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ABSTRACT: The objectives of this research were to develop a method for the determination of 16 polycyclic aromatic
hydrocarbons (PAHs) in poultry meat by combining the quick, easy, cheap, effective, rugged, and safe (QuEChERS) method
with gas chromatography—mass spectrometry (GC—MS) and study their formation during marinating and frying. The recoveries
of 16 PAHs ranged from 94.5 to 104% in blank samples and from 71.2 to 104% in poultry meat samples. The quantitation limits
of 16 PAHs were from 0.02 to 1 ng/mL, with the intraday variability being from 2.4 to 6.6% [percent relative standard deviation
(RSD%)] and interday variability being from 3.3 to 7.1% (RSD%). Most PAHs followed a time-dependent increase over a 24 h
marinating period, with naphthalene being generated in the largest amount. Among the various poultry meat, chicken gizzard
produced the highest level of total PAHs after 24 h of marinating. A similar tendency was observed for most PAHs during frying
of poultry meat, but a high amount of total PAHs was shown in duck drumstick after 1S min of frying.
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B INTRODUCTION

Polycyclic aromatic hydrocarbons (PAHs) are mainly formed
by incomplete combustion of hydrocarbon compounds during
pyrolysis or pyrosynthesis reaction." Structurally, PAHs contain
two or more benzene rings connected with each other to form a
stable compound. Because of their nondegradable nature, PAHs
have been classified as vital environmental pollutants because
they may interfere with the normal function of DNA.> Many
PAHs have been characterized in nature, in which benzo[a]-
anthracene, benzo[a]pyrene, benzo[b]fluoranthene, benzo[k]-
fluoranthene, chrysene, dibenzo[a,h]anthracene, and indeno-
[1,2,3-c,d]pyrene were probable carcinogens to animals or
humans, according to a report by the International Agency for
Research on Cancer (IARC).> Among them, both benzo[a]-
anthracene and benzo[a]pyrene were shown to be the most
carcinogenic.3 In addition, the 16 PAHs, including acenaph-
thene, acenaphthylene, anthracene, benzo[a]anthracene, benzo-
[a]pyrene, benzo[b]fluoranthene, benzo[k]fluoranthene,
benzo[gh,i]perylene, chrysene, dibenzo[a,h]anthracene, fluor-
anthene, fluorene, indeno[1,2,3-c,d]pyrene, naphthalene, phenan-
threne, and pyrene, were listed as priority organic pollutants by the
United States Environmental Protection Agency (U.S. EPA).*
Because of the presence of trace amounts in the complex
matrix of foods, the analysis of PAHs, especially in meat pro-
ducts, has been difficult. Traditionally, PAHs were often extracted
with nonpolar or low-polar solvents, such as hexane or
methylene chloride, or with the Soxhlet method, followed by
saponification or liquid—liquid partition to remove water-
soluble impurities and purification using a solid-phase cartridge
with silica gel or C18 as the packing material. However, these
methods are time-consuming, and the presence of many impurities
can interfere with subsequent chromatographic analysis,
resulting in low recovery.” Some other improved techniques,
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such as solid-phase microextraction,® hollow-fiber liquid-phase
microextraction,” and supercritical fluid extraction,® were
developed in recent years to reduce solvent consumption and
shorten analysis time. Nevertheless, these methods still
encounter difficulty in determining PAHs in meat products.
More recently, Purcaro et al.” developed a microwave-assisted
extraction method to analyze PAHs in smoked meat products
and reported a substantial reduction in the extraction time, but
the elevated extraction temperature (115 °C) may induce
volatilization of several PAHs, such as naphthalene, acenaph-
thene, and fluorene. In view of the drawbacks associated with
analysis of PAHs in foods, the development of a reliable
method to shorten the analysis time with maximum accuracy is
urgent. The quick, easy, cheap, effective, rugged, and safe
(QuEChERS) method is a promising technique widely used for
extraction and purification of pesticides in food commodities,
including fruit, vegetable, olive oil, milk, baby food, barley, and
egg;lo however, the feasibility of using the QuEChERS method
in combination with gas chromatography—mass spectrometry
(GC—MS) for PAH analysis remains unexplored.

Because PAHs can be formed during incomplete combustion
of oil, wood, and coal, it is quite possible that meat products
can be readily contaminated with PAHs during frying, smoking,
and grilling.""'* To address this important issue, the Codex
Alimentarius Commission'>'* issued “Code of Practice for
the Reduction of Contamination of Food with PAHs from
Smoking and Direct Drying Processes”, stating that the dif-
ference in PAH contents among various food products can be
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dependent upon the heating time, temperature, distance be-
tween the food and heating medium, as well as oil dripping
onto meat. Marinating is a traditional Chinese cooking method
by soaking meat in a mixture of juice containing soy sauce, sugar,
and/or some other flavoring ingredients and heating at about
100 °C for an extended period of time to impart characteristic
color, flavor, and texture to meat products. However, the effects
of marinating and frying on PAH formation in poultry meat
remain unknown. The objectives of this study were to develop a
QuEChERS and GC—MS method for the determination of
PAHs in chicken and duck meat and study their formation as
affected by marinating and frying.

B EXPERIMENTAL SECTION

Materials and Chemicals. Poultry meat, including chicken heart,
chicken drumstick, chicken gizzard, chicken breast, and duck
drumstick, with a total amount of 1.6, 14.4, 6.4, 8.0, and 14.4 kg,
respectively, were purchased from a local supermarket in Taipei,
Taiwan. Palm oil (150 L) used for frying was obtained from the
Chiang-Kuan Co. (Kaohsiung, Taiwan). Soy sauce (7 L) was procured
from the Gin-Lan Food Co. (Taoyuan, Taiwan). Crystal sugar (700 g)
was from the Taiwan Sugar Co. (Tainan, Taiwan). A total of 16 PAH
standards, including acenaphthene, acenaphthylene, anthracene,
benzo[a]anthracene, benzo[a]pyrene, benzo[b]fluoranthene, benzo-
[k]fluoranthene, benzo[gh,i]perylene, chrysene, dibenzo[a,h]-
anthracene, fluoranthene, fluorene, indeno[1,2,3-c,d]pyrene, naphtha-
lene, phenanthrene, and pyrene, were from Supelco (Bellefonte, PA).
QuEChERS kits were from Agilent Technologies (Palo Alto, CA).
Solvents, such as acetonitrile and acetone, were from Merck
(Darmstadt, Germany). Deionized water was made using a Barnstead
Easypure II water purification system from the Thermo Scientific Co.
(Waltham, MA).

Instrumentation. The GC—MS system was composed of a gas
chromatograph (model 6890) equipped with a mass spectrometer
(model 5973) from Agilent Technologies. The temperature-controlled
oil bath (BS03) was from the I-Seng Technology Co. (Taipei, Taiwan).
The shaker (VM-2000) was from the Shiang-Tai Co. (Taipei, Taiwan).
An Agilent HP-SMS column (30 m X 0.25 mm inner diameter and
0.25 pm film thickness) used to separate 16 PAHs was from Agilent
Technologies.

Marinating of Poultry Meat. A method similar to that described
by Lee et al."> was used to marinate poultry meat. A total amount of
0.2, 0.8, 1.0, 1.8, and 1.8 kg each of chicken heart, chicken gizzard,
chicken breast, chicken drumstick, and duck drumstick was poured
into five separate cookers with each containing 0.6, 2.4, 3.0, 5.4, and
5.4 L of juice preheated to 100 °C. The juice was composed of 10%
soy sauce, 1% crystal sugar, and 89% water, which is the standard
formula used for marinating poultry meat in most restaurants in
Taiwan. Then, the marinating treatment proceeded for 12 and 24 h,
during which the juice was replenished with water to maintain it at a
constant level, as indicated every 1 h. After marinating for 12 and 24 h,
the marinated chicken heart, chicken drumstick, chicken breast, chicken
gizzard, and duck drumstick were deboned separately, cut into pieces,
vacuum-packed, and stored at —20 °C for subsequent GC—MS analysis.
Duplicate experiments were performed for each marinating treatment.

Frying of Poultry Meat. A total amount of 15 L of palm oil was
poured into a fryer and preheated to 180 °C, after which 0.2, 0.8, 1.0,
1.8, and 1.8 kg each of chicken heart, chicken gizzard, chicken breast,
chicken drumstick, and duck drumstick were added to a fryer
separately for frying, with the frying times being 4 and 10 min, 2 and
10 min, 5 and 10 min, 10 and 20 min, and 15 and 30 min, respectively.
After frying, the various chicken and duck meat samples were deboned
separately, cut into slices, vacuum-packed, and stored at —20 °C for
subsequent GC—MS analysis. Duplicate experiments were carried out
for each frying treatment.

Extraction and Purification of PAHSs. Initially, 1 kg each of
various raw and heated chicken and duck meat samples were ground
into pieces in a blender prior to extraction. Then, 5 g of meat sample
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was collected and mixed with 10 mL of deionized water in a
centrifuged tube and shaken vigorously for 1 min, after which 10 mL
of acetonitrile was added and shaken again for 1 min. Next, the
QuEChERS method containing 6 g of magnesium sulfate and 1.5 g of
sodium acetate was added, followed by shaking for 1 min and centri-
fuging at 4000 rpm for S min. Then, 6 mL of supernatant was collected
and poured into a centrifuged tube (QUEChERS) containing 400 mg
of PSA, 1200 mg of MgSO,, and 400 mg of C18EC for purification.
After centrifugation at 4000 rpm for 5 min, the supernatant was
collected and 1 uL was injected for PAH analysis by GC—MS.

GC—MS Analysis. An Agilent HP-SMS column (30 m X 0.25 mm
inner diameter and 0.25 ym film thickness) was connected to a S m
guard column to extend column life. A total of 16 PAHs were
separated within 40 min with helium as the carrier gas at a flow rate of
1.0 mL/min, injector temperature of 290 °C, and spiltless mode, with
the following temperature programming condition: 70 °C in the
beginning, raised to 195 °C at 15 °C/min while maintained for
2.5 min, raised to 240 °C at 15 °C/min while maintained for 17 min,
raised to 270 °C at § °C/min, and raised to 310 °C at 15 °C/min
while maintained for 10 min. The various PAHs in poultry meat
samples were identified by comparing retention times and mass
spectra of unknown peaks to those of reference standards. In addition,
the unknown PAHs were further identified by co-chromatography and
selected ion monitoring (SIM) mode to minimize interference by
sample impurities and enhance sensitivity.

For quantitation of PAHs, 14 concentrations of 0.1, 0.2, 0.3, 0.5, 1,
2, 5, 10, 25, 30, S0, 70, 100, and 120 ng/mL were each prepared for
naphthalene, acenaphthylene, acenaphthene, fluorene, phenanthrene,
anthracene, fluoranthene, pyrene, and benzo[b]fluoranthene sepa-
rately, whereas 13 concentrations of 0.2, 0.3, 0.5, 1.0, 2.0, 5.0, 10, 25,
30, 50, 70, 100, and 120 ng/mL were each prepared for benzo-
[a]anthracene and chrysene separately. Likewise, 10 concentrations of
1.0, 2.0, 5.0, 10, 25, 30, 50, 70, 100, and 120 ng/mL were each
prepared for benzo[k]fluoranthene and benzo[a]pyrene separately,
while 11 concentrations of 0.5, 1.0, 2.0, 5.0, 10, 25, 30, 50, 70, 100, and
120 ng/mL were each prepared for indeno[1,2,3-c,d]pyrene and
dibenzo[a,h]anthracene separately. In addition, 12 concentrations of
0.3, 0.5, 1.0, 2.0, 5.0, 10, 25, 30, 50, 70, 100, and 120 ng/mL were each
prepared for benzo[gh,i]perylene. After GC—MS analysis, the standard
curve of each PAH was obtained by plotting the concentration against
area. The regression equations and correlation coefficient were deter-
mined automatically with an Excel software system. The concen-
trations of various PAHs were calculated as follows:

( A-b )V X dilution factor/recovery

a

concentration of PAH (ng/g) = >
where A is the peak area of PAH, b is the intercept of the regression
equation, a is the slope of the regression equation, V is the volume of
the extract, and W is the weight of the sample (g).

Detection Limit and Quantitation Limit. Five concentrations of
0.04, 0.1, 0.18, 0.2, and 04 ng/mL were prepared separately for
naphthalene, acenaphthylene, acenaphthene, fluorene, phenanthrene,
anthracene, fluoranthene, and pyrene, while four concentrations of 0.1,
02, 03, and 04 ng/mL were prepared separately for benzo[a]-
anthracene and chrysene. In addition, three concentrations of 1.0, 2.0,
and 3.0 ng/mL were prepared separately for benzo[b]fluoranthene,
benzo[k]fluoranthene, benzo[a]pyrene, indeno[1,2,3-c,d]pyrene,
dibenzo[a,h]anthracene, and benzo[g,h,i]perylene. Each concentration
was injected onto GC—MS 3 times, and the limit of detection (LOD)
was calculated on the basis of PAH standards in solvents and S/N > 3,
whereas the limit of quantitation (LOQ) was calculated on the basis of
PAH standards dissolved in sample extract and S/N > 3.

Precision Study. The intraday variability was determined by
preparing 25 ng/mL each of 16 PAH standards and injecting into
GC—MS 3 times each in the morning, afternoon, and evening for a
total of nine replicates on the same day. Likewise, the interday
variability was measured by preparing the same concentration and
injecting into GC—MS on the first, second, and third day with three
replicates each day for a total of nine replicates.

dx.doi.org/10.1021/jf204650u | J. Agric.Food Chem. 2012, 60, 1380—1389
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Figure 1. GC—MS chromatogram of (A) 16 PAH standards and (B) marinated chicken gizzard spiked with 16 PAH standards detected with SIM
mode. Peaks: 1, naphthalene; 2, acenaphthylene; 3, acenaphthene; 4, fluorene; S, phenanthrene; 6, anthracene; 7, fluoranthene; 8, pyrene;
9, benzo[a]anthracene; 10, chrysene; 11, benzo[b]fluoranthene; 12, benzo[k]fluoranthene; 13, benzo[a]pyrene; 14, indeno[1,2,3-c,d]pyrene;

15, dibenzo[a,h]anthracene; and 16, benzo[g,h,i]perylene.

Recovery. The recoveries were determined for both blank and
poultry meat samples, with the former being carried out by preparing a
mixture of 16 PAH standards with 250 and 1000 ng/g each and mixing
with deionized water in a centrifuged tube, following the same
extraction and purification procedure with the QuEChERS method as
described in the preceding section. For poultry meat samples, the
procedures were the same, except a mixture of 16 PAH standards was
mixed with S g of meat sample and deionized water in a centrifuged
tube. After GC—MS analysis, the recovery of each PAH was
determined on the basis of the ratio of the amount of the standard
after GC—MS relative to the amount of the standard spiked before
GC—-MS.

Statistical Analysis. Duplicate analyses were performed for each
meat sample, and the data were subjected to analysis of variance
(ANOVA) and Duncan’s multiple range test for statistical significance
(p < 0.05) using a SAS software system.16

B RESULTS AND DISCUSSION

Evaluation of the GC—MS Method. Figure 1 shows the
GC—MS chromatogram of (A) 16 PAH standards and (B)
marinated chicken gizzard spiked with 25 ng/mL each of 16 PAH
standards detected with SIM mode. An adequate resolution of 16
PAHs was attained within 40 min with a substantial amount of
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sample impurities being minimized by employing a SIM detection
mode. The separation time was similar to that reported by
Bordajandi et al,"” who used a DB-5MS column (30 m X 0.25 mm
inner diameter and 0.25 pm film thickness) to separate 1S
PAHs within 42 min, but the resolution was inferior to ours
because several PAH peaks overlapped. In our study, the SIM
mode was used for PAH detection according to elution time
and m/z: 5—7.3 min, m/z 127 and 1282 for naphthalene;
7.3—8.7 min, m/z 152, 153, and 154 for acenaphthylene and
acenaphthene; 8.7—10.5 min, m/z 163, 165, and 166 for fluorene;
10.5—13 min, m/z 176, 178, and 179 for phenanthrene and
anthracene; 13—17 min, m/z 200, 202, and 203 for fluoranthene
and pyrene; 17—24 min, m/z 226, 228, and 229 for benzo[a]-
anthracene and chrysene; 24—39 min, m/z 250, 252, and 253 for
benzo[b]fluoranthene, benzo[k]fluoranthene, and benzo[a]-
pyrene; and 39—45 min, m/z 276, 277, 278, and 279 for
indeno[1,2,3-c,d]pyrene, dibenzo[a,h]anthracene, and benzo-
[ghi]perylene. More recently, Gratz et al.'® developed a high-
performance liquid chromatograph (HPLC) method to
separate 15 PAHs within 17.5 min using a short Zorbax
Eclipse column (50 X 4.6 mm inner diameter, with a particle size

dx.doi.org/10.1021/jf204650u | J. Agric.Food Chem. 2012, 60, 1380—1389
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Table 1. Quality Control Data of 16 PAHs by GC—MS Analysis

retention time LOD? LOQ”
PAHs (min) (ng/mL) (ng/mL)

1 naphthalene 5.61 0.1 0.02
2 acenaphthylene 8.00 0.1 0.09
3 acenaphthene 8.29 0.1 0.02
4 fluorene 9.16 0.1 0.09
N phenanthrene 11.45 0.1 0.15
6 anthracene 11.57 0.1 0.2

7 fluoranthene 14.35 0.1 0.1

8 pyrene 1491 0.1 0.02
9 benzo[a]anthracene 19.55 0.3 0.2
10 chrysene 19.76 0.3 0.2
11 benzo[b]fluoranthene 27.9 2 1

12 benzo[k]fluoranthene 2825 2 1

13 benzo[a]pyrene 31.46 2 1

14 indeno[1,2,3-¢,d] 39.22 2 0.5

pyrene
15 dibenzo[a,h] 39.42 2 0.5
anthracene
16 benzo[gh,i]perylene 39.99 2 0.5

intraday variability interday variability
LOQ* mean + SD RSD mean + SD RSD
(ng/g) (ng/mL) (%) (ng/mL) (%)
0.04 81.8 + 2.0 24 80.6 + 2.6 33
0.18 263 + 1.1 4.1 257 £ 1.3 5.0
0.04 20.8 +£ 0.8 3.9 203 + 1.0 4.7
0.18 245 + 1.0 4.1 239 + 1.1 4.8
0.3 291 £ 12 4.0 28.5+ 1.3 4.5
0.4 21.5 £ 0.8 3.9 21.0 £ 0.9 4.3
0.2 183 £ 0.6 3.5 18.0 £ 0.8 4.5
0.04 174 £ 0.6 3.2 17.1 £ 0.8 4.5
0.4 182 £ 0.8 4.6 177 + 1.0 5.4
0.4 16.6 £ 0.7 4.0 162 £ 0.7 4.5
2 262 + 1.1 4.3 26.0 + 1.2 4.5
2 11.1 £ 0.7 6.3 10.8 + 0.8 7.0
2 207 £ 1.2 5.8 198 + 1.4 6.9
1 202 £ 1.0 4.9 194 + 1.3 6.6
1 193 + 1.3 6.6 186 £ 1.3 7.1
1 18.8 + 1.0 52 181 £ 12 6.5

“The LOD was based on S/N > 3 of standard solution. bThe LOQ was based on S/N > 3 of sample extract. “The LOQ was the limit of quantitation

of PAHs in the sample based on wet weight.

Table 2. PAH Recoveries (%) Obtained Using the QuEChERS Method for Blank and Marinated Chicken Gizzard Samples with

the Addition of Two Levels of PAH Standards”

blank sample

chicken gizzard sample

PAHs 50 ng/g 200 ng/g
1 naphthalene 99.6 + 4.2 97.5 £ 0.7
2 acenaphthylene 98.0 + 2.4 103 + 04
3 acenaphthene 97.7 £ 3.6 99.0 £ 0.6
4 fluorene 103 + 0.3 97.1 + 0.5
S phenanthrene 99.6 + 3.3 101 + 0.6
6 anthracene 99.0 + 5.8 98.6 + 2.8
7 fluoranthene 103 + 1.9 101 + 1.1
8 pyrene 102 + 0.4 101 + 2.6
9 benzo[a]anthracene 102 + 6.2 105 + 4.4
10 chrysene 102 + 3.9 103 + 5.8
11 benzo[b]fluoranthene 99.4 + 9.0 102 + 0.4
12 benzo[k]fluoranthene 98.3 + 0.0 98.5 + 2.5
13 benzo[a]pyrene 93.8 +£5.7 95.1 + 5.1
14 indeno[1,2,3-c,d]pyrene 98.6 + 4.0 953 + 0.4
15 dibenzo[a,h]anthracene 933 £ 19 102 + 5.9
16 benzo[gh,i]perylene 101 + 5.6 97.3 £ 52

“Average of duplicate analyses + standard deviation.

mean 50 ng/g 200 ng/g mean
98.6 + 4.6 85.6 + 12 89.6 + 1.6 87.6 + 1.4
100 + 2.6 99.1 + 1.2 92.5 + 3.1 95.8 + 2.2
984 + 3.9 939 + 0.3 89.8 + 3.0 919 + 1.7
99.8 + 0.6 105 + 0.5 96.0 + 0.4 100 + 0.5
100 + 3.6 107 + 1.5 101 + 0.6 104 + 1.1
98.8 + 7.2 97.6 + 0.2 93.9 + 2.0 95.8 + 1.1
102 + 2.5 89.1 + 0.6 844 + 2.4 86.8 + 1.5
102 + 1.7 89.3 + 04 81.0 + 3.1 852 + 1.8
104 + 8.4 88.1 + 1.5 90.8 + 2.8 89.5 +2.2
103 + 6.8 87.8 + 0.9 89.7 + 44 88.8 + 2.7
101 +9.2 919 + 0.6 98.8 + 0.7 954 + 0.7
984 + 1.3 101 =79 93.7 + 0.8 972 + 4.4
94.5 + 83 837 £ 5.3 874 + 34 85.6 + 44
97.0 + 42 725 + 6.1 69.8 + 4.1 712 + S.1
97.7 + 49 83.0 + 4.2 90.7 + 7.9 869 + 6.1
9.1 + 8.2 71.7 + 4.2 72.1 £ 5.8 719 + 5.0

of 1.8 um) with fluorescence detection. Although the separation
time was reduced greatly, a lot of impurities were present on the
HPLC chromatogram, which may decrease the quantitation
accuracy and shorten column life.

Quality Control Data. Table 1 shows the quality control
data of 16 PAH standards, with LOD ranging from 0.1 to 2 ng/mL
based on standard solution and LOQ _ranging from 0.02 to 1 ng/
mL based on sample extract. Because of the matrix effect involved
in meat sample extraction, we observed a larger peak response for
PAH standards dissolved in sample extract than in solvent. Thus,
the LOQ_(ng/mL) was determined by dissolving PAH standards
in sample extract, and this is why the LOQ of most PAHs was
lower than the LOD. However, when the sample weight (wet) was
taken into account, the LOQ was estimated from 0.04 to 2 ng/g. In
comparison to some other published reports using HPLC and
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QuEChERS for PAH extraction and purification in meat, the LOQ
ranged from 0.84 to 16, from 0.24 to 4.7, from 0.39 to 22, and from
0.71 to 44 ng/g for oyster, finfish, shrimp, and crab, respectively,18
as well as from 0.12 to 1.9 ng/g for horse mackerel."”” However, the
LOQ_of acenaphthylene was not detected in both studies.'®"
Additionally, in our experiment, the LOQ was lower than that
reported by Gratz et al.'® and Ramalhosa et al," probably caused
by the difference in extraction, purification, and meat sample
variety, as well as the detection mode. The intraday variability for
16 PAHs ranged from 24 to 6.6% [percent relative standard
deviation (RSD%)], while the interday variability ranged from 3.3
to 7.1% (RSD%), demonstrating that a high reproducibility was
achieved by our method.

Table 2 shows the recoveries of 16 PAHs in blank and
poultry meat samples, with the former ranging from 94.5 to

dx.doi.org/10.1021/jf204650u | J. Agric.Food Chem. 2012, 60, 1380—1389
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104% and the latter ranging from 71.2 to 104%. In the poultry
meat sample, with the exception of indeno[1,2,3-c,d]pyrene and
benzo[g h,i]perylene, the recoveries of the other 14 PAHs were
higher than 85.2%. A slightly lower recovery of indeno[1,2,3-
¢,d]pyrene and benzo[gh,i]perylene is probably due to the high
molecular weight, which may encounter difficulty in vapor-
ization during GC separation at high temperatures. In several
previous studies, Ramalhosa et al.'” used the QuEChERS
method to extract and purify 15 PAHs in fish for HPLC
analysis and found that the recoveries ranged from 84.8 to
110.5%, whereas the recoveries of 15 PAHs in oyster were from 76
to 101% for a low concentration (50.0 ng/g each) of PAHs and
from 8S to 90% for a high concentration (10.0 ug/g each) of
PAHs by adopting a QuUEChERS and HPLC technique with
fluorescence detection.'® Instead of the QuEChERS method,
Castro et al.”® employed a microwave-assisted extraction technique
to determine 16 PAHs in outdoor particulates by HPLC, and the
recoveries were from 62.3 to 112%. Apparently, the difference in
recovery can be greatly affected by sample variety and methods of
extraction and purification, as well as detection.

Extraction of PAHs. As mentioned above, the QuEChERS
method is frequently applied to pesticide determination in
vegetable and fruit samples, owing to short extraction and
purification time, as well as low solvent consumption. Until
recently, the QuUEChERS method was applied to extract and
purify PAHs in fish and oyster for subsequent HPLC analysis
with fluorescence detection.'®'® However, because of the
difference in the matrix effect among various meat
commodities, the extraction and purification conditions have
to be evaluated carefully when adopting the QuEChERS
method. In our experiment, both variety and volume of solvents
were compared for extraction efficiency. Initially S, 10, and
15 mL of acetonitrile were compared for extraction efficiency of
PAHs for 5 g of meat sample, with both volumes of 10 and
15 mL resulting in a higher yield of total PAHs (Table 3). Next,

Table 3. Effects of Different Volumes of Acetonitrile on the
Extraction Efficiency of PAHs (ng/g) in Marinated Chicken
Gizzard®

acetonitrile
PAHs 1S mL 10 mL S mL
1 naphthalene 48.6 + 11.0 453 +48 294 +07
2 acenaphthylene nd” nd nd
3 acenaphthene nd nd nd
4 fluorene 172 + 0.6 141 + 0.1 11.5 £ 0.3
N phenanthrene 224 + 34 18.7 £ 1.9 9.0 £0.2
6 anthracene nd nd nd
7 fluoranthene 04 + 0.0 0.6 + 0.2 0.2 + 0.0
8 pyrene 1.1+ 03 14+ 02 0.6 £ 0.0
9  benzo[aJanthracene nd nd nd
10  chrysene nd nd nd
11  benzo[b]fluoranthene 346 + 1.4 392 +£21 291423
12 benzo[k]fluoranthene nd nd nd
13 benzo[a]pyrene 46 +03 3.0 £ 06 2.0 + 0.0
14 indeno[1,2,3-¢,d] nd nd nd
pyrene
15 dibenzo[a,h] nd nd nd
anthracene

16  benzo[gh,i]perylene nd nd nd

total 129.1 + 14.2 122.4 + 4.6 819 + 3.1

“Average of duplicate analyses + standard deviation, expressed as ng/g.
bnd = not detected, below the LOQ.
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both solvents of acetonitrile and acetone with the same volume
were compared, and 10 mL was shown to generate a higher

Table 4. Recoveries of PAHs in Marinated Chicken Gizzard
with Acetonitrile or Acetone as the Extraction Solvent and
Volume at 10 and 15 mL*

acetonitrile acetone
PAHs 1S mL 10 mL 1S mL 10 mL
1 naphthalene 111.7 = 1.5 108.1 = 1.7 943 + 3.4 102.5 + 4.9
2 acenaphthylene 948 £2.0 93.6 + 1.5 1057 £ 0.7 956 +£ 0.9
3 acenaphthene 919 £ 0.0 893 +12 994 +21 938 + 3.8
4 fluorene 82.1 £52 90.5 + 0.6 117.0 + 3.0 99.7 + 4.6
S phenanthrene 938 + 1.8 894 + 3.6 950+ 9.3 1052 + 4.8
6 anthracene 80.4 + 3.5 964 + 4.7 1058 + 9.8 94.1 +43
7 fluoranthene 91.6 £29 908 +12 971+ 15 974 + 6.7
8 pyrene 1004 + 86 978 + 1.1 962 + 0.6 106.1 + 3.7
9 benzo[a]anthracene 992 + 1.8 972 + 5.3 889 + 4.2 1029 + 1.8
10 chrysene 913 £29 944 +23 947 £24 978 £19
11 benzo[b]fluoranthene 80.9 + 9.0 94.2 + 3.0 103.2 + 1.5 105.8 + 0.4
12 benzo[k]fluoranthene 96.1 + 8.8 101.1 + 1.7 884 + 09 92.1 + 3.0
13 benzo[a]pyrene 728 £24 856+ 1.6 977 +3.1 1017 + 0.8
14 indeno[1,2,3-¢d] 692 +78 913+ 17 964 + 3.0 109.0 + 0.8
pyrene
15 dibenzo[a,h] 626+ 11 815+29 917402 920+ 0.8
anthracene
16 benzo[gh,i]perylene  60.8 + 5.8 664 + 4.5 86.5 + 57 742 +03

“Average of duplicate analyses + standard deviation.

recovery than 1S mL (Table 4). Thus, 10 mL of acetonitrile
and acetone were further compared for subsequent extraction
and purification using the QUEChERS method. On the basis of
the GC—MS chromatogram, a lesser amount of impurities was
present for acetonitrile than for acetone after purification
(Figure 2). Although there was only a slight difference in
recovery between purified and nonpurified meat sample with
acetonitrile as the extraction solvent (Table S), the purification
step by the QUEChERS method was deemed to be necessary to
extend column life, following acetonitrile extraction of PAHs
from chicken gizzard. In a similar study, Ramalhosa et al.'® used
10 mL of acetonitrile to extract PAHs from S g of fish meat but
reported no difference in extraction efficiency with and without
purification by the QUEChERS method. Likewise, Gratz et al.'®
suggested that the purification step by the QuEChERS method
may not be necessary following extraction of PAHs from seafoods
with 15 mL of acetonitrile. Because both studies used HPLC with
fluorescence detection for PAH determination,"®'® the column
lifetime may be reduced substantially amid the presence of a large
amount of impurities on the chromatogram. Thus, in our study, the
most appropriate extraction and purification condition of PAHs
from chicken gizzard as described in the Experimental Section was
adopted for a subsequent study of PAH formation in various
poultry meat by GC—MS as affected by marinating and frying.
Effects of the Heating Time on PAH Contents in
Marinated and Deep-Fried Poultry Meat. Table 6 shows
the effect of the marinating time on PAH formation in various
poultry meat, with the total PAHs being generated from 14.4 to
124.5 ng/g. Only a minor amount of PAHs were detected in
raw poultry meat (data not shown). Comparatively, a higher
content of total PAHs was produced for all of the poultry meat
commodities after 24 h of marinating than after 12 h of
marinating. Also, the lowest total PAHs were shown in duck
drumstick, which equaled 14.4 and 17.8 ng/g after 12 and 24 h

dx.doi.org/10.1021/jf204650u | J. Agric.Food Chem. 2012, 60, 1380—1389
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Figure 2. GC—MS chromatogram of PAHs with acetone as the extraction solvent (A) without and (B) with the QUEChERS method for purification
or acetonitrile as the extraction solvent (C) without and (D) with the QUEChERS method for purification.
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Table S. Recoveries of PAHs in Marinated Chicken Gizzard with Acetonitrile or Acetone as the Extraction Solvent with and

without the QuEChERS Method for Purification®

acetonitrile

without

PAHs QuEChERS
1 naphthalene 1132 + 10.5
2 acenaphthylene 100.7 £ 1.4
3 acenaphthene 99.8 £ 1.0
4 fluorene 104.5 + 0.9
N phenanthrene 113.6 + 4.0
6 anthracene 97.7 £ 0.7
7 fluoranthene 95.8 + 1.0
8 pyrene 91.7 £ 1.9
9 benzo[a]anthracene 873 + 0.7
10 chrysene 853 + 1.1
11 benzo[b]fluoranthene 904 + 1.7
12 benzo[k]fluoranthene 79.8 + 0.1
13 benzo[a]pyrene 842 + 0.9
14 indeno[1,2,3-c,d]pyrene 75.1 + 0.3
15 dibenzo[a,h]anthracene 764 + 0.4
16 benzo[g,h,i]perylene 752 + 32

“Average of duplicate analyses + standard deviation.

acetone
without
with QuEChERS QuEChERS with QuEChERS
122.1 £ 0.8 107.7 = 12.1 49.5 £ 0.3
9.1 £ 1.2 889 £ 0.3 92.6 + 5.6
97.2 + 0.1 91.8 + 1.3 98.9 + 4.6
109.7 £ 0.7 107.6 + 3.2 107.7 + 4.3
126.1 + 7.8 122.0 + 2.1 1232 £ 0.8
959 £ 0.8 90.5 + 1.8 100.2 + S.1
92.3 £ 0.7 784 + 0.4 99.4 + 3.8
89.9 + 0.6 76.8 + 2.7 86.3 + 6.2
86.5 + 1.5 90.0 + 2.0 983 £ 3.9
85.0 £ 0.5 88.0 + 1.0 98.6 + 3.8
94.8 + 3.5 769 + 1.2 792 £ 32
742 £ 09 88.1 + 1.7 93.0 £ 1.7
774 £ 3.9 879 £ 0.8 884 +£ 2.0
70.6 + 4.8 824 + 0.6 88.1 £ 1.5
83.8 + 1.1 89.5 + 4.4 93.8 £ 3.5
717 £ 42 823 + 0.3 844 £ 12

of marinating, respectively. In contrast, a high amount of total
PAHs was present in chicken guts, especially chicken gizzard
(124.5 ng/g) and chicken heart (77.5 ng/g), after prolonged
marinating for 24 h (Table 6), which may be due to the fat-
soluble nature of PAHs. A similar outcome was observed by
Chen et al,*' reporting a larger level of total PAHs to be
accumulated in chicken liver than in the other organs of the
chicken. Likewise, both Donn and Fee** and Lawrence and
Weber™® pointed out that PAHs were more susceptible to
accumulation in digestive organs of chicken, which was in
agreement with our finding. Among the various PAHs in
chicken and duck meat, naphthalene was generated at a greater
amount than the other PAHs, whereas seven PAHs, namely,
benzo[a]anthracene, chrysene, benzo[b]fluoranthene, benzo-
[k]fluoranthene, benzo[a]pyrene, indeno[1,2,3-c,d]pyrene, and
benzo[g,h,i]perylene remained undetected over a 24 h
marinating period. It has been well-documented that
naphthalene is more prone to formation than the other PAHs
as a result of the presence of two benzene rings, because the
lipid oxidation degradation products, such as cyclohexene, may be
oxidized to form benzene during heating, which, in turn, reacts
with the C4 compound for naphthalene generation." This finding
is similar to that reported by Chen et al,”! demonstrating
naphthalene to be the major PAH detected in several commercial
meat products, including stewed chicken liver, stewed chicken
wing, grilled duck, grilled chicken, and stewed pork stomach.

A similar tendency was observed for PAH formation in
poultry meat as affected by frying, with the total PAHs being
higher in chicken heart than in chicken breast and chicken
gizzard after 10 min of frying (Table 7). In comparison to
chicken drumstick fried for 12 min, a larger amount of total
PAHs was found in duck drumstick fried for 15 min, which may
be caused by the extensive frying time of the latter. However,
this phenomenon was not observed during 20 and 30 min of
frying of chicken drumstick and duck drumstick, respectively.
Interestingly, there was no significant difference (p > 0.0S) in
naphthalene and total PAH levels in duck drumstick between
1S and 30 min of frying, as well as chicken gizzard between
2 and 10 min of frying. The difference in meat commodity and
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frying time length may account for this effect. Two frying times
were selected, with the first denoting the time length required
for meat to be edible and the second denoting the time length
required for meat to be overcooked but still acceptable. Similar
to marinated meat products, naphthalene was produced at a
larger amount than the other PAHs during frying, while eight
PAHs, including benzo[a]anthracene, chrysene, benzo[b]-
fluoranthene, benzo[k]fluoranthene, benzo[a]pyrene, indeno-
[1,2,3-c,d]pyrene, dibenzo[a,h]anthracene, and benzo[gh,i]-
perylene, remained undetected. Surprisingly, benzo[a]pyrene,
the major carcinogenic PAH used as an indicator in food
products, was not detected in marinated and fried poultry meat.
Because the benzo[a]pyrene formation can be dependent upon
the cooking condition and meat maturity,”*** the absence of
benzo[a]pyrene in marinated and fried poultry meat may be
associated with less smoke formation during heating. According
to literature reports, most studies are focused on benzo[a]-
pyrene determination in smoked and charcoal-grilled meat
products because the production of smoke during heating may
play a critical role for benzo[a]pyrene generation.”>*® As
pointed out by Kazerouni et al,® grilling could induce a
much larger amount of benzo[a]pyrene in meat products than
oven-broiling and pan-frying, probably caused by oil dripping
onto charcoal for smoke production, resulting in the adhesion
of PAHs in the smoke onto the meat surface. In addition,
benzo[a]pyrene containing five benzene rings may not be
formed when the temperature of wood pyrolysis in a smoke
generator was below 425 °C and when the temperature of
oxidation of volatile products of pyrolysis was below 375 °C.”
In a study dealing with the effects of frying, grilling, roasting,
and boiling on PAH formation in meat products, Perello et al. 8
reported that phenanthrene, naphthalene, fluoranthene, and
pyrene were the major PAHs formed, with roasting generating
a high amount of total PAHs in hake (19.26 ug/kg) and
chicken meat (27.93 pg/kg) and frying producing a large level
of total PAHs (16.91—35.42 ug/kg) in sardine, tuna, veal steak,
pork loin meat, and lamb. In comparison, in our experiment,
marinating could induce a higher amount of total PAHs in
chicken heart, chicken drumstick, and chicken gizzard than

dx.doi.org/10.1021/jf204650u | J. Agric.Food Chem. 2012, 60, 1380—1389
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frying, which may be due to the extensive heating time of the
former.

In conclusion, an improved analytical method for PAH
determination in poultry meat was developed by mixing S g of
meat sample with 10 mL of deionized water in a centrifuged
tube, followed by adding 10 mL of acetonitrile for extraction for
1 min, adding the QuEChERS method for further extraction for
1 min, purifying in a centrifuged tube containing the
QuEChERS method, and injecting into GC—MS for separation
and quantitation of 16 PAHs. Naphthalene was generated at a
much larger amount than the other PAHs during marinating
and frying. The longer the marinating or frying time, the greater
the formation of PAHs. With the exception of chicken breast
and duck drumstick, marinating could produce a higher level of
total PAHs than those in chicken heart, chicken drumstick, and
chicken gizzard during frying.
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