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of ochratoxin A in black pepper

Abstract

The extraction method for the determination of ochratoxin A (OTA) in black pepper was 
optimized. The influence of three variables, i.e., type of solvent, solvent-volume-to-sample-
size ratio (v/w) and amount of sodium chloride (NaCl) (g), on OTA recovery was evaluated. 
Analysis of variance was used to compare recovery values obtained from different solvents, 
and response surface methodology (RSM) was used to determine the optimum amount of NaCl 
and the solvent-volume-to-sample-size ratio. The concentration of OTA was determined by 
high-performance liquid chromatography with fluorescence detection. The highest recovery 
(95.2 %) was obtained when methanol/water (80:20, v/v) was used as the solvent. The 
RSM results showed that the experimental data could be adequately fitted to a second-order 
polynomial model with multiple regression coefficients (R2) of 0.962. The optimum amount 
of NaCl was determined to be 3 g, whereas the optimum solvent-volume-to-sample-size ratio 
(v/w) was found to be 4. The proposed method was applied to 20 samples, and the presence 
of OTA was found in 8 (40%) samples ranging from 0.11 to 3.16 ng g-1.

Introduction

Ochratoxin A (OTA), a phenylalanine derivative 
of a substituted isocoumarin, is a secondary metabolite 
mainly produced by some species of Aspergillus 
and Penicillium, particularly A. ochraceus and P. 
verrucosum, respectively (Sibanda et al., 2002). 
OTA is nephrotoxic, cytotoxic, carcinogenic and 
teratogenic (Valenta et al., 1993) and has been 
implicated in Balkan nephropathy, a disease 
characterized by severe kidney damage. It may also 
induce gene mutation, although the mechanism of 
genotoxicity is not clear. OTA is listed as a possible 
human carcinogen (group 2B) by the International 
Agency for Research on Cancer (IARC) (Rahmani 
et al., 2009; IARC, 1993). There are numerous 
reports from many countries in the world describing 
high frequencies of human blood contamination by 
OTA, although at low levels (Valenta et al., 1993). 
OTA contamination in humans originates from 
contaminated foods. Some food products such as 
cereal, vegetables, spices, fruits and nuts may contain 
OTA in different levels (Lobeau et al., 2005). Spices 
are a potent source of mold contamination in the food 
to which they are added. Black pepper is one of the 
most common spices used for food as a flavoring 
agent and can be a source of OTA contamination 

in humans because it is usually consumed raw or 
added to ready-to-eat food. There are reports on the 
occurrence of mycotoxins in pepper, owing to climate 
conditions of high humidity and high temperature in 
the countries where it is produced and inadequate 
transport or storage conditions (Cho et al., 2008).

The importance of OTA in human health has 
impelled many countries to set maximum residue 
levels (MRLs) of OTA in different foods. The 
European commission (EC, 2002) has established 
an acceptable level for raw cereal grains (5 ng 
g-1), cereal products (3 ng g-1) and dried vine fruit 
(10 ng g-1) and is discussing about maximum 
limits of OTA in spices, green and roasted coffee 
and coffee products, wine, beer, grape juice, and 
cocoa and cocoa products (EC, 2001). In general, 
OTA can be determined by two different types 
of methods: immunologic and chromatographic. 
Immunochemical assays are based on the ELISA 
(enzyme-linked immuno-sorbent assay) principle, 
which has been used for the determination of OTA in 
chili (Thirumala et al., 2000). The chromatographic 
method includes thin-layer chromatography (TLC) 
and liquid chromatography (LC), which involves a 
multiple-step process including extraction, clean-up, 
separation and detection by a proper detector. High-
performance liquid chromatography (HPLC) with a 
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fluorescence detector (FD) is more commonly used 
due to the strong native fluorescence activity of OTA 
and the high sensitivity of this method. Common 
extraction methods are based on the solubility of this 
mycotoxin in organic solvents. A suitable solvent can 
increase extraction efficiency. The selection of solvent 
depends on the type of mycotoxin and chemical 
specification of sample matrix. Pure water (Hancock 
et al., 2002), methanol/water (Domijan et al., 2005), 
acetonitrile/water (Matos et al., 2006), chloroform/
phosphoric acid (Guillamont et al., 2005; Pelegri 
et al., 1997), dichloromethane (Curtui and Gareis, 
2001) and phosphate buffer saline (PBS) (Lino et 
al., 2005) have been used for OTA extraction from 
different food samples. However, methanol/water 
is the most popular system for OTA extraction from 
different commodities, including cereals and cereal 
products (Araguas et al., 2005), dry beans (Domijan 
et al., 2005), raisins, green coffee beans (Sugita-
Konishi et al., 2006), roasted coffee (Sibanda et al., 
2002), dried vine fruits (Lombaert et al., 2004) and 
black pepper (Abdulkadar et al., 2004;  Czerwiecki 
et al., 2005). 

However, a solvent system that provides a good 
recovery with one matrix may not be suitable or is less 
efficient with another sample matrix. For example, 
methanol/water (80/20) or a solution of 1% NaHCO3 
appeared to be the most useful extraction solvent 
for the determination of OTA in coriander, ginger, 
paprika and black pepper depending on the type of 
matrix. However, in the case of cloves, none of the 
extraction methods was appropriate (Czerwiecki 
et al., 2005). Apart from the type of solvent, the 
ratio of the solvent volume to that of the sample 
is also an important factor in the determination of 
mycotoxin in food samples. Whitaker (Whitaker et 
al., 1984) reported that the amount of aflatoxin B1 
and B2 extraction from peanut was a function of both 
methanol concentration and solvent-to-peanut ratio. 

Sodium chloride (NaCl) is usually added to 
aqueous sample solutions to improve the extraction 
of mycotoxin and seems to play a role in extraction 
efficiency. Several researchers have used different 
types of solvent and dissimilar ranges of solvent-
volume-to-sample-size ratios and amounts of NaCl 
for OTA determination. More studies are needed 
to investigate the effect of these variables on OTA 
recovery in different foods or other samples. In such 
situations where multiple variables may influence the 
output, response surface methodology (RSM) can be 
applied. RSM is a particular set of mathematical and 
statistical methods proper for designing experiments, 
building models, evaluating the effects of variables 
and searching optimum conditions of variables to 

predict targeted responses. The main advantage of 
RSM is that it allows for the evaluation of the effect 
of multiple variables and their interactions on the 
output variables with a reduced number of trials (Sai-
Nan et al., 2009). 

In general, OTA detection in black pepper is 
somewhat difficult because black pepper contains 
a large amount of pigments and other natural 
substances. The objective of the present study was 
to optimize an accurate method for the determination 
of OTA in black pepper by HPLC-FD. The study 
was performed by comparing different solvents and 
determining the optimum amount of NaCl (g) and 
the ratio of solvent volume to sample size (v/w) to 
obtain the highest extraction of OTA from black 
pepper. The optimized method was then applied to 20 
black pepper samples. Despite the solubility of OTA 
in halogenated solvents, we did not investigate this 
type of organic compound because the replacement 
of halogenated solvents has been recommended in 
view of environmental safety considerations and 
occupational hazard problems (Monaci et al., 2004).

Materials and Method

Chemicals
A standard stock solution (50 μg ml-1) of OTA in 

benzene/acetic acid (99/1, v/v) was purchased from 
Supelco (Bellefonte, PA, USA). Making a working 
standard solution (1.0 μg ml-1) of OTA required a 
volume of stock solution evaporated under nitrogen 
steam and dissolved in methanol/water (50/50, v/v). 
This solution was stored in an amber vial at -20ºC 
because OTA gradually breaks down under UV 
light. This working standard was used for spiking 
and preparing a standard curve. An OTA calibration 
standard curve for HPLC determination was prepared 
by diluting a required amount of working standard 
in the methanol/water (50/50, v/v) to obtain final 
concentration of 0.05, 0.1, 0.5, 1, 2, 5 or 10 ng ml-1. 
Methanol and acetonitrile for liquid chromatography, 
HPLC grade acetic acid, sodium hydrogen carbonate 
and sodium chloride for analysis were purchased from 
Merck (Darmstadt, Germany). A glass microfiber 
filter (11 cm, 934-AH) and fluted filter paper (24 cm) 
were prepared by Whatman (Maidstone, Kent, UK). 
PBS and immunoaffinity columns for OTA were 
purchased from Vicam (Watertown, USA). All of the 
used glassware was decontaminated with a sodium 
hypochlorite solution and rinsed with distilled water, 
followed by pure methanol to remove mycotoxin 
residues.
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Apparatus and chromatographic conditions   
A blender (Waring, Torrington, USA), centrifuge 

(Sartorius AG, Goettingen, Germany) and a water 
purifier (Elga, Marlow, Buckinghamshire, UK) were 
used in the study. The HPLC apparatus (Waters 
600, Milford, MA, USA) consisted of a Waters 600 
controller high-performance liquid chromatographic 
system equipped with a waters 600E pump, Waters 
717 auto-sampler and Waters in-line degasser AF. 
A multi-wavelength fluorescence detector (Waters 
2475) operating at an excitation wavelength of 333 
nm and an emission wavelength of 460 nm was 
applied. The system was controlled by the Empower 
PDA software from Waters. The chromatographic 
conditions used were similar to those employed 
by Solfrizzo et al. (1998) in OTA determination in 
cereals in which the mobile phase was acetonitrile/
water/acetic acid (49.5:49.5:1.0, v/v/v), and the flow 
rate was 1 ml min-1. OTA was separated on a reversed-
phase C18 (5 μm, 25 cm, and 0.46 cm) Purospher 
star column from Merck (Darmstadt, Germany). The 
aqueous phase was filtered through a 0.45-μm nylon 
membrane filter (Whatman, Maidstone, Kent, UK). A 
50 μl volume of extract was injected into the HPLC. 

Sampling
A total of 30 black pepper seed and powder samples 

were prepared (from commercially available sizes of 
50-100 gr) to obtain about 1.0 kg of each sample. 
All the samples were purchased from supermarkets 
located in the city of Kuala Lumpur, Putra Jaya and 
selected Selangor state of Malaysia and transported 
to the laboratory under ambient conditions. All of the 
information about the samples was obtained from the 
labels. The whole seed samples were ground and used 
for analysis. Two hundred gram samples were then 
taken after sampling using quartering techniques and 
used for the analysis. All the samples were analyzed 
as soon as possible after purchasing, otherwise kept 
in polyethylene bag and they were stored at −20◦C 
until used for analysis.  

Method validation  
For linearity, six-point (0.1, 0.5, 2, 5, 10, and 

20 ng ml-1) calibration curves were separately 
constructed for OTA. With regard to the accuracy 
of the method applied, clean black pepper powder 
samples were spiked with 4 different levels of OTA at 
concentrations of 0.5, 2, 5 or 10 ng g-1; then, recovery 
and standard deviation (SD), intraday and inter-day 
repeatability (RSDr and RSDR respectively) were 
calculated (n=5). 

Experimental design
The effect of using different solvents, i.e., pure 

water, pure methanol and mixture of methanol/
water, PBS/water and acetonitrile/water (each of the 
mixtures in three different ratios (40/60, 60/40 and 
80/20, v/v)), was investigated on OTA extraction by 
determining the OTA recovery. In the second step, 
central-composite experimental design (CCD) was 
applied to evaluate the effect of two independent 
variables x1 (solvent volume to sample size ratio 
(v/w)) and x2 (amount of NaCl (g)) on the response 
variable Y (OTA recovery). A set of 13 experiments 
was performed to study the main and combined effect 
of these independent variables on the response. The 
two independent variables were set at five levels, the 
solvent-volume-to-sample-size ratio (v/w) ranged 
from 1 to 7 and the amount of NaCl ranged from 0 
to 5 g. The center point was repeated 5 times. The 
matrix of CCD, including the values corresponding 
to the levels of each factor and treatment, is shown in 
Table 1. The spiking level was set at 10 ng g-1 for 25 
g of black pepper.

Table1. Central Composite Design of the independent 
variables along with the values for response variable 
determined using methanol/ water (80/20, v/v) and 

HPLC-FD

Statistical analysis
The one-way analysis of variances (ANOVA) 

and Tukey test were applied to determine statistical 
comparison between the different solvents used in 
the study. A value of p<0.05 indicated significance 
differences. Regression analysis and ANOVA were 
used to determine the regression coefficients, the 
statistical significance of the model terms and the 
fitness of the mathematical model to experimental 
data from central-composite design as well as to 
determine an overall optimum level of OTA recovery. 
To achieve the best model, a linear and quadratic 
polynomial and the interaction of the independent 
variables were studied. The behavior of the response 
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surface was investigated for the response function 
(Yi) using the regression polynomial equation. The 
generalized polynomial proposed for predicting the 
response variable is given as

 Yi = a0 + a1x1 + a2 x 2 + a11 x21 + a22 x22 +a12 x 1 x 2 

where, Yi is the response variable, a0 is an offset 
term, a1 and a2 are the regression coefficients for the 
linear effect terms, a11 and a22 for quadratic effect 
terms and a12 is for interaction effects. The terms x1 
and x2 are independent variables. 

The ANOVA results presented the effect and 
regression coefficients of individual linear, quadratic 
and interaction terms that were determined. The 
significance of the equation parameters for each 
response variable was also assessed by the F-ratio at 
a probability (p) of 0.05. The adequacy of the models 
was determined using model analysis, lack-of-fit test 
and coefficient of determination (R2). The statistically 
non-significant (p > 0.05) effects were dropped from 
the initial models. The experimental design matrix, 
data analysis and optimization procedure were 
performed using the Minitab v.14 statistical package 
(Minitab Inc., PA, USA). 

 Sample extraction and clean-up 
The samples were analyzed for OTA with HPLC–

FD. One hundred milliliters of methanol/water (80/20, 
v/v) was added to 25 g of ground sample containing 
2.5 g of sodium chloride. The mixture was blended 
for 3 min. The extract was filtered by gravity through 
Whatman fluted filter paper and then centrifuged at 
4000 rpm for 10 min at 4ºC. Ten milliliters of the 
filtrate was diluted with 40 ml of PBS and filtered 
once more through a glass microfiber filter 934-AH 
Whatman; 10 ml of this filtrate was passed through 
an immunoaffinity column OchratestTM containing 
immobilized monoclonal antibodies against OTA. 
After washing the column with 10 ml of PBS and 10 
ml of water, OTA was eluted with 1.5 ml of methanol 
(1 drop s-1). The elute was then evaporated to dryness 
under dry nitrogen stream and dissolved in 500 μl 
methanol/water (50:50, v/v), in which 50 μl was 
injected into the HPLC. 

OTA confirmation 
Confirmation of OTA was carried out using 

methyl ester formation. The method described by 
Zimmerli & Dick (1995) was used. Briefly, 2.5 ml 
methanol and 0.1 ml concentrated HCl were added to 
200 μl of the extract. The solution was left standing 
overnight at room temperature. Then, the methanol 
was evaporated through a nitrogen stream, and the 

residue was dissolved in 200 μl methanol/formic acid 
0.1 M (70/30, v/v). The HPLC analysis used was the 
same as that of OTA determination.

 
Results and Discussion

The linearity in the working standard solutions at 
three determinations of six concentration levels and 
two replications was good, as shown by r squared (r2), 
which was 0.9996. To optimize the method, different 
solvents that are common in OTA determination were 
used to extract the samples. The lowest recovery 
value, 15.2± 2.3 %, was produced when pure water 
was used, and the highest recovery value, 95.2± 3.2 
%, was produced when methanol/water (80/20, v/v) 
was used (Table 2). 

Table 2. Mean recovery values and standard deviations 
for solvents used in the Ochratoxin determination by 

HPLC-FD

Results obtained from ANOVA testing indicated 
that there were not significant differences (p > 0.05) 
between recoveries obtained for methanol/water, 
methanol/PBS and acetonitrile/water at 80/20 (v/v) 
ratio, which were 95.2 ±3.2%, 94.0±4.3% and 90.3± 
4.3%, respectively. This phenomenon may be due 
to the enhanced solubility of methanol, which can 
separate OTA from the matrix. Aqueous solvent may 
penetrate hydrophilic tissues and lead to the most 
efficient extraction as compared to the non-aqueous 
solvents (Van Egmond & Paulsch, 1986). Moreover, 
it has been reported that the solubility of OTA in 
methanol is high, and methanol is one of the most 
potent adsorbents; therefore, pure methanol may elute 
OTA from IAC column (Juan, et al., 2007). However, 
our results show that the recovery values for pure 
methanol, methanol/water and methanol/PBS (both 
at 60:40, v/v) were more than 70%, i.e., 77.8±6.1%, 
72.8±6.9% and 71.6±4.2%, respectively; these 
values are within the limit set in the EC Regulation 
401/ 2006 (EC, 2006). Juan et al (2005), reported that 

a, b, c, d  Significant differences. 
e Standard deviation
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the best recoveries (102%) were obtained with PBS/
methanol (50:50) for the determination of OTA in 
maize bread samples. This difference may be related 
to the effect of the matrix. 

In the second part of this study, to investigate 
the effect of solvent volume to sample size ratio 
and amount of NaCl on the extraction efficiency, 
methanol/water (80:20, v/v) was selected as the 
solvent. There was no significant difference (p > 
0.05) between methanol/ water, methanol/PBS 
and acetonitrile/water at a concentration of 80:20 
(v/v). The RSM allows us to study the main effect, 
interaction and quadratic effect of the solvent-to-
sample ratio as well as the amount of NaCl on the 
recovery of OTA. 

Model fitting
By applying multiple regression analysis on 

the application data, the following second-order 
polynomial equation was found to explain the 
recovery of OTA from black pepper in the ranges 
used in present study.

Yi = –52 + 59 x1 + 17 x2 – 6.8x12 – 2.8 x22 (Yi is 
recovery, x1 is solvent volume to sample size ratio 
(v/w) and x2 is amount of NaCl (g)). 

The significance of each coefficient as determined 
by Student’s t-test and the resulting p-value is shown 
in Table 3. 

R2 = 96.2%
a Coefficient.
b Standard error coefficient.
c Significant (p < 0.05). 
d   Not significant (p > 0.05). 
x1,  solvent volume to sample size ratio (v/w).
x2,  amount of NaCl (g).

The quadratic and linear terms showed that the 
solvent-volume-to-sample-size ratio (x12 & x1) has 
the largest effect on OTA recovery. However, the 
linear and quadratic terms of the amount of NaCl 
(x2, and x22) show smaller effects. The interaction 
terms did not have significant influence (p > 0.05), 
which indicates that the interaction between these 
two factors did not influence the response. Between 

these two independent variables, the solvent-to-
sample ratio played a more dominant role in the 
extent of OTA recovery in black pepper. Analysis 
of variance (ANOVA) showed that the resultant 
quadratic polynomial models adequately represent 
the experimental data as the coefficient of multiple 
determinations (R2) for the response of recovery value 
was 0.962. This result indicates that the fitted model 
could explain 96.2% of the total variability within the 
range of values studied. The analysis of the variance 
(Table 4) showed a high F-value, while the p-value 
was less than 0.05. The p-value for lack-of-fit testing 
was 0.082, which implies that the experimental data 
obtained fit the model well and explained the effect 
of both the solvent-to-sample ratio and the amount of 
NaCl on OTA recovery in black pepper. 

Optimization of the process
The three-dimensional response surface contour 

plot, the graphical representation of the regression 
equation, was drawn to illustrate the effect of the 
independent variables on the recovery of OTA (Fig. 
1). 

Table 3. Estimated Regression Coefficients for 
recovery of OTA using methanol/ water (80/20, v/v) 

and HPLC-FD

Table 4. Analysis of Variance (ANOVA) for recovery 
(%) of OTA using methanol/ water (80/20, v/v) and 

HPLC-FD by central composite design

a Degree of freedom; 
b sequential sums of squares;
c adjusted sums of squares; 
d adjusted mean squares 
e Significant (p < 0.05). 
f  Not significant (p >0.05). 

Figure 1. Response surface plot showing the effect of 
solvent volume to sample size ratio (x1) and amount of 
NaCl (x2) on OTA recovery in black pepper
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The response surface shows the effect of the 
solvent-volume-to-sample-size ratio and amount of 
NaCl on OTA recovery. A quadratic effect for both 
variables was observed, although the solvent-to-
sample ratio was shown to have a greater influence 
on the response. Increasing the solvent-volume-to-
sample-size ratio from 1 to 4 (v/w) resulted in an 
increase in the OTA recovery; however, by increasing 
the ratio to more than 4, the OTA recovery started to 
decrease. Our results were similar to those obtained 
by Juan et al. (2005), which compared OTA recovery 
by using 50, 75 or 100 ml of solvent for 25 g of 
sample. They obtained the highest recovery using 100 
ml of solvent, which had a solvent-to-sample ratio 
value of 4. Our study also showed that by increasing 
the amount of NaCl to 3 g, the recovery increased; 
however, no change in significance was observed. 
The results obtained from numerical optimization 
showed that the solvent-volume-to-sample-size 
ratio of 4 and 3 g of NaCl provided the highest OTA 
recovery. 

To verify the validity of the final model, the 
overall optimal condition, including a solvent-
volume-to-sample-size ratio (v/w) of 4 and 3 g 
of NaCl of, leading to the maximum overall OTA 
recovered, was predicted. Methanol/water (80:20, 
v/v) was used as extraction solvent. A mean value 
of 96 ± 2.3 (n = 5) obtained from real experiments 
demonstrated the validation of the RSM model. The 
good correlation between these results confirmed that 
the response model was adequate for reflecting the 
expected optimization.

Method validation
To assess the method’s specificity, three reagents 

and three blank matrices of black pepper were 
prepared and injected into the HPLC. No appreciable 
signal at the retention time of OTA was observed. 
Figure 2 shows the HPLC chromatograms of the OTA 
standard and spiked sample. The LOD and LOQ were 
0.02 and 0.06 ng g-1, respectively. The accuracy for 
the optimized method was determined by calculating 
the mean recovery values for each spike level (Table 
5). The recovery values oscillated between 102% and 
96% for spike levels of 0.5 and 5 ng g-1, respectively. 
Our results showed a good recovery as compared to 
other reports. Fazekas et al. (2005) reported OTA 
recovery of 78% from black pepper at a concentration 
of 10 mg kg-1 in three parallel experiments (Fazekas 
et al., 2005). Abdulkadar et al. (2004) have reported 
that, in research for the determination of OTA in food 
products including spices, the average recovery value 
was 80%. In a related study, OTA was determined 
in various spices: coriander, cloves, ginger, paprika 

and black pepper. The mean recovery of the method, 
dependent on the types of sample, was 61-82% 
(Czerwiecki & Wilczynska, 2005). Ghali et al. 
(2008) obtained recovery between 88 and 91% for 
food samples including spices; however, there was 
no report on the recovery in black pepper. 

The precision was calculated through the 
determination of inter-day and intra-day relative 
standard deviation for repeatability (RSD), (n = 5). 
The results showed that RSDr was between 7.5% 
and 2.4%, whereas the RSDR was between 11.2% 
and 6.3% for 0.5 and 10 ng g-1 fortification levels, 
respectively (Table 5). The values obtained for 
recovery, RSDr and RSDR, of the optimized method 
was within the limit set in the European Commission 
Directive for Method of Analysis of OTA in food 
stuffs (EC, 2006). 

Application to real samples 
The optimized method of OTA extraction of black 

pepper and IAC as a clean-up method, followed by 
HPLC-FD, was used for the determination of OTA in 
20 black pepper samples. A summary of the results 

Figure 2. HPLC chromatogram of OTA: (a) spiked 
sample at 5 ng ml-1; (b) clean matrix of black pepper; 
Chromatographic conditions: C18 column (5 μm; 250 × 
4.6 mm); mobile phase, acetonitrile/water/ acetic acid 
(49.5: 49.5: 1, v/v/v); flow rate 1ml min-1; fluorescence 
detector (λex = 333 nm and λem = 460 nm)

Table 5.  Accuracy and intra-assay (n = 5) and inter-assay 
(n = 5) validation results obtained by method extraction 
consisted of methanol/water (80:20 v/v), solvent to 
sample size ratio = 4 and 3 g NaCl and by using HPLC-FD

a, intraday relative standard deviation 
b, inter day relative standard deviation
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obtained is shown in Table 6. Eight out of 20 samples 
(40%) were contaminated. The OTA concentration 
of the positive samples ranged from 0.11 to 3.16 ng 
g-1. The OTA mean level was 1.5± 0.95 ng g-1. In a 
related study in Malaysia, the concentration of OTA 
in 120 commercial peppers was determined. A total 
of 57 samples (47.5%) were contaminated with OTA 
ranging from 0.15 to 13.58 ng/g (Jalili et al., 2010).

A maximum limit of 10 ng g-1 for OTA in spices 
has been proposed based on data provided (EC, 
2001). Malaysia has set a maximum mycotoxin 
concentration of 5 ng g-1 in foods, including spices. All 
of the samples in the present study were contaminated 
at a level less than 5 ng g-1 (Table 6). There are few 
reports available for the concentration of OTA in 
peppers. Some researchers reported different levels of 
OTA contamination in spices, including peppers, and 
some of them did not detect OTA in the samples. In 
Belgium, 43 spice samples were examined for OTA, 
and the results showed that all of the black pepper 
samples (n = 6) did not contain OTA (Goryacheva et 
al., 2006). In another survey of 126 samples obtained 
from retail shops in India, 14 out of 26 black pepper 
samples were found to exceed 10 ng g-1 of OTA (in 
the range of 15 - 69 ng g-1), 20 out of 50 coriander 
samples were in the range of 10 - 51 ng g-1, 2 out of 
25 ginger samples were in the range of 23 - 80 ng g-1 

and 9 out of 25 turmeric samples were in the range of 
11-102 ng g-1 (Thirumala-Devi et al., 2001). 

Conclusion

Compared to other solvents, methanol/water 
(80:20, v/v) showed the highest OTA recovery. The 
solvent-volume-to-sample-size ratio and the amount 
of NaCl were successfully optimized using RSM, 
and a satisfactory prediction equation was obtained. 
Between these two factors, the sample-to-solvent 
ratio played a more dominant role in OTA extraction. 
This optimized analytical methodology provides 
good results in terms of accuracy, repeatability, 
intermediate precision and sensitivity, and has 
shown to be reliable for the determination of OTA in 
black pepper. The application of the procedure to 20 
samples demonstrated that 40% were contaminated, 

although none of the samples exceeded the set limit. 

Acknowledgement

Authors acknowledge Universiti Putra Malaysia 
for sponsoring this research under Research University 
Grant Scheme (RUG) Project No. 02/01/070024RU. 

References 

Abdulkadar, A.H.W, Al-Ali Abdulla, A., Al-Kildi, A.M. 
and Jassim Al-Jedah, H. 2004. Mycotoxins in food 
products available in Qatar. Food Control 15: 543–
548.

Araguas, C., Gonzalez-Penas, E. and de Cerain A.L. 2005. 
Study on ochratoxin A in cereal-derived products from 
Spain. Food Chemistry 92: 459–464.

Cho, S.H., Lee, C.H., Jang, M.R., Son, Y.W., Lee, S.M., 
Choi, I.S., Kim, S.H. and Kim, D.B. 2008. Aflatoxin 
contamination in spices and processed spice products 
commercialized in Korea. Food Chemistry 107: 1283-
1288.

Commission Regulation (EC) No. 472/2002 of 12 March 
2002, amending Regulation (EC) No. 466/2001 
setting maximum levels for certain contaminants 
in foodstuffs. Official Journal of the European 
Communities L175: pp. 18.

Commission Regulation (EC) No. 401/2006 of 23 
February 2006. Laying down the methods of sampling 
and analysis for the official control of the levels 
of mycotoxins in foodstuff. Official Journal of the 
European Communities L 70: pp. 32.

Curtui, V.G. and Gareis, M. 2001. A simple HPLC method 
for the determination of the mycotoxins ochratoxin A 
and B in blood serum of swine. Food Additives and  
Contaminants 18: 635-43.

Czerwiecki, L. and Wilczynska, G. 2005. Determination 
of Ochratoxin A in spices. Roczniki Panstwowego 
Zakladu Higieny 56: 323-30.

Domijan, A.M., Peraica, M., Zlender, V., Cvjetkovic, B., 
Jurjevic, Z., Topolovec-Pintaric S. and Ivic, D. 2005. 
Seed-borne fungi and ochratoxin A contamination of 
dry beans (Phaseolus vulgaris L.) in the Republic of 
Croatia, Food and Chemical Toxicology 43: 427–432.

European Commission, (EC) No. 466/2001 Commission 
Regulation 123/2005 of 26 January 2005. Official 
Journal of the European Communities, L25: 3–5.

Fazekas, B., Tar, A. and Kovacs, M. 2005. Aflatoxin and 
ochratoxin A content of spices in Hungary.  Food 
Additives and Contaminant 22: 856- 863.

Ghali, R., Hmassia- khlifa, K., Ghorbel, H., Maaroufi, 
K. and  Hedili, A. 2008. Incidence of aflatoxins, 
ochratoxin A and zearalenone in tunisian foods. Food 
Control 19: 921- 924.

Goryacheva, I. Yu, De Saeger, S., Lobeau, M., Eremin, S.A., 
Barna-Vetro, I., Van Peteghema, C. 2006. Approach 
for ochratoxin A fast screening in spices using clean-
up tandem immunoassay columns with confirmation 
by high performance liquid chromatography– tandem 

Table 6.  A summaries of results obtained from 
OTA determination in black pepper samples

a, Not detected



509 Jalili, M. and Jinap, S./IFRJ 22(2): 502-509

mass spectrometry (HPLC–MS/MS). Analytical 
Chimica Acta 577: 38– 45. 

Guillamont, E.M., Lino, C.M., Baeta, M. L., Pena, A.S., 
Silveira, M. I. N.  and Manes Vinuesa, J. 2005. A 
comparative study of extraction apparatus in HPLC 
analysis of ochratoxin A in muscle. Analytical and 
Bioanalytical Chemistry 383: 570-575. 

Hancock, J.R. and D’Agostino, P. A. 2002. Mass 
spectrometric identification of toxins of biological 
origin. Analytical Chimica Acta 457: 71-82.

IARC, 1993. Monographs on the evaluation of carcinogenic 
risks to humans, some naturally occurring substances: 
food items and constituents, heterocyclic aromatic 
amines and mycotoxins. 56: 489–521.

Jalili, M., Jinap, S., Radu, S. 2010. Natural occurrence of 
ochratoxin A contamination

             in commercial black and white pepper products. 
Mycopathologia 170: 251–258. 

Juan, C., Gonzalez, L., Miguel Soriano, J., Carlos Molto, J. 
and Manes, J. 2005. Accelerated solvent extraction of 
ochratoxin A from rice samples. Journal of Agriculture 
and Food Chemistry 53: 9348- 9351.

Juan, C., Lino, C.M., Pena, A., Molto, J.C., Manes, J. 
and Silveira, I. 2007. Determination of ochratoxin 
A in maize bread samples by LC with fluorescence 
detection. Talanta 73: 246–250.

Lino, C., Pena, A., Silveira, I. and Cerejo, F. 2005. 
Determination of ochratoxin A in Portuguese rice 
samples by high performance liquid chromatography 
with fluorescence detection. Analytical and 
Bioanalytical Chemistry 382: 1288-1293.

Lobeau, M., De Saeger, S., Sibanda, L., Barna-Vetro, I. 
and Van Peteghem, C. 2005. Development of a new 
clean-up tandem assay column for the detection of 
ochratoxin A in roasted coffee. Analytical Chimica 
Acta 538: 57–61.

Lombaert, G. A., Pellaers, P., Neumann, G., Kitchen, D., 
Huzel, V., Trelka, R., Kotello, S. and Scott, P.M. 2004. 
Ochratoxin A in dried vine fruits on the Canadian retail 
market. Food additives and Contaminant 21: 578–585.

Matos, L.C., Lurdes, B., Simões, P.A. and Noronha, S.I. 
2006. Determination of ochratoxin a in coriander 
(Coriandrum sativum L.) by HPCL/fluorescence 
detection.  Quimica Nova 29: 436-439.

Monaci, L., Tantillo, G. and Palmisano, F. 2004. 
Determination of ochratoxin A in pig tissues by liquid–
liquid extraction and clean-up and high-performance 
liquid chromatography. Analytical and Bioanalytical 
Chemistry 378: 1777–1782.

Pelegri, J.M., Velázquez, C., Sanchís, V. and Canela, 
R. 1997. Solid phase extraction on sax columns as 
an alternative for ochratoxin A analysis in maize, 
Micologia 14: 194-206. 

Rahmani, A., Jinap, S. and Soleimany, F. 2009. 
Qualitative and quantitative analysis of mycotoxins. 
Comprehensive Reviews in Food Science and Food 
Safety 8: 202-251.

Sai-Nan, S., Hua-Li, N.,  Li-Min, Z. and Tian-Xiang, C. 
2009. Optimization of adsorption conditions of papain 
on dye affinity membrane using response surface 

methodology. Bioresource Technology 100: 2336–
2340.

Sibanda, L., Saeger, S.D. and Peteghem, C. V. 2002. 
Optimization of solid-phase clean-up prior to liquid 
chromatographic analysis of ochratoxin A in roasted 
coffee. Journal of Chromatography A 959: 327–330.

Solfrizzo, M., Avantaggiato, G. and Visconti, A. 1998. 
Use of various clean-up procedures for the analysis of 
ochratoxin A in cereals. Journal of Chromatography A 
815: 67–73.

Sugita-Konishi, Y., Tanaka, T., Nakajima, M., Fujita, 
K., Norizuki, H., Mochizuki, N. And Takatori, K. 
2006. The comparison of two clean-up procedures, 
multifunctional column and immunoaffinity column, 
for HPLC determination of ochratoxin A in cereals, 
raisins and green coffee beans. Talanta 69: 650–655.

Thirumala-Devi, K., Mayo, M.A., Reddy, G., Emmanuel, 
K.E., Larondelle, Y. and Reddy, D.V.R. 2001. 
Occurrence of ochratoxin A in black pepper, coriander, 
ginger and turmeric in India. Food Additives and 
Contaminants 18: 830-835.

Thirumala-Devi, K., Mayo, M.A., Reddy, G., Reddy, S.V., 
Delfosse, P. and Reddy, D.V.R. 2000.  Production of 
polyclonal antibodies against ochratoxin A and its 
detection in chilies by ELISA. Journal of Agriculture 
and Food Chemistry 48: 5079-5082.

Valenta, H., Kiihn, I. and Rohr, K. 1993. Determination 
of ochratoxin A in urine and faeces of swine by 
high-performance liquid chromatography. Journal of 
Chromatograohy 613: 295-302.

Van Egmond, H.P. and Paulsch, W.E. 1986. Determination 
of mycotoxins. Pure and Applied Chemistry 58: 315-
326.

Whitaker, T. B., Dickens, J. B. and Giesbrecht, F. G. 1984. 
Effect of methanol concentration and solvent: sample 
ratio on extraction of aflatoxin from raw peanut. 
Journal of the Association of Official Analytical 
Chemists 67: 35-36.

Zimmerli, R. and Dick, J. 1995. Determination of 
ochratoxin A at the ppt level in human blood, serum, 
milk and some foodstuffs by high-performance liquid 
chromatography with enhanced fluorescence detection 
and immunoaffinity column cleanup: methodology 
and Swiss data.  Journal of Chromatography B 666: 
85- 99.


