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ABSTRACT

The kinetics of ascorbic acid (AA) degradation and nonenzymatic browning
(NEB) of heat-treated single strength orange juice (OJ) over a temperature between
70-95 °C for 2-10 min. and stored under opaque condition at 4 and 20 °C for 2 months
have been studied. Analysis of kinetic data by measuring absorbance at 420 nm (Ayx)
suggested a zero-order reaction for NEB, while AA degradation followed a first-order
reaction. The temperature dependence of NEB and AA degradation were adequately
modeled by the Arrhenius equation. Activation energy of NEB and AA degradation as
affected by heat-treatment and storage condition followed the same trend. The
obtained results indicate that AA degradation can be evaluated by the intensity of
brown colour development of OJ.
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activation energy.
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INTRODUCTION

Commercial OJ has been traditionally heat-processed to destroy spoiling
microorganisms and inactivate enzymes that curb the product quality during storage
[Braddock, 1999]. Heat processing often induces undesirable changes in colour,
flavour and nutritional value of OJ (Giner et al., 2003). Browning of OJ and
concentrates during heat processing and storage has been a problem through the
history of processing industry. Maintaining the product at low temperature has been
the only means to reduce colour and flavour deterioration of processed citrus juices
and concentrates in long-term storage (Khalil and Al-Zubaidy, 2010 and Nuray et al.,
2003).

The abundance of fresh drinks based on fruit juices, especially citrus juices, and
minimally processed products which allow consumers to ingest a wide variety of
antioxidants in the diet orange juice is an important source of AA, a nutrient that, apart
from its vitamin action, is valuable for its antioxidant effect, stimulation of the
immune system and other health benefits that are being actively investigated and
reported (Zerdin et al., 2003 and Miquel et al., 2006). In citrus juices, NEB is due to
the reactions of sugars with amino acids (Maillard reaction) and AA (degradation)
(Johnson et al, 1995). NEB significantly influences the commercial value of citrus
products, as it is the first visible quality defect to be detected during ambient
temperature storage. However, the decomposition of AA is reported to be the major
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deteriorative reaction occurring during the storage of OJ (Solomon et al., 1995).
Lee and Nagy (1988) and Al-Zubaidy and Khalil (2007) also reported a high
correlation between the percentage loss of AA and increased browning in grapefruit
and OJ. Shinoda et al. (2004) have gone beyond of that to say that ascorbic acid
contributed most to the browning of citrus juice during storage. AA is thermolabile
and highly sensitive to various processing conditions. The mechanism of AA
degradation follows aerobic and/or anaerobic pathways and depends upon several
processing conditions ( Vieira et al., 2000).

Kinetic models can be used for objective, fast and economic assessments of food
quality. Kinetic modeling may also be employed to predict the influence of processing
on critical quality parameters. Regarding the nutrient deterioration, the knowledge of
kinetics of AA degradation including the reaction rate as a function of temperature of
processing is required. It is necessary to study the effect of different processing
temperatures on the retention of AA in the product and kinetic modeling to predict the
losses during processing by different heating methods. Attempts have been made to
study the kinetics of thermal degradation of fruits during processing (Ahmed et al.,
2002). The main objectives of this study were to determine the kinetic parameters of
NEB reaction and AA degradation of single strength of OJ as affected by different
heat-treatments and storage conditions.

MATERIALS AND METHODS

Sampling preparation: The fresh orange fruits (Chili brand, imported from the
country of Chili) used for this investigation purchased from a local fruit market and
was kept at 4 °C until the experiments were carried out (not more than a day). The
fruits were washed with running water and pressed manually using a plastic bowl
juicer. The produced juice was filtered through muslin cloth where the juice was
allowed to flow by gravity.

Thermal treatments: The thermal treatment was carried out for OJ samples at four
different temperatures 70, 80, 90 and 95 °C for 2, 4, 6, 8, and 10 min. by using a
thermostatic water bath. The treated samples were immediately brought to room
temperature in an ice water bath. 20 mL of each treated juice sample was put in
opaque screwed test tubes and stored at 4 and 20 °C for 2 months.

Ascorbic acid determination: The quantitative analysis of AA were carried out by
using the spectrometric method (Revanasiddappa and Veena, 2008) adopted for
control and treated juice samples on day 0 (T,) and after 2 months of storage at 4 and
20 °C. Absorbance of treated and control samples were measured at 550 nm against
distilled water. The blank was prepared similarly by omitting the AA and its
absorbance was measured against distilled water. The difference in absorbance values
was used for constructing the calibration curve. However, the degradation rate of AA
at To was measured as the ratio of remained (C,) to its initial value (Co) in the fresh OJ,
while this remaining AA (C;) was taken as the threshold of AA of heat-treated
samples before being stored for 2 months, so degradation rate due to storage condition
effect was taken as the ratio of residual AA after the storage period to the remained
AA after heat-treatments.
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Colour assessment: The brown colour of control and treated juice samples was
measured as browning index (BI) according to the method described by Ranganna
(1977) using a spectrophotometer (Model 6300, Jenway, U. K,) at 420 nm, on a day 0
and after 2 months of storage at 4 and 20 °C.

Kinetic calculations: The rate constants for NEB and AA were estimated by a
primary model describing the evolution of the concentration of a component, i.e., NEB
and AA, with respect to the time and temperature. Analysis of kinetic data from Bl
values of OJ suggested a zero-order reaction (Nuray et al., 2003; Valdramidis et al.,
2007 and Khalil and Al-Zubaidy, 2010). The zero-order reaction employed for this
purpose:

Bl =Bl KE ueeeeeeneeeeeeeeeeeeeeeeeseeseseeeeseeesesnnesannes 1)

Where:

Bl; = browning index at time t

Bl, = initial browning index

k = constant rate of zero-order (min™)

Thus, the straight line obtained from plotting Bl values against temperatures
showed the validity of zero-order reaction kinetics for heat-treated OJ. However, for
thermal degradation kinetics of AA in OJ was reported to follow the first-order
reaction ((Valdramidis et al., 2007; Al-Zubaidy et al., 2009; Al-Zubaidy and Khalil,
2007 and Johnson et al., 1995 ). A general reaction rate expression for degradation
Kinetics can be written as follows:

—A[C]/At = K[C] cerveerniiniiiniiiiiiiiiiiiiiiiiiieiieciaeiineens 2)

Where:
C = the quantitative value (concentration mg/ml) of the component under
consideration (AA in this case)

k = the reaction rate constant
integration of eqn. 2 over any specified heating period t can be written as
IN([CJo/[Clt) T Kt ceeeeneiniinirniiinniiniiienienrenssnssnssnsonses 3)

where:
[C]o = the initial concentration of AA at time 0
[C]i= the value after heating time t (min)

The relationship of reaction rate to temperature was quantified by the Arrhenius
equation, where:

K=Ag eXP(mEa/RT) ceeiieiiiiiiiieiineeinrenecenscnssanscnnsans 4)

where:

Ea = the activation energy of the degradation reaction (kJ/mole)
R = the universal gas constant (8.314 J/mole.K)

T = absolute temperature (K)

A, = frequency factor of Arrhenius constant (min—1)

The time required for AA to degrade to 50% of its original value (expressed as
half-time, ty,, min.) was calculated from the rate constant as 0.693/rate constant (k) as
adapted by Samuel and Jerome (1974).
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Statistical analysis: The study was designed as factorial within four temperatures and
two storage temperatures with two repetitions. Data were analyzed using Statistical
Analysis System (SAS Institute, Cary, NC, USA, 1997) for the analysis of variance
(ANOVA). Statistical analysis of the regression and goodness of fit was done using
Microsoft Excel 2003 software.

RESULTS AND DISCUSSION

Bl values of OJ by using different heat-treatments are shown in Fig. 1. OJ
samples at T, and stored at 4 °C and 20 °C showed higher (p<0.05) browning colour
intensity. A4 has been previously used to determine the browning rate in fruit juices
and purees (Khalil and Al-Zubaidy, 2010; Khalil, 2009; Shinoda et al., 2004; Nuray et
al., 2003; Johnson et al.; 1995; Lee and Nagy, 1988 and Kacem et al.; 1987). The Bl
followed a zero-order reaction (Equ. 1) with respect to treatment times at different
temperatures studied and the rate constant (k) increased with temperature increase.
Previous kinetic studies on Bl reactions based on As,y measurement in citrus juices
such as orange and lemon juices (Khalil and Al-Zubaidy, 2010), apple juices (Burdurlu
and Karadeniz 2003), orange, lemon, grapefruit, and tangerine (Nuray et al., 2003),
pear puree (lbarz et al. 1999) and pear juice concentrate (Beveridge and Harrison
1984) similarly reported zero-order reaction kinetics. On the other hand, a first-order
browning reaction was reported for OJ serum (Johnson et al., 1995) and apple juice
concentrates (Toribio and Lozano, 1984). The most appropriate model was selected on
the basis of determination coefficients (R?) obtained from regression analysis. Rate
constants (k) were determined from best-fit regression equations. The k value, for each
replicated study are shown in table 1.
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Figure (1): Absorbance values at 420 nm (BI) of orange juice using different heat-
treatments at T,,.

Activation energies (Ea, kJ/mole) of browning colour development were
calculated as a product of gas constant, R (8.314 J/mole.K), and slope of the graph
obtained by plotting Ink versus 1/T (Fig. 2).
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Temp. °C Temp.(°C) K Ink Ea(kJ/mol)
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70 0.003 -5.896
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Figure (2): Arrhenius plot for A4y of OJ subjected to different heat-treatments.

Ea in the present study were 28.68, 30.76 , and 14.27 kJ/mole for T, and storage
at 4 and 20 °C, respectively. Storage at 4 °C had recorded higher Ea than stored orange
samples at 20 °C and even at T, using different heat treatments. The different Ea
values of OJ samples, either treated with different heat-treatments or stored at different
storage temperatures, are temperature dependent. Since Ea recorded the highest value
with OJ samples stored at 4 °C, it emphasizes that maintaining OJ samples at low
storage temperature will keep brown colour at lower level. Khalil and Al-Zubaidy
(2010), Nuray et al. (2003), and Handwerk and Coleman (1988) have reported that
keeping citrus juices at low temperature had decreased the intensity of their brown
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colour. However, giving Ea of 28.68 kJ/mole at T, of OJ sample was due to the direct
effect of heat-treatments used in the experiments.

The degradation of AA had followed the first-order reaction (Equ. 2) using
different heat-treatments and storage conditions (Fig. 3). It can be noticed that higher
temperature led to higher degradation (p<0.05) of AA and higher increase in browning
was accompanied by higher degradation of AA of OJ. The later notice has been
emphasized by some authors (Al-Zubaidy and Khalil, 2007; Shinoda et al., 2004 and
Lee and Nagy, 1988) who stated that there is a strong relationship between degradation
of AA and the development of brown colour of citrus juices. Using linear regression,
degradation data were analyzed using standard integrated rate equation to determine
the overall order and rate constant for the degradation reaction.
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Figure (3): First-order plot of ascorbic acid degradation in orange juice treated with
different temperatures and times.

Table (2) indicates rate constants, Ea, and half-life (ty,, min.) for AA in OJ
samples at T, and after 2 months of storage. It seems that kinetics of either AA
degradation or browning development had followed the same trend where rate
constant of AA degradation increased with temperature increase as well. Similarly, it
can be noticed that Ea recorded less values at T, and storage at 20 °C than with storage
at 4 °C. On the other hand, either kinetic models of AA degradation or brown colour
development can be used to predict the deterioration level of OJ. In addition, the
determination coefficients (R?) recorded to be > 0.9 from regression analysis were
obtained for both Arrhenius plots of AA degradation (Fig. 4) and BI (Fig. 2) of OJ
samples. The rate constants for AA degradation in OJ increased from 0.037 min™ for
70 °C to 0.073 min™ for 95 °C, and the t;;, decreased from 18.24 min to 9.49 min as
the temperature increased from 70 to 95 °C. Previously, it has been shown that the
degradation of AA in citrus juices is a temperature dependent (Al-Zubaidy et al., 2009;
Al-Zubaidy and Khalil, 2007; Vieira et al., 2000; Johnson et al., 1995; Roos and
Himberg, 1994).
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Table (2): Rate constant (k), half-life (min), and Ea of AA degradation in OJ samples.

Storage Temp. t
Temp.gOC (°c§) k (min) Ink Ea
70 0.037 18.24 -3.297
time zero, control (Ty) 80 0.058 11.95 2847 25.95
90 0.061 11.36 -2.797
95 0.073 9.49 -2.617
70 0.017 -4.075
4 80 0.022 -3.817 42.18
90 0.032 -3.442
95 0.049 -3.016
70 0.051 -2.976
20 80 0.057 -2.865 10.05
90 0.058 -2.847
95 0.068 -2.688
" 2.400 - A
9600 - y =-3121x + 5.8653
R?2=0.9014
é-Z.SOO . g .
-3.000 -
-3.200 -
.
-3.400 . . . . .
0.0027 0.00275 0.0028 0.00285 0.0029 0.00295
S /T )

Figure (4): Arrhenius plot of AA degradation of orange juice subjected to different
heat-treatments.

The implemented modeling approaches could be further developed by
incorporating prior knowledge of kinetic process during the parameter estimation as
this approach was previously suggested and applied (Geeraerd et al. 2004 and
Valdramidis et al. 2007). This would require the collection of additional biochemical
information on the browning and AA dynamics of different juice products under
different heat-treatments and storage conditions.

CUAY e U L e Jalaall U85 ) juand Ay 3 e ) sand) S i CILS ja

Jala ,olall de 5al5
31all (Jam sall cJam sall ralas el 5 Ae) )3l A A3e Y asle aud
E-mail: thamerkhalil@yahoo.com

325



mailto:thamerkhalil@yahoo.com

Mesopotamia J. of Agric. ISSN: 2224 - 9796 (Online) Ga8l, A el)Hdlas
Vol. (45) No. (1) 2017 ISSN: 1815 - 316 X (Print) 2017 (1) 232l (45) aladl
Al
el JUii yall ymnd g 51 jue ) Jeliill g ol ) SVl ks akaad LS ja Al 5o cadd
20 545, Ao i dallae Cagyla 84035 4883 10-2 5aal 20 95-70 51 a A s2er Lyl
(s S al) Ll Jdad v a3 o 1 Dol ia A el Jelis 2 58 oy et 5 o
s A el Jela el ) S adla et ail Lain ¢ i il 420 (a0 J s die sl paliaial)
3o all da pa e el ) SVl Ganla alaady e 3V e ) deldil) slaie) e el QLYWL 4l 2a
Jelall Ll 48 o ¢ 5al) i pdag 3 ) pall da o ils )| a5 Adalbas ddad 5 IS IS
asla bt o ey a8l ) Ll i oLty ud ol ) Kl (mela adasts e 31 e
) el il Gl gl 503 YA (e ey SV

2012/12/17 A 5d5 < 2012/9/5 1l alus )18

REFERENCES

Ahmed, J.; Shivhare U. S. and K. S. Sandhu (2002). Thermal degradation kinetics of
carotenoids and visual color of papya puree. Journal of Food Science, 67:
2692-2695.

Al-Zubaidy, M. and A. Khalil (2007). Kinetic and prediction studies of ascorbic acid
degradation in normal and concentrate local lemon juice during storage. Food
Chemistry, 101:254-259.

Al-Zubaidy, M. M.; R. I. Al-Doskey and M. B. Al-Aswad (2009). Study of
nonenzymatic browning development of local sour orange juice by using model
systems, 2-kinetic study of ascorbic acid degradation in model systems of local
sour orange juice during storage. Mesopotamia Journal of Agriculture, 37 (2):
156-166.

Beveridge, T. and J. E. Harrison (1984). Nonenzymatic browning in pear juice
concentrate at elevated temperatures. Journal of Food Science, 49 (5): 1335-
1340.

Braddock, R. J. (1999). Handbook of Citrus By-products and Processing Technology.
Wiley, New York.

Burdurlu, H. S. and F. Karadeniz (2003). Effect of storage on nonenzymatic browning
of apple juice concentrates. Food Chemistry, 80 (1): 91-97.

Geeraerd, A. H.; V. P. Valdramidis; F. Devlieghere; H. Bernaert; J. Debevere and J. F.
Van Impe (2004). Development of a novel approach for secondary modeling in
predictive microbiology: incorporation of microbiological knowledge in black
box polynomial modeling. International Journal of Food Microbiology, 91(3):
229-244.

Giner, J; V. Gimeno; M. Palomes; G. V. Barbosa-Canovas and O. Martin (2003).
Lessening polygalacturonase activity in a commercial enzyme preparation by
exposure to pulsed electric fields. European Food Research and Technology,
217:43-48.

326



Mesopotamia J. of Agric. ISSN: 2224 - 9796 (Online) Ga8l, A el)Hdlas
Vol. (45) No. (1) 2017 ISSN: 1815 - 316 X (Print) 2017 (1) 22211 (45) 2laal

Ibarz, A.; J. Pagan and S. Garza (1999). Kinetic models for colour changes in pear
puree during heating at relatively high temperatures. Journal of Food
Engineering, 39 (4): 415-422.

Johnson, J. R.; R. J. Braddock and C. S. Chen (1995). Kinetics of ascorbic acid loss
and nonenzymatic browning in orange juice serum: experimental rate constants.
Journal of Food Science, 60: 502-505.

Kacem, B.; R. F. Matthews; P. G. Crandall and J. A. Cornel (1987). Nonenzymatic
browning in aseptically packaged orange juice and orange drinks. Effect of
aminoacids, deaeration and anaerobic storage. Journal of Food Science, 52:
1665-1672.

Khalil, T. A. (2009). Effect of Thermal and High Hydrostatic Pressure Treatments on
Some Properties of Natural Peach Pulp. PhD. Thesis, College of Agriculture
and Forestry, Mosul University, Irag.

Khalil, T. A. and M. I. Al-Zubaidy (2010). Kinetics of nonenzymatic browning
reaction in orange and lemon juice concentrates during storage. 4™ International
Conference of Food Industry and Nutrition Division, National research Center,
Dokki, Giza, Egypt, September, 27-29.

Lee, H. S. and S. Nagy (1988). Quality changes and nonenzymatic browning
intermediates in grapefruit juice during storage. Journal of Food Science, 53:
168-172.

Miquel J.; A. Ramirez-Bosca; J. V. Ramirez-Bosca and J. Diaz Alperi (2006).
Menopause: A review on the role of oxygen stress and favorable effects of
dietary antioxidants. Archives of Gerontology and Geriatrics, 42: 289-306.

Nuray, K.; H. S. Burdurlu and F. Karadeniz (2003). Kinetics of nonenzymatic
browning reaction in citrus juice concentrates during storage. Turkish Journal
of Agriculture, 27: 353-360.

Ranganna, S. (1977). Manual of Analysis of Fruit and Vegetable Products. Taha
McGraw—Hill, New Delhi.

Revanasiddappa, H. D. and M. A. Veena (2008). Sensitive spectrophotometric
methods for the determination of ascorbic acid. E-Journal of. Chemistry, 5, 1:
10-15.

Roos, Y. and M. Himberg (1994). Nonenzymatic browning behavior as related to glass
transition of food model at chilling temperatures. Journal of Agriculture and
Food Chemistry, 42:893-898.

Samuel, H. and B. Jerome (1974). Fundamentals of Physical Chemistry. Macmillan
Co. New York. USA.

Shinoda, Y.; M. Murata; S. Homma and H. Komura (2004). Browning and
decomposed products of model orange juice. Bioscience, Biotechnology, and
Biochemistry, 68 (3): 529-536.

Solomon, O.; U. Svanberg and A. Sahlstrom (1995). Effect of oxygen and fluorescent
light on the quality of orange juice during storage at 8 °C. Food Chemistry, 53:
363-368.

327



Mesopotamia J. of Agric. ISSN: 2224 - 9796 (Online) Ga8l, A el)Hdlas
Vol. (45) No. (1) 2017 ISSN: 1815 - 316 X (Print) 2017 (1) 22211 (45) 2laal

Toribio, J. L. and J. E. Lozano (1984). Nonenzymatic browning in apple juice
concentrate during storage. Journal of Food Science, 49: 889-892.

Valdramidis, V. P.; A. H. Geeraerd; F. Poschet; B. Ly-Nguyen; I. Van Opstal; A. M.
Van Loey; C. W. Michiels; M. E. Hendrickx and J. F. Van Impe (2007). Model
based process design of the combined high pressure and mild heat treatment
ensuring safety and quality of a carrot stimulant system. Journal of Food
Engineering, 78(3): 1010-1021.

Vieira, M. C.; A. A. Teixeira and C. L. M. Silva (2000). Mathematical modeling of the
thermal degradation kinetics of vitamin C in Cupuacu (Theobroma
grandiflorum) nectar. Journal of Food Engineering, 43(1): 1-7.

Zerdin, K.; M. L. Rooney and J. Vermue (2003). The vitamin C content of orange
juice packed in an oxygen scavenger material. Food Chemistry, 82(3): 387-395.

328



