) solution (named simulated gastric medium, SGM) adjusted to pH 2.0 

with concentrated hydrochloric acid at 25 or 37 °C. Working HONO solutions were prepared from a 

standard solution (10 mM) made with solid sodium nitrite. The concentration of the standard solution 

was determined by the Griess methodology [21]. 

3.2. UV-Visible Studies 

The consumption of PGR, elicited by the addition of HONO, was evaluated from the decrease in the 

absorbance intensity measured at 465 nm. Briefly, a reaction mixture containing PGR (4–60 µM) and 

HONO (5–300 µM) in SGM, was incubated at 25 or 37 °C in the thermostatized cuvette of an 8453  

UV-visible spectrophotometer (Agilent, Palo Alto, CA, USA). Cells of 3.5 mL capacity were filled with 

the working solution leaving a gas-phase volume of 0.5 mL. The reaction was followed till total PGR 

consumption (in excess of HONO) or to a constant absorbance value (excess of PGR). 

3.3. Electrochemical Detection of NO 

The release of NO was followed using an ISO-NO electrode (WPI, Inc., Sarasota, FL, USA) under 

a nitrogen atmosphere at 25 °C. Solutions of KI-H2SO4 (0.1 M) plus sodium nitrite (0.7–10 µM) were 

used to calibrate the electrode. Working solutions containing PGR (5–50 µM) in SGM were incubated 

in a thermostatized cell. After stabilization of the baseline, a sodium nitrite bolus (100 µM) was added 

without a measurable gas phase in contact with the working solution.  

3.4. High Performance Liquid Chromatography (HPLC) Studies 

The time course of the reaction of PGR with HONO was followed by HPLC with a diode array 

detector (DAD). Chromatograms were obtained using an Agilent 1200 series HPLC system equipped 

with a Hibar (Merck) RP-18 (5 µm) column (25 cm × 4.6 mm), and a DAD model G1315D. Phosphate 

(KH2PO4, 0.1 M, adjusted to pH 2.6 with ortophosphoric acid)/acetonitrile (80/20) was employed as 

mobile phase. The flow rate was 0.8 mL/min. Solutions of PGR (4–50 µM) were incubated in the absence 

and presence of HONO (2–300 µM) in SGM. At different times, aliquots were taken and immediately 

injected into the HPLC system. The reaction was followed at 380 nm. All experiments were performed 

in duplicate or triplicate. 

4. Conclusions 

HONO promotes the bleaching of PGR involving, in the initial stages, the oxidation of the dye and 

the release of NO. The NO2, generated during the oxidation of the later, is involved in the consumption 

of PGR. In addition, at long reaction times a HONO recycling mechanism which would explain the high 
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stoichiometry of the reaction is observed. The proposed mechanisms for PGR oxidation could also be 

extrapolated to the processes that natural polyphenols undergo in the presence of HONO in conditions 

simulating a gastric environment. 

Acknowledgments 

This work was supported by FONDECYT (n°1100659 and 1070285). María Angélica Rubio thanks 

to basal funding for Scientific and Technological Center, project n° FB0807. 

Author Contributions 

E.H., J.R. and E.M. carried out the experimental work, E.L., A.D., R.B., M.A.R. and C.L.-A. 

designed, supervised the work and prepared the manuscript. 

Conflicts of Interest 

The authors declare no conflict of interest.  

References 

1. D’Ischia, M.; Napolitano, A.; Manini, P.; Panzella, L. Secondary targets of nitrite-derived  

reactive nitrogen species: Nitrosation/nitration pathways, antioxidant defense mechanisms and 

toxicological implications. Chem. Res. Toxicol. 2011, 24, 2071–2092. 

2. Gago, B.; Lundberg, J.O.; Barbosa, R.M.; Laranjinha, J. Red wine-dependent reduction of nitrite to 

nitric oxide in the stomach. Free Radic. Biol. Med. 2007, 43, 1233–1242. 

3. Rocha, B.S.; Nunes, C.; Pereira, C.; Barbosa, R.M.; Laranjinha, J. A shortcut to wide-ranging 

biological actions of dietary polyphenols: Modulation of the nitrate-nitrite-nitric oxide pathway in 

the gut. Food Funct. 2014, 5, 1646–1652. 

4. Gillatt, P.N.; Palmer, R.C.; Smith, P.L.; Walters, C.L.; Reed, P.I. Susceptibilities of drugs to 

nitrosation under simulated gastric conditions. Food Chem. Toxicol. 1985, 23, 849–855. 

5. Lee, S.Y.; Munerol, B.; Pollard, S.; Youdim, K.A.; Pannala, A.S.; Kuhnle, G.G.; Debnam, E.S.; 

Rice-Evans, C.; Spencer, J.P. The reaction of flavanols with nitrous acid protects against  

N-nitrosamine formation and leads to the formation of nitroso derivatives which inhibit cancer cell 

growth. Free Radic. Biol. Med. 2006, 40, 323–334. 

6. Peri, L.; Pietraforte, D.; Scorza, G.; Napolitano, A.; Fogliano, V.; Minetti, M. Apples increase nitric 

oxide production by human saliva at the acidic pH of the stomach: A new biological function for 

polyphenols with a catechol group? Free Radic. Biol. Med. 2005, 39, 668–681. 

7. Weitzberg, E.; Lundberg, J.O. Nonenzymatic nitric oxide production in humans. Nitric Oxide 1998, 

2, 1–7. 

8. Hirota, S.; Takayama, U. Reaction of apple fruit polyphenol with nitrite under conditions of the 

gastric lumen: Generation of nitric oxide and formation of nitroso catechins. Food Sci. Technol. Res. 

2014, 20, 439–447. 

9. Pereira, C.; Ferreira, N.; Rocha, B.; Barbosa, R.M.; Laranjinha, J. The redox interplay between 

nitrite and oxide nitric: From the gut to the brain. Redox Biol. 2013, 1, 276–284. 



Molecules 2015, 20 10593 
 

 

10. Robaszkiewicz, A.; Bartosz, G. Estimation of antioxidant capacity against pathophysiologically 

relevant oxidants using Pyrogallol Red. Biochem. Biophys. Res. Commun. 2009, 390, 659–661. 

11. Balavoine, G.G.; Geletii, Y.V. Peroxynitrite scavenging by different antioxidants. Part I: 

Convenient assay. Nitric Oxide 1999, 3, 40–54. 

12. Faundez, M.; Rojas, M.; Bohle, P.; Reyes, C.; Letelier, M.E.; Aliaga, M.E.; Speisky, H.; Lissi, E.; 

Lopez-Alarcon, C. Pyrogallol red oxidation induced by superoxide radicals: application to evaluate 

redox cycling of nitro compounds. Anal. Biochem. 2011, 419, 284–291. 

13. Lopez-Alarcon, C.; Lissi, E. Interaction of pyrogallol red with peroxyl radicals. A basis for a simple 

methodology for the evaluation of antioxidant capabilities. Free Radic. Res. 2005, 39, 729–736. 

14. Perez-Cruz, F.; Cortes, C.; Atala, E.; Bohle, P.; Valenzuela, F.; Olea-Azar, C.; Speisky, H.;  

Aspee, A.; Lissi, E.; Lopez-Alarcon, C.; et al. Use of pyrogallol red and pyranine as probes to 

evaluate antioxidant capacities towards hypochlorite. Molecules 2013, 18, 1638–1652. 

15. Atala, E.; Velasquez, G.; Vergara, C.; Mardones, C.; Reyes, J.; Tapia, R.A.; Quina, F.; Mendes, M.A.; 

Speisky, H.; Lissi, E.; et al. Mechanism of Pyrogallol Red Oxidation Induced by Free Radicals and 

Reactive Oxidant Species. A Kinetic and Spectroelectrochemistry Study. J. Phys. Chem. B 2013, 

117, 4870–4879. 

16. Vione, D.; Belmondo, S.; Carnino, L. A kinetic study of phenol nitration and nitrosation with nitrous 

acid in the dark. Environ. Chem. Lett. 2004, 2, 135–139. 

17. Augusto, O.; Bonini, M.G.; Amanso, A.M.; Linares, E.; Santos, C.C.X.; De Menezes, S.L. Nitrogen 

dioxide and carbonate radical anion: Two emerging radicals in biology. Free Radic. Biol. Med. 

2002, 32, 841–859. 

18. Koppenol, W.H.; Moreno, J.J.; Pryor, W.A.; Ischiropoulos, H.; Beckman, J.S. Peroxynitrite, A 

Cloaked Oxidant Formed by Nitric-Oxide and Superoxide. Chem. Res. Toxicol. 1992, 5, 834–842. 

19. Bou, R.; Codony, R.; Tres, A.; Decker, E.A.; Guardicila, F. Determination of hydroperoxides in 

foods and biological samples by the ferrous oxidation-xylenol orange method: A review of the 

factors that influence the method’s performance. Anal. Biochem. 2008, 377, 1–15. 

20. Finlayson-Pitts, B.J.; Pitts, J. Chemistry of the Upper and Lower Atmosphere: Theory, Experiments, 

and Applications; Academic Press: San Diego, CA, USA, 1999. 

21. Williams D.H.L. Nitrosation Reactions and the Chemistry of Nitric Oxide; Elsevier: Amsterdam, 

The Nertherlands, 2004. 

Sample Availability: Samples of PGR are available from the authors.  

© 2015 by the authors; licensee MDPI, Basel, Switzerland. This article is an open access article 

distributed under the terms and conditions of the Creative Commons Attribution license 

(http://creativecommons.org/licenses/by/4.0/). 


