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Effect of some surfactants on the
chemiluminescent reactions of bis(2,4,6-
trichlorophenyl)oxalate and bis(2-nitrophenyl)
oxalate with hydrogen peroxide

Patricia Dantoni, Ana Clara B. Rodrigues, Margareth Mie N. Matsuda, and
Nina Coichev

Abstract: The chemiluminescent reactions of bis(2,4,6-trichlorophenyl)oxalate (TCPO) and bis(2-nitrophenyl)oxalate (2-
NPO) with hydrogen peroxide in acetonitrile/water micellar systems (anionic, cationic, and non-ionic) and y-cyclodextrin
were studied in the presence of fluoranthene or 9,10-diphenylanthracene, imidazole, and two buffer solutions, HTRIS*/TRIS
and H,PO4/HPO4>. The relative chemiluminenscence (CL) intensity is higher in the presence of the cationic (DDAB,
CTAC, DODAC, and OTAC), anionic (SDS), and non-ionic (Tween 80) surfactants. In the presence of some non-ionic sur-
factants (Brij 35, Brij 76, and Tween 20), the CL intensity was partially quenched compared with the reaction with no sur-
factant. The sensitivity for hydrogen peroxide determination in the range 0.01 X 10~ to 1.0 x 10* mol L', considering the
slope of the calibration curves (maximum peak height of CL vs. concentration), improved with the introduction of DDAH,
CTAB, and SDS in HTRIS*/TRIS buffer.

Key words: TCPO, 2-NPO, surfactant, chemiluminescence, hydrogen peroxide.

Résumé : On a étudié les réactions chimiluminescentes de 1’oxalate de bis(2,4,6-trichlorophényle) (OTCP) et de 1’oxalate de
bis(2-nitrophényle) (O-2NP) avec le peroxyde d’hydrogene dans des systemes micellaires d’acétonitrile/eau (anionique, ca-
tionique et non-ionique) et de y-cyclodextrine, en présence de fluorantheéne et de 9,10-diphényanthracene, d’imidazole et de
deux solutions tampons, HTRIS*/TRIS et H,PO,/HPO42. L’intensité relative de la chimiluminescence (CL) est plus élevée
en présence des agents de surface cationiques (DDAB, CTAC, DODAC et OTAC), anionique (SDS) et non-ionique (Tween
80). En présence de quelques agents de surface non-ioniques (Brij 35, Brij 76 et Tween 20), I'intensité de CL est partielle-
ment piégée par rapport a la réaction sans agent de surface. Si on se base sur la pente des courbes de calibration (hauteur
maximale du pic de la CL vs. concentration), la sensibilité de la détermination du peroxyde d’hydrogene dans la plage de
concentration allant de 0,1 x 1072 1,0 x 10™* mol L! augmente avec I’introduction de DDAH, de CTAB et de SDS dans
le tampon HTRIS*/TRIS.

Mots-clés : oxalate de bis(2,4,6-trichlorophényle) (OTCP), oxalate de bis(2-nitrophényle) (O-2NP), agent de surface, chimi-
luminescence, peroxyde d’hydrogene.

[Traduit par la Rédaction]

Introduction

The chemiluminescent reactions of bis(2,4,6-trichloro-
phenyl)oxalate (TCPO) and bis(2,4-dinitrophenyl)oxalate
(DNPO) in the presence of hydrogen peroxide have been
widely used for the detection of fluorescent compounds (fluo-
rophores) at fmol levels. Most of the analytical applications
of these systems refer to indirect methods for the determina-
tion of species, which generates hydrogen peroxide in a par-
allel reaction (for instance enzymes) or derivatization
reaction using fluorophores as a label.1-22

Applications of the peroxyoxalate system, as a post-column
reagent in chemiluminescence (CL) detection, in liquid
chromatography,?® and electrophoresis,?* for clinical, phar-
maceutical, environmental, and food analyses, combines the
selectivity of the separation methods with the sensitivity of
this detection technique.

A critical review of the influence of Crll, Zn!!, and Pb! on
the chemiluminescent reactions of TCPO and bis(2-nitro-
phenyl)oxalate (2-NPO) with hydrogen peroxide in the pres-
ence of 3-aminofluoranthene, as fluorophore, and imidazole
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Scheme 1.Simplified mechanism for the chemiluminescent reaction
of bis(2,4,6-trichlorophenyl)oxalate (TCPO) with hydrogen peroxide,
catalyzed by imidazole, in ethyl acetate anhydrous medium.’! Ar =
(2,4,6-trichlorophenyl) for TCPO and (2-nitrophenyl) for NPO.
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(IMI), as catalyst, showed that the metal ions had no influ-
ence when the experiments were carried out in buffer solu-
tions such as tris(hydroxymetyl)aminomethane (HTRIS*/TRIS,
pH 6.9-8.0) or H,PO,/HPO42~ (pH 7.0-8.0).25:26

According to Motoyoshiya and Maruyama,?’ zinc and cop-
per ions markedly enhanced the CL efficiencies in the pres-
ence of the chelator N-phenyl-N',N'-bis(2-pyridinylmethyl)-
1,2-ethanediamine, owing to the interaction of this ligand
with the metal ion and the fluorophore.

A detailed study of several parameters such as acidity,
water and acetonitrile (ACN) contents, and concentrations of
TCPO, 2-NPO, IMI, hydrogen peroxide, and metal ions was
reported by our group.?3-26 Among these factors, the catalytic
effect of IMI depends very much on the unprotonated imid-
azole concentration and the acidity. The complex formation
of these metal ions with IMI may change the acidity by dis-
turbing the acid-base equilibrium of HIMI*/IMI. As the CL
efficiency sharply decreases at pH higher than 7.5, small var-
iations of the acidity conditions can lead to several errors in
the interpretation of the data. Some alternative methods de-
scribed in the literature using flowing streams, such as con-
tinuous flow, flow injection?$-30 analysis, and liquid
chromatography, require an appropriated optimization of the
experimental parameters.

Some authors have intensively studied the possible mecha-
nisms and intermediates for the chemiluminescent reaction of
peroxyoxalate (PO-CL) catalyzed by IMI. The main reactions
of the mechanism for the system TCPO, hydrogen peroxide,
IMI, and 9,10-diphenylanthracene (DPA), in anhydrous ethyl
acetate medium, involved the formation of an IMI-substituted
peracid and an energy-rich intermediate (1,2-dioxetane-3,4-
dione), which excited the fluorophore DPA, leading to light
emission and CO, formation (Scheme 1).31-34

The main disadvantage of these systems is the insolubility
of these compounds in water and their instability towards

535

hydrolysis, which requires the use of organic solvents. The
application of micelles has been studied to solve these prob-
lems, to use these systems for analytical purposes, decreasing
the amount of organic solvents, or even avoiding IMI.

The results of the proposed CL systems in micellar media
showed that enhancement on the CL intensity could arise by
the solubilization of the reagents, the electrostatic effect of
the ionic surfactant, and the alteration of the pH and the mi-
croenviroment of the CL reaction.33-36

There are some studies on analytical applications for the
determination of fluorophores, proteins, and hydrogen perox-
ide in aqueous samples using the PO-CL reaction with the in-
troduction of the micelles.28-30.37-44

Sodium dodecyl sulfate (SDS) micellar medium was used
as a carrier to avoid the rapid degradation of TCPO in water
in a flow-injection analysis,?8-3041 allowing the use of TCPO
in the absence of organic solvent.

Some groups have reported on the effect of micellar me-
dium.#04245 Steijger et al.*?> compared the stability of TCPO
in ACN micellar systems and ACN/water phosphate buffer
solution (80-20, v/v) with perylene as fluorophore. They in-
vestigated the effect of several types of surfactants, such as
the anionic SDS and the cationic hexadecyltrimethylammo-
nium bromide (CTAB). All analyzed micelles had a total or
partial quencher effect compared with ACN buffer (no sur-
factant). The TCPO/H,0, chemiluminescent reaction did not
occur in CTAB, which may be the result of the quenching of
CL intensity by the bromide ion of CTAB, and the intensity
in SDS anionic micelles was appreciably less than that in
neutral micellar solutions.

Based on the enhancement of PO-CL CL intensity by
some surfactants in H,0O,/TCPO/rhodamine, Wada et al.43
proposed a method to detect commercially available deter-
gent. The enhancement may occur by a notable change of
pH by adding surfactants, such as a buffer solution was
used. The effect of the buffer cations can be important be-
cause of the interaction of the polar surface of micelles and
the cations, which can provide an electrostatic attraction for
the hydrogen peroxide anions that penetrate into non-ionic
micelles.*0 Several surfactants might play a catalytic effect,
and the fluorescent impurities of some surfactants may con-
tribute to this enhancement.*?

Liang et al. studied the synergetic effect of SDS, CTAB,
and gold nanoparticles on the system H,O,/TCPO/sodium
citrate / Au nanoparticles. The CL intensity enhanced sharply
with 5 X 1073 mol L-! CTAB and became reasonably con-
stant when the concentration of 2.5 x 102 mol L-! CTAB
was used. However, a too high concentration of surfactant
depressed the CL. According to the authors,?> the CL of
TCPO is enhanced by the cationic surfactant CTAB because
the solubilities of TCPO and its excited intermediate in an
aqueous micellar system are greater than that in pure ACN.
The electrostatic effect of the ionic surfactant helps to con-
centrate the counterion, and the citrate anion was adsorbed
onto the surface of the gold nanoparticles, which resulted in
the stability of the Au colloid. In the presence of CTAB, Au
nanoparticles are linked to CTAB by electrostatic attraction.
The cage structure of the micelle is helpful for stabilizing
the excited state and preventing it from quenching.

The present work reports the effect of different types of
micelles (anionic, cationic, and non-ionic) and y-cyclodextrin
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(y-CD; as further discussed) on the reaction of TCPO or 2-
NPO with hydrogen peroxide in the presence of fluoranthene
(FA) or DPA, as fluorophores, and two buffer solutions
HTRIS*/TRIS and H,PO,/HPO,>. We carried out the ex-
periments in three different media, with 25%, 37%, and 62%
(v/v) ACN, since the stock solutions of TCPO, DPA, and IMI
must be prepared in ACN. The CL intensity—time () profile
was examined by varying the water content, acidity, IMI, hy-
drogen peroxide concentration, and fluorophore. Our results
are reported in terms of the maximum peak height (I, rel-
ative light unit/second) and the area (A) under the curve of
relative CL intensity (relative light unit) vs 7. The total ¢ re-
fers to the time for the complete CL signal decay.

Experimental

Apparatus, reagents, and chemicals

All reagents were used as received without purification.
Aqueous solutions were prepared with deionized water from
the Milli-Q system (Millipore).

The buffers used were HTRIS*/TRIS (0.12 mol L-!
tris(hydroxymethyl)aminomethane, pH 6.8, 8.3, and 8.7,
(Kanto Chemical Co.) and H,PO,7HPO,2- (0.10 mol L,
pH 6.6, 7.6, and 8.4; Kanto Chemical Co.). The pH of the
buffers was adjusted with sodium hydroxide or nitric acid.
The pH measurements were done with a pH meter (Metrohm,
model 713) with a glass electrode (filled with saturated NaCl).

2-NPO was prepared according to the procedure in ref. 46.

Solutions of 4.5 x 10~ mol L-! TCPO (TCI Tokyo Kasei),
4.5 x 10 mol L-! 2-NPO, 1.0 x 103 mol L-! DPA (TCI
Tokyo Kasei), 6.0 x 1073 and 1.2 x 102 mol L' IMI
(Sigma-Aldrich), and 1.0 x 103 mol L-! FA (Nakalai Chem-
icals Ltd.) were prepared in ACN (Mallinckrodt) every day.

Diluted hydrogen peroxide solutions were prepared every
day in water from hydrogen peroxide stock solution (30%,
m/m, Merck). The stock solution of 0.100 mol L-! hydrogen
peroxide was standardized by titration with KMnO, standard
solution in acid medium.

The surfactant (from Sigma-Aldrich, Kanto Chemical Co.,
and Merck) solutions were prepared in water or buffer solu-
tion (as indicated in the text): Brij 35 (polyoxyethylene(23)
lauryl ether; critical micelle concentration (cmc) =
I x 10* mol L), Brij 76 (polyoxyethylene(10) stearyl
ether; cmc = 3 X 103 mol L), Tween 20 (polyoxyethylene
(20) sorbitan monolaurate; cmc = 5 X 10 mol L),
Tween 80 (polyoxyethylene(20) sorbitan monooleate; cmc =
1.2 x 1075 mol L-1), TDTAB (tetradecyltrimethylammonium
bromide; cmc = 3.5 x 103 mol L), DDAB (dododecyldi-
methylammonium bromide; cme = 1.8 x 10* mol L1,
CTAC (cetyltrimethylammonium chloride; cmec = 1.3 X
103 mol L-!), DODAC (dioctadecyldimethylammonium
chloride) and OTAC (octadecyltrimethylammonium chloride;
cme = 3.4 x 10# mol L), CTAB (cmc = 9 x 10 mol L,
SDS (cmc = 8.1 x 103 mol L1), DDAH, (3-(dimethyldodecyl-
ammonio)-propane-1-sulfonate; cmc = 1.2 X 103 mol L-1).47

v-CD (cyclooctaamylose, 0.01 mol L-!; Sigma-Aldrich)
solution was prepared in buffer medium.

Sample preparation

The experiments were done in the presence of two fluoro-
phores, FA and DPA.

Can. J. Chem. Vol. 90, 2012

Table 1. Effect of some cationic surfactants on max-
imum emission intensity (/max) in the reactions of
bis(2-nitrophenyl)oxalate (2-NPO) or bis(2,4,6-
trichlorophenyl)oxalate (TCPO) with H2O».

Oxalate

2-NPO TCPO
Surfactant Imax/10% t(s)  Imax/ 104 t(s)
None 3.5 30 0.036 40
TDTAB 1.8 30 0.047 45
DDAB 10 45 0.19 45
CTAC 14 60 0.72 45
DODAC 18 60 1.8 60
OTAC 21 60 1.2 45

Note: [2-NPO] = 5.6 X 10 mol L™, [TCPO] = 5.6 x
107° mol L™, [H,0,] = 1.6 x 10 mol L™, [FA] = 1.2 x
10 mol L', % ACN = 25, [surfactant] = 10cmc; ¢ refers
to the time for the complete chemiluminescence (CL) sig-
nal decay. TDTAB, tetradecyltrimethylammonium bromide;
DDAB, dododecyldimethylammonium bromide; CTAC,
cetyltrimethylammonium chloride; DODAC, dioctadecyldi-
methylammonium chloride; OTAC, octadecyltrimethylam-
monium chloride; FA, fluoranthene; ACN, acetonitrile.

Table 2. Effect of surfactant on maximum
emission intensity (/max) in the reaction of
bis(2-nitrophenyl)oxalate (2-NPO) with

H>0..
Peak height

Surfactant (Tmax 10%) t(s)
None 3.5 30
Non-ionic

Brij 35 2.2 60

Brij 76 1.9 75

Tween 20 1.6 60

Tween 80 4.6 75
Anionic

SDS 4.5 75

Note: [2-NPO] = 5.6 x 10° mol L™,
[H,0,] = 1.6 x 10~ mol L™, [FA] = 1.2 x 10
mol L™, % ACN = 25, [surfactant] = 10cmc; ¢
refers to the time for the complete chemilumi-
nescence (CL) signal decay. FA, fluoranthene;
ACN, acetonitrile.

In the experiments with FA, the CL intensity profile was
obtained with a Lumicounter 1000 (Microtec Nichi-on) and
the signal recorded with a Shimadzu 135 recorder. The emis-
sion began just after the addition of the oxalate solution. The
emission intensity is represented as the peak height (Z,,,,,) and
the total emission time of reaction as (f). The sequence of the
addition of the solutions was 0.1 mL of water, buffer, or sur-
factant solution (10 times the surfactant cmc), and 0.02 mL
of 1.0 x 10~ mol L-! FA, 0.02 mL IMI (when used), 0.02 mL
hydrogen peroxide, and 0.02 mL of 4.5 x 10~* mol L-! oxalate
(2-NPO or TCPO). The sequence influences the emission
intensity because the peroxyoxalates hydrolyze in aqueous
solution. The concentrations of the final solutions
(0.16 mL) are indicated in Tables 1 and 2.

In the experiments with DPA, the procedure for the CL in-
tensity measurements involved mixing the reagents in a 3 mL
glass flask placed in the luminometer (Lumat LB 9507, Berthold
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Fig. 1. Relative chemiluminescence (CL) intensity in the presence of
different surfactants in acetonitrile (ACN)/ water (25% ACN).
[TCPO] = 5.6 x 10 mol L}, [DPA] = 1.2 x 10~ mol L;
HTRIS*/TRIS pH 8.7; [H202] = 5.0 X 107 mol L. (a) No surfac-
tant or [y-CD] = 6.2 x 103 mol L', (b) Sodium dodecyl sulfate
(SDS), 10cme. (c¢) 3-(Dimethyldodecylammonio)-propane-1-sulfo-
nate (DDAH), 10cmc. (d) Hexadecyltrimethylammonium bromide
(CTAB), 10cmc. TCPO, bis(2,4,6-trichlorophenyl)oxalate; DPA,
9,10-diphenylanthracene; y-CD, y-cyclodextrin; cmc, critical micelle
concentration; RLU, relative light unit.
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Technologies), positioned in front of the photomultiplier
tube.

Because the peroxyoxalates hydrolyze in aqueous solution,
the following mixing orders for the different reagents were
used: 25% ACN (v/v): 50 uL of water or H,O, (0.1 x 103
to 10 x 105 mol L), 50 uL of 1.0 x 1073 mol L' DPA,
and 250 pL of surfactant (in water or buffer) were introduced
into the glass flask, followed by automatic jet-injection, after
10 s, of 50 pL of 4.5 x 10~ mol L-'TCPO. As the DPA and
TCPO solutions were prepared in ACN, the final solutions
after mixing were 25% ACN (v/v); 37% ACN (v/v): 50 uL of
water or H,O, (0.1 x 105 to 10 x 10 mol L-1), 50 uL of
1.0 x 1073 mol L-! DPA, 50 uL of 6.0 x 10-3 mol L-! IMI,
and 200 pL of water or surfactant (in water or buffer) were
introduced into the glass flask, followed by automatic jet-
injection, after 10 s, of 50 uL of 4.5 x 10* mol L-!
TCPO. As the DPA, TCPO, and IMI solutions were pre-
pared in ACN, the final solutions after mixing were 37%
ACN (v/v); 62% ACN (v/v): 50 uL of water or H,O, (0.1 x
107 to 10 x 105 mol L), 50 uL of 1.0 x 1073 mol L-!
DPA, 100 pL of 1.2 x 102 mol L-! IMI, 50 pL of ACN,
and 100 pL of water or surfactant (in water or buffer) were
introduced into the glass flask, followed by automatic jet-
injection, after 10 s, of 50 pL of 4.5 x 10* mol L-!
TCPO. As the DPA, TCPO, and IMI solutions were pre-
pared in ACN, the final solutions after mixing were 62%
ACN (v/v). The concentrations of the final solutions
(0.40 mL) are indicated in Figs. 1-4.

Results and discussion

The effects on the I,,,x and A values of different types of
surfactants (anionic, cationic, and non-ionic), with different
charged groups and hydrophobic chain lengths, were eval-
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Fig. 2. Effect of pH and H>O, concentration on maximum emission
intensity (/max) and emission area (A). Reaction of bis(2,4,6-trichloro-
phenyl)oxalate (TCPO) in acetonitrile (ACN)/water (25% ACN),
at different pH values in HTRIS*/TRIS and H,PO,/HPO4* buf-
fers. No surfactant. [TCPO] = 5.6 x 10~ mol L', [DPA] = 1.2 x
10* mol L', (@) Unbuffered medium (m). (b)) HyPO4/HPO4>,
pH 6.6 (@). (c) HoPOs/HPO4>, pH 7.6 (a). (d) HTRIS*/TRIS,
pH 6.8 (@). (¢) HTRIS*/TRIS, pH 8.7 (%). DPA, 9,10-diphenyl-
anthracene.
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uated. We conducted experiments in the presence of fluoro-
phores (FA or DPA) and oxalates (2-NPO or TCPO), as they
were used in previous research?? and showed different CL
intensity—time profiles.

Experiments in the presence of FA

The data for the 2-NPO reaction are reported in Tables 1
and 2. In the presence of the cationic surfactants (DDAB,
CTAC, DODAC, and OTAC; Table 1) I, and ¢ increased.
TDTAB and DDAB have bromide ions (reactive counterion),
which can react with hydrogen peroxide in solution; even so,
DDAB (with a larger hydrophobic chain length) had a posi-
tive effect on the CL intensity. The non-ionic Tween 80 and
anionic SDS surfactants (Table 2) also showed higher I,,,,,
whereas Brij 35, Brij 76, and Tween 20 had one partial
quencher effect compared with the ACN/water systems with
no surfactant.

The 2-NPO/H,0, reaction was very much affected by the
medium acidity and the buffer nature. Some experiments
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Fig. 3. Effect of different surfactants and H>O» concentration on
maximum emission intensity (/max) and emission area (A). Reaction
of bis(2,4,6-trichlorophenyl)oxalate (TCPO) in acetonitrile (ACN)/
water (25% ACN) in HTRIS*/TRIS pH 8.7 buffer. [TCPO] = 5.6 x
1075 mol L', [DPA] = 1.2 X 10 mol L. (¢) DDAH 10cmc (A).
(b) CTAB, 10cmc (@). (¢) y-CD, 6.2 x 103 mol L™! (%). (d) SDS,
10cmc (»). DPA, 9,10-diphenylanthracene; DDAH, 3-(dimethyldo-
decylammonio)-propane-1-sulfonate; CTAB, hexadecyltrimethylam-
monium bromide; y-CD, y-cyclodextrin; SDS, sodium dodecyl
sulfate; cmc, critical micelle concentration.
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(data not shown) were carried out with 3.5 x 10> mol L1 2-
NPO, 7.7 x 10* mol L-! H,O,, and 7.7 x 10> mol L-! FA
in the presence of Brij 76 (10cmc) and HTRIS*/TRIS
(pH 8.3) or H,PO,/HPO,% (pH 8.5) medium. In the pres-
ence of Brij 76 and HTRIS*/TRIS buffer, the /., value was
twice the value of the one obtained in H,PO,/HPO,2~ buffer.

The data reported in Table 1 show that, for the same ex-
perimental conditions, the reaction with 2-NPO has a higher
I,ax than the reaction with TCPO, in the presence or absence
of cationic surfactants. In the cationic surfactants (especially
CTAC, DODAC, and OTAC) intense peaks were observed
for 2-NPO/ H,0, and TCPO/H,0, reactions, which had very
low signals in the absence of surfactant.

Comparing the effect of the cationic micelles (CTAC and
OTAC) (Table 1), CTAC, which has the smallest hydropho-
bic chain, showed a lower I, value than OTAC. However,
in DODAC medium, which forms vesicle micelles, the I,
value was in between CTAC and OTAC with a higher 7. The

Can. J. Chem. Vol. 90, 2012

Fig. 4. Effect of imidazole (IMI) and H,O» concentration on maxi-
mum emission intensity (/max) and emission area (A). Reaction of bis
(2,4,6-trichlorophenyl)oxalate (TCPO) in acetonitrile (ACN) / water
and HTRIS*/TRIS pH 8.7 buffer. No surfactant. [TCPO] = 5.6 x
1075 mol L', [DPA] = 1.2 X 10* mol L. (a) 62% ACN, unbuf-
fered medium, [IMI] = 3.0 x 10 mol L' (a). (b) 62% ACN;
HTRIS*/TRIS, pH 8.7; [IMI] = 3.0 x 1073 mol L™! (%). (c) 37%
ACN, unbuffered medium, [IMI] = 7.5 X 10~* mol L™! (a). (d) 37%
ACN; HTRIS*/TRIS, pH 8.7; [IMI] = 7.5 X 10 mol L™! (@). (e)
25% ACN, unbuffered medium, no IMI (@). (f) 25% ACN;
HTRIS*/TRIS, pH 8.7; no IMI (m). DPA, 9,10-diphenylanthracene.
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increase of the hydrocarbon chain length of the surfactant
results in an increase of both A and Iy,y). The length of the
hydrocarbon chain of the surfactant influences the size of the
micelles and the depth of penetration is different. This proc-
ess may be favored by longer chain surfactants, which form
looser micelles.

Experiments with TCPO in the presence of DPA

Additional experiments were carried out with DPA replac-
ing FA. The acidity and micelle effects on the TCPO chemi-
luminescent reaction with hydrogen peroxide were
investigated by analyzing the values of I;;,x and A.

Some CL intensity—time profiles, in the absence of IMI,
are represented in Fig. 1. The emission began just after the
addition of TCPO. The presence of 6.2 X 1073 mol L y-
CD had no effect. However SDS, DDAH, and CTAB in-
creased the CL intensity. The results are shown in Figs. 2-5.
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Fig. 5. Effect of H>O; concentration on maximum emission intensity
(Imax) and emission area (A). Reaction of bis(2,4,6-trichlorophenyl)
oxalate (TCPO) in acetonitrile (ACN)/water (62% ACN) in unbuf-
fered medium with different surfactants. [TCPO] = 5.6 x 10~ mol L,
[DPA] = 1.2 X 10 mol L}, [IMI] = 3.0 X 10 mol L. (a) [DDAH] =
10cmc (A). (b) [CTAB] = 10cmc (4p). (¢) [y-CD] = 2.5 x 1073 mol L™
(%). (d) [SDS] = 10cmc (»). (e) No surfactant (@). DPA, 9,10-
diphenylanthracene; IMI, imidazole; DDAH, 3-(dimethyldodecylam-
monio)-propane-1-sulfonate; CTAB, hexadecyltrimethylammonium
bromide; y-CD, y-cyclodextrin; SDS, sodium dodecyl sulfate; cmc,
critical micelle concentration.
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Figure 2 shows the effect of H,PO,/HPO,> and
HTRIS*/TRIS buffers and the pH in the absence of
surfactant. There was one smaller increase on the signals
(Imax and A) in H,PO,/HPO,> medium compared with
the unbuffered medium. The considerable enhancement in
HTRIS*/TRIS buffer might be due to the catalytic effect
of TRIS, as reported by Hayakawa et al.’

Figure 3 shows the effect of some of the surfactants. SDS
(anionic) and y-CD (0.01 mol L-1) completely suppressed the
signal in unbuffered and H,PO,7/HPO,% media (data not
shown). However, as TRIS has some catalytic effect, a rela-
tively high increase occurs on the A and I, values in
HTRISH/TRIS buffer solution (pH 8.7) in the presence of
these surfactants (compare Figs. 1 and 2). The special combi-
nation of TRIS and CTAB (cationic) showed the highest in-
crease of the I, value (Fig. 2b). The following is the order
for the I, values: CTAB (cationic) > DDAH (amphi-
protic) > SDS (anionic) > y-CD; and the following is the
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order for the area (A): SDS (anionic) > CTAB (cationic) >
DDAH (amphiprotic) > y-CD.

Some relatively small signals were observed in the experi-
ments in unbuffered medium in the presence of DDAH and
CTAB (data not shown). When H,PO,/HPO,2 (pH 7.6)
was used, one relatively small signal was observed only in
the presence of CTAB.

By comparing Figs. 2 (no surfactant) and 3, I,,x and A
were higher when the surfactants were present in HTRIS+/TRIS
(pH 8.7), except when y-CD was used (Fig. 2¢). For the
same hydrogen peroxide concentration, SDS had the most
positive effect only on A, however, CTAB and DDAH also
had good effects on I, and A values, respectively.

1-Aroxalylimidazole and 1,1’-oxalyldiimidazole (Scheme 1)
have been suggested as the relevant high-producing inter-
mediates in aqueous ACN.31:32 The catalytic effect of IMI on
the TCPO/H,0, reaction can be seen from the data in Fig. 3,
as a large increase in the signals was observed.

As TCPO is easily hydrolyzed, I.,,, and A increase in the
medium with the higher percentage of ACN. There is no lin-
earity of I,,x and A with the concentration of hydrogen per-
oxide in 62% ACN and HTRIS*/TRIS (Figs. 4a and 4b).
However, in the presence of 37% and 25% ACN a linear de-
pendence was observed (Figs. 4c—4e).

In the presence of IMI and 62% ACN, y-CD had the high-
est effect on the /,,,x and A values (compare Figs. 3¢ and 5c¢);
at 1 x 10~ mol L-! hydrogen peroxide, these values were so
high that they could not be measured with the equipment that
was used, showing one marked effect with the concentrations
of hydrogen peroxide higher than 5 x 10+ mol L-!. In the
presence of IMI the effect of surfactants is not marked (com-
pare Fig. Se without surfactant and Figs. 5a and 5b with
DDAH and CTAB), since the catalytic effect of IMI (better
than TRIS) is the dominant influence. There is no linearity
of I,.x and A with hydrogen peroxide concentration, which
would not be suitable for analytical purposes.

The use of a-CD, y-CD, and B-CD was suggested by Kojo
et al.38 to obtain better sensitivity in the analytical method for
the determination of dansyl acid and glucose based on the
glucose oxidase / H,0O, reaction in the presence of TCPO. y-
CD had better sensitivity in the phosphate buffer (pH 7.0),
and the produced hydrogen peroxide was measured after
1 min with stirring at 37 °C. The detection limit corre-
sponded to 1 pmol of hydrogen peroxide.

Inclusion in the CD cavity, which has a hydrophobic
nature, is known to significantly affect the luminescent prop-
erties.3® Woolf and Grayeski*® reported the aqueous peroxy-
oxalate reactions of 4.,4’-[oxalylbis[(trifluoromethylsulfonyl)
imino]ethylene]bis[4-methylmorpholinium  trifluoromethane
sulfonate with hydrogen peroxide in the presence of several
fluorophores and a-, y- and B-CD. The enhancement due to
the CDs was attributed to the increase in reaction rate and
excitation and fluorescence efficiencies of the emitting spe-
cies.

In Table 3, analytical parameters for H,O, determination
are represented for some selected experimental conditions.
The detection limit is defined as three times the standard de-
viation of the linear coefficient divided by the angular coeffi-
cient value. The background signal and the standard
deviation of the linear coefficient also increased, which re-
stricts the improvement of the detection limits (106 mol L-1)
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Table 3. Analytical parameters for HO, determination.

Can. J. Chem. Vol. 90, 2012

Slope/10'° Detection limit/10° (mol L)

Medium/%ACN Surfactant Tnax A Tinax A
HTRIS*/TRIS (pH 8.7)/25% No 0.16 0.20 0.158 0.924
HTRIS*/TRIS (pH 8.7)/25% DDAH 1.07 4.17 2.51 4.11

CTAB 1.97 5.16 1.74 0.686

v-CD 0.14 0.14 2.09 7.80

SDS 0.54 8.16 2.00 1.17
No buffer ([IMI] = 6.0x103 mol L") /37% No 1.00 3.87 0.730 0.716
HTRIS*/TRIS (pH 8.7) ([IMI] = 6.0x1073 mol L1 /37% No 0.66 0.71 12.6 12.8

Note: Linear range 0.01 X 10~ to 1.0 X 10~ mol L™, IMI, imidazole; DDAH, 3-(dimethyldodecylammonio)-propane-1-sulfonate; CTAB, hexadecyl-
trimethylammonium bromide; y-CD, y-cyclodextrin; SDS, sodium dodecyl sulfate.

in the presence of the surfactants. In the presence of IMI, as
a catalyst, the buffer HTRIS+/TRIS had a negative effect;
however, one better detection limit was obtained in the ab-
sence of surfactant and HTRIS*/TRIS. The slopes of the cal-
ibration curves (A vs [H,O,] and I« vs [H,0,]), which
represent the sensitivity, increase in the presence of DDAH,
CTAB, and SDS in HTRIS+ /TRIS buffer (pH 8.7, 25%
ACN), whereas y-CD had a small effect.

The analytical parameters reported by Dan et al.,** ob-
tained for the chemiluminescent reaction of METQ with hy-
drogen peroxide in the presence of Brij 35 or CTAB, showed
one detection limit of about 103 mol L-!; so in the present
work better results were obtained.

Conclusion

Under the experimental conditions of the present work, the
presence of some surfactants causes an increase in the I,
and A signals. The effect on the increase is dependent on the
nature of the fluorophore and hydrophobicity, charge differ-
ences, and concentration of the surfactant.

The effect of surfactants on the CL reaction is still unclear
and depends on several parameters, and the comparison of
different studies is not possible. The complexity of the sys-
tem does not allow a definitive assignment of the species in-
volved. However, based on the available literature and the
data from Table 3, the sensitivity for hydrogen peroxide de-
termination, considering the slope of the calibration curves
(Table 3), improved with the introduction of some surfactants
(DDAH, CTAB, and SDS) in HTRIS+/TRIS buffer.

Acknowledgments

The authors acknowledge the financial support from the
following Brazilian agencies: Fundacdo de Amparo a Pes-
quisa do Estado de Sao Paulo(FAPESP ) and Conselho Na-
cional de Desenvolvimento Cientifico e Tecnolégico
(CNPq), and to Professor Masaaki Yamada (Tokyo Metropol-
itan University) for providing the equipment (Lumicounter
1000, Microtec Nichi-on) and facilities for the execution of
some of the experiments.

References

(1) Hadd, A. G.; Birks, J. W. Selective Detectors. In Chemical
Analysis Series; John Wiley: New York, 1995.
»(2) Kwakman, P. J. M.; Brinkman, U. A. Th. Anal. Chim. Acta
1992, 266 (2), 175. doi:10.1016/0003-2670(92)85041-4.
»(3) Imai, K.; Matsunaga, Y.; Tsukamoto, Y.; Nishitani, A. J.

Chromatogr. A 1987, 400, 169. doi:10.1016/S0021-9673(01)
81610-1.

»(4) Kobayashi, S. L; Imai, K. Anal. Chem. 1980, 52 (3), 424.
d0i:10.1021/ac50053a012.

»(5) Sigvardson, K. W.; Birks, J. W. Anal. Chem. 1983, 55 (3), 432.
doi:10.1021/ac00254a006.

»(6) Sigvardson, K. W.; Kennish, J. M.; Birks, J. W. Anal. Chem.
1984, 56 (7), 1096. doi:10.1021/ac00271a011.

»(7) Sigvardson, K. W.; Birks, J. W. J. Chromatogr. A 1984, 316,
507. doi:10.1016/S0021-9673(00)96179-X.

»(8) Honda, K.; Miyaguchi, K.; Imai, K. Anal. Chim. Acta 1985,
177, 111. doi:10.1016/S0003-2670(00)82943-8.

»(9) Nishitani, A.; Tsukamoto, Y.; Kanda, S.; Imai, K. Anal. Chim.
Acta 1991, 251 (1-2),247. doi:10.1016/0003-2670(91)87143-U.

»(10) Mann, B.; Grayeski, M. L. Biomed. Chromatogr. 1991, 5 (1),
47. doi:10.1002/bmc.1130050111.

»(11) Yan, B.; Lewis, S. W.; Worsfold, P. J.; Lancaster, J. S.;
Gachanja, A. Anal. Chim. Acta 1991, 250, 145. doi:10.1016/
0003-2670(91)85068-4.

»(12) Andrew, K. N.; Sanders, M. G.; Forbes, S.; Worsfold, P. J.
Anal. Chim. Acta 1997, 346 (1), 113. doi:10.1016/S0003-2670
(97)00052-4.

»(13) Scott, G.; Seitz, W. R.; Ambrose, J. Anal. Chim. Acta 1980,
115 (1), 221. doi:10.1016/S0003-2670(01)93160-5.

»(14) van Zoonen, P.; Kamminga, D. A.; Gooijer, C.; Velthorst, N.
H.; Frei, R. W.; Giibitz, G. Anal. Chim. Acta 1985, 174, 151.
doi:10.1016/S0003-2670(00)84374-3.

»(15) Van Zoonen, P.; Kamminga, D. A.; Gooijer, C.; Velthorst, N.
H.; Frei, R. W. Anal. Chim. Acta 1985, 167, 249. doi:10.1016/
S0003-2670(00)84427-X.

»(16) Poulsen, J. R.; Birks, J. W.; Giibitz, G.; Van Zoonen, P.;
Gooijer, C.; Velthorst, N. H.; Frei, R. W. J. Chromatogr. A
1986, 360, 371. doi:10.1016/S0021-9673(00)91686-8.

»(17) QuaB, U.; Klockow, D. Int. J. Environ. Anal. Chem. 1995, 60,
361. doi:10.1080/03067319508042889.

»(18) Honda, K.; Sekino, J.; Imai, K. Anal. Chem. 1983, 55 (6), 940.
d0i:10.1021/ac00257a028.

»(19) Van Zoonen, P.; Kamminga, D. A.; Gooijer, C.; Velthorst, N.
H.; Frei, R. W. Anal. Chem. 1986, 58 (6), 1245. doi:10.1021/
ac00297a061.

»(20) Van Zoonen, P.; Bock, H.; Gooijer, C.; Velthorst, N. H.; Frei,
R. W. Anal. Chim. Acta 1987, 200, 131. doi:10.1016/S0003-
2670(00)83764-2.

»(21) Gooijer, C.; Velthorst, N. H. Biomed. Chromatogr. 1990, 4 (3),
92. doi:10.1002/bmc.1130040303.

»(22) Nakamura, M. M.; Coichev, N.; Lin, J. M.; Yamada, M. Anal.
Chim. Acta 2003, 484 (1), 101. doi:10.1016/S0003-2670(03)
00327-1.

(23) Gamiz-Gracia, L.; Garcia-Campafia, A. M.; Huertas-Pérez, J.

Published by NRC Research Press



Can. J. Chem. Downloaded from www.nrcresearchpress.com by USP-SIBI/Sistema Integrado on 03/13/13
For personal use only.

Dantoni et al.

F.; Lara, F. J. Anal. Chim. Acta 2009, 640 (1-2), 7. doi:10.
1016/j.aca.2009.03.017.

»(24) Garcia-Campafia, A. M.; Lara, F. J.; Gadmiz-Gracia, L.;
Huertas-Pérez, J. F. Trends Anal. Chem. 2009, 28, 973.

»(25) Nakamura, M. M.; Saraiva, S. A.; Coichev, N. Anal. Lett.
1999, 32 (12), 2471. doi:10.1080/00032719908542982.

»(26) Nakamura, M. M.; Saraiva, S. A.; Coichev, N. Anal. Lett.
2000, 33 (3), 391. doi:10.1080/00032710008543060.

»(27) Motoyoshiya, J.; Maruyama, T. Luminescence 2010, 25 (2),
181. doi:10.1002/bio.1211.

»(28) Lattanzio, G.; Garcia-Campafia, A. M.; Soto-Chinchilla, J. J.;
Gamiz-Gracia, L.; Girotti, S. J. Pharm. Biomed. Anal. 2008,
46 (2), 381. doi:10.1016/.jpba.2007.09.027.

»(29) Fernandez-Ramos, J. M.; Garcia-Campafia, A. M.; Alés-
Barrero, F.; Bosque-Sendra, J. M. Talanta 2006, 69 (3), 763.
doi:10.1016/j.talanta.2005.11.008.

»(30) Gamiz-Gracia, L.; Garcfa-Campana, A. M.; Ales Barrero, F.;
Cuadros Rodriguez, L. Anal. Bioanal. Chem. 2003, 377, 281.
doi:10.1007/s00216-003-1958-2.

(31) Stevani, C. V.; Lima, D. F.; Toscano, V. G.; Baader, W. J. J.
Chem. Soc., Perkin Trans. 2 1996, (5): 989. doi:10.1039/
p29960000989.

(32) Baader, W. J.; Stevani, C. V.; Bastos, E. L. In Chemilumines-
cence of Organic Peroxides; Rappoport, Z., Ed.; Wiley:
Chichester, 2006; Vol. 2.

»(33) Ciscato, L. F. M. L.; Bartoloni, F. H.; Bastos, E. L.; Baader, W.
J. J. Org. Chem. 2009, 74 (23), 8974. d0i:10.1021/j0901402k.

»(34) Tonkin, S. A.; Bos, R.; Dyson, G. A.; Lim, K. F.; Russell, R.
A.; Watson, S. P.; Hindson, C. M.; Barnett, N. W. Anal. Chim.
Acta 2008, 614 (2), 173. doi:10.1016/j.aca.2008.03.009.

»(35) Liang, S. X.; Li, H.; Lin, J. M. Luminescence 2008, 23 (6),
381. doi:10.1002/bio.1049.

541

»(36) Cao, Z.; Lau, C.; Lu, J. Analyst (Lond.) 2004, 129 (12), 1262.
doi:10.1039/b400574k.

»(37) Hayakawa, K.; Minogawa, E.; Yokoyama, T.; Miyazaki, M.;
Imai, K. Biomed. Chromatogr. 1992, 6 (2), 84. doi:10.1002/
bmec.1130060208.

(38) Kojo, S.; Tokumaru, S.; Kishida, E. Clin. Chem. 1992, 38, 788.

»(39) Woolf, E. J.; Grayeski, M. L. J. Lumin. 1987, 39 (1), 19.
doi:10.1016/0022-2313(87)90005-6.

»(40) Dan, N.; Lau, M. L.; Grayeski, M. L. Anal. Chem. 1991, 63
(17), 1766. doi:10.1021/ac00017a021.

»(41) Moreno-Gonzilez, D.; Garcfa-Campaiia, A. M.; Gonzélez-
Casado, A. Anal. Lett. 2010, 43 (15), 2399. doi:10.1080/
00032711003717406.

»(42) Steijger, O. M.; van Mastbergen, H. M.; Holthuis, J. J. M.
Anal. Chim. Acta 1989, 217, 229. doi:10.1016/S0003-2670
(00)80405-5.

»(43) Wada, M.; Abe, K.; Ikeda, R.; Harada, S.; Kuroda, N.;
Nakashima, K. Talanta 2010, 81 (3), 1133. doi:10.1016/j.
talanta.2010.01.055.

»(44) Orejuela, E.; Silva, M. Analyst (Lond.) 2002, 127 (11), 1433.
doi:10.1039/b207321h.

»(45) Thompson, R. B.; McBee, S. E. S. Langmuir 1988, 4 (1), 106.
doi:10.1021/1a000792a018.

»(46) Rauhut, M. M.; Bollyky, L. J.; Roberts, B. G.; Loy, M.;
Whitman, R. H.; Iannotta, A. V.; Semsel, A. M.; Clarke, R. A.
J. Am. Chem. Soc. 1967, 89 (25), 6515. doi:10.1021/
ja01001a025.

(47) Hinze, W. L.; Srinivasan, N.; Smith, T. K.; Igarashi, S.;
Hoshino, H. In Advances in Multidimensional Luminescence;
JAI Press Inc.: Greenwich, CT, 1991.

Published by NRC Research Press




<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /PageByPage
  /Binding /Left
  /CalGrayProfile (Gray Gamma 2.2)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Sheetfed Coated v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.3
  /CompressObjects /Off
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /RelativeColorimetric
  /DetectBlends true
  /DetectCurves 0.1000
  /ColorConversionStrategy /sRGB
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 524288
  /LockDistillerParams true
  /MaxSubsetPct 99
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo false
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings false
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Preserve
  /UCRandBGInfo /Remove
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 150
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Average
  /ColorImageResolution 225
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.00000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 150
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Average
  /GrayImageResolution 225
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.00000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Average
  /MonoImageResolution 600
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.00000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects true
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName (http://www.color.org)
  /PDFXTrapped /False

  /CreateJDFFile false
  /SyntheticBoldness 1.000000
  /Description <<
    /ENU ()
  >>
>> setdistillerparams
<<
  /HWResolution [600 600]
  /PageSize [612.000 792.000]
>> setpagedevice


