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Abstract: The aim of this study was to find plant extract with antimicrobial and antioxidant properties that could
be potentially used as natural preservative in foods. Pomegranate peel extract (PPE) was evaluated their
antimicrobial activity (by the agar diffusion method against the growth of Staphylococcus aureus, Escherichia
coli, Aspergillus niger and Saccharomyces cerevisiae) and antioxidant effect (by determine the oxidative
stability of sunflower oil containing PPE). Also, to clarify the hepatoprotective effect of PPE on levels of serum
lipid fractions, liver enzymes and kidney functions, hypercholesterolemic rat groups were fed on basal diet
containing PPE (at levels 400 or 800 mg/kg rat body weight) and the remaining groups were positive and
negative control. The results showed that PPE had high polyphenolic content (867 mg/g) and was effective
against  the  growth  of  tested  microorganisms  and  giving  inhibition  zones  ranged  from  9.6  to  25.7  mm.
The antioxidant activity of PPE at levels 400 and 800 ppm were 41.5 and 63.4%, respectively while BHT at level
200 ppm was 43.9%. The biological study exhibited that feeding hypercholesterolemic rats on basal diet
containing PPE at different levels obviously reduced (P<0.05) the levels of TC, TG and TL in rats serum by rates
from 41.1-52.1% as compared to (C-) group (28.6-30.2%). Also, results indicated that the lowest levels of ALT,
AST, ALP, uric acid, urea and creatinine were found in hypercholesterolemic rat group fed on basal diet
containing PPE at level 800 mg/kg between tested rat groups. It could be concluded that, PPE exhibited strong
antimicrobial effect and high antioxidant activity. In addition it enhanced liver and kidney functions.
Consequently this extract might be used as multifunctional preservative in foods.
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INTRODUCTION other plant materials has greatly increased. The

Numerous food products require protection against antioxidant phenolics [4]. Pomegranate peel is recognized
microbial spoilage during their shelf life. The growing for its many health-promoting qualities and apparent
demand of consumers for safe and natural products has wound-healing properties [5], antimicrobial activity [6],
resulted in thorough investigations from food authorities anticancer property [7], antiatherosclerotic and
and researchers to assess the feasibility of mild antioxidative capacities [8]. This antioxidant capacity has
preservation techniques and to improve the microbial been mainly attributed to the water-soluble polyphenols,
quality and safety of products, with maintaining their anthocyanins and hydrolysable tannins.
good nutritional and organoleptic properties [1]. There have been some investigations of the

The use of synthetic antioxidants in food has been antimicrobial effects and antioxidant activities of several
decreased due to their suspected action as promoters of herbs on variety of foods. However, there is paucity of
carcinogenesis, as well for the general consumer rejection information regarding the inhibitory effects of
of synthetic food additives [2]. Several studies indicated pomegranate peel extract on food borne pathogens and
that the use of synthetic antioxidants has begun to be lipid oxidation. Therefore, the objectives of the present
restricted because of their health risks and toxicity [3]. study were to evaluate the ability of pomegranate peel
Therefore, the importance of replacing synthetic extract to inhibit some microorganisms growing and
antioxidants with natural ingredients from spices and determine  their  antioxidant  activity. Also, investigating

pomegranate is one of the important dietary sources of
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the effect of this extract on serum lipid fractions, liver and sterile assay agar was added to each of two Petri dishes
kidney functions through rat feeding trials was another with slow shaking. Warmed agar was inoculated with
target. 0.5ml active bacterial culture (1x10  cfu/ml) and allowed to

MATERIALS AND METHODS equidistant holes were made in the agar using sterile cork

Materials: Ripened and freshly harvested pomegranate 900 µg/ml) was added on the top of inoculated agar layer
fruits (season October 2009) were obtained from local then  dried  at 25°C for 30 min. Plates were kept at 4°C for
market. Freshly refined sunflower oil without synthetic 1 h then incubated at 37°C for 24-48 h [13]. At the end of
antioxidant was obtained from Egypt oils and soap this period, inhibition zones formed on medium were
Company, Zagazig, Sharkia, Egypt. Butylated accurately measured in mm.
hydroxytoluene (BHT) and Folin-Ciocalteu reagent were
purchased from Sigma Chemical Co. (St. Louis, Mo). Determination of Antioxidant Efficiency: Different
Staphylococcus aureus (Gram-positive bacteria), concentrations  of  PPE  (400  and  800   ppm)   or  BHT
Escherichia coli (Gram-negative bacteria), Aspergillus (200   ppm)   were   individually   added   to   50g  sun
niger as mold and Saccharomyces cerevisiae as yeast flower   oil   to    study    their    antioxidant   efficiency.
were obtained from Microbiology Department, Sciences The   designation   of   induction   period   by  rancimat
Faculty, Al-Azhar University, Cairo, Egypt. Kits for total 679  (Metrom  Ltd. CH.9100 Herisau, Switzerland) was
cholesterol, triglycerides, total lipids, ALT, AST, ALP, taken as a tool to compare the effectiveness of
uric acid, urea and creatinine were obtained from pomegranate peel extract and synthetic antioxidant on
Biodiagnostic Co., Egypt. oxidative stability of oil according to the method

Methods
Preparation of Pomegranate Peel Extract (PPE): Biological Investigation: Twenty four adult male white
Pomegranate fruits were washed by distilled water then albino rats (weighing 100 - 120g) were housed individually
peeled and their edible portions were carefully separated. in mesh-bottom stainless steel cages in a controlled
The peels were air dried in a ventilated oven at 40°C for 48 environment. All rats were fed on basal diet, prepared as
h and ground to a fine powder and passed through a 24- described by Reeves et al. [15], for 7 days. Diet and
mesh sieve. 100g powdered sample was extracted with deionized water were supplied ad libitum throughout the
800ml ethanol at room temperature for 24 h in shaking study. After wards, rats were randomly divided into four
water bath as described by Shan et al. [ 9]. The mixture groups as follows:
filtered through a Whatman No. 2 filter paper for removal
of peel particles. The extract was freeze-dried and stored Group 1: Rats fed on hypercholesterolemic diet, prepared
in refrigerator at 4°C until use. as described by Galal [16], for 7 weeks (C+).

Determination of Polyphenolic Compounds: HPLC Group 2: Rats fed on hypercholesterolemic diet for 3
technique was used for separation and estimation of weeks followed by basal diet for 4 weeks (C-).
polyphenolic compounds in PPE according to the method
described by Carballo et al. [10]. While, total polyphenols Group 3: Rats fed on hypercholesterolemic diet for 3
were determined colorimetrically using Folin-Ciocalteu weeks followed by basal diet containing PPE at
reagent  according  to  the  method  described by level 400 mg/kg rat body weight for 4 weeks.
Singleton et al. [11]. The absorbance was measured by an
automated UV-VIS spectrophotometer at 750 nm. Group 4: Rats fed on hypercholesterolemic diet for 3

Determination of Antimicrobial Activity: The agar level 800 mg/kg rat body weight for 4 weeks.
diffusion method was used to study the effect of PPE on
growth of Staphylococcus aureus, Escherichia coli, Biological investigation was carried out at the animal
Aspergillus niger and Saccharomyces cerevisiae by house of Sciences Faculty, Al-Azhar University, Cairo,
measuring of the diameter of the inhibition zone [12]. 10ml Egypt.

5

harden in a refrigerator at 4°C for 1 h. After wards, four

borers and  100µl  PPE  (at  concentrations  300,  600  or

described by Mendez et al. [14].

weeks followed by basal diet containing PPE at
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Blood Sampling: Blood samples were obtained from RESULTS
orbital venous plexus (after 0, 4 and 8 weeks) by means of
fine capillary glass tubes. The samples were placed in dry Polyphenolic Composition of PPE: Table 1 shows that
and clean centrifuge tubes and allowed to clot for 1-2 h at total  polyphenols  content  is  relatively  high  in  PPE
37°C. The serum was separated by centrifugation at 3000 (867 mg/g). Also, the same table indicats that the
r.p.m. for 10 min. The supernatant serum was then pipette polyphenolic composition of PPE is characterized by a
into epindorff tubes and immediately frozen at -70°C until highly proportion of punicalagin (296 mg/g) in comparison
use. At the end of experimental period, rats were sacrificed to the remaining compounds.
by decapitation after an overnight fast. The separated
serum used for assay of blood serum parameters. Antimicrobial  Activity  of  PPE:  Pomegranate  peel

Determination of Serum Lipid Fractions: Total the  growth  of  investigated  microorganisms  as  shown
cholesterol, triglycerides and total lipids in blood serum in Table 2. Data showed that there were significant
were determined according to the methods described by differences (P<0.05) among inhibition effects on the tested
Allain et al. [17], Fossati and Prencipe [18] and Zollner microorganisms. Hence, the inhibitory effect of PPE
and Kirsch [19], respectively. increased by increasing their concentrations and was

Liver Function Tests: Serum alanine amino transferase from the same table, it is clear that the highest inhibition
(ALT), aspartic amino transferase (AST) and alkaline was  obtained  for  E.  coli,   while   the   lowest   was  for
phosphatase (ALP) were measured by ultraviolet S. cerevisiae.
spectrometry method according to Oser [20].

Kidney Function Tests: Uric acid, urea and creatinine in Results presented in Table 3 indicated that the induction
blood serum were determined by enzymatic colorimetric period of control oil sample (without antioxidant) is 8.2 h.
methods according to Barham and Trinder [21], Fawcett Increasing of PPE level from 400 to 800 ppm in sunflower
and Scott [22] and Bartels and Bohmer [23], respectively. oil obviously increased the induction period from 11.6 to
Statistical Analysis: The data were statistically analyzed 13.4 h with antioxidant activity reached to 63.4%. While,
by analysis of variance (ANOVA) and least significance antioxidant activity of sunflower oil containing 200 ppm
difference (LSD) at a significance of probability 5% [24]. BHT was 43.9%.

extract  showed  various  degrees  of  inhibition  against

inhibition  zones  ranged  from  9.6  to  25.7  mm.  Also,

Effect of PPE on Oxidative Stability of Sunflower Oil:

Table 1: Polyphenolic composition and TP of PPE
Polyphenolic compounds (mg/g) TP (mg/g)
Punicalagin 296 Delphinidin 34 Cinnamic acid 42 867
Punicalin 15 Pelargonidin 21 Coumaric acid 32
Ellagic acid 18 Quercetin 40 Ferulic acid 28
Gallic acid 71 Kaempherol 62 Sinapic acid 17
Cyanidin 26 Luteolin 33 Caffeic acid 11

Table 2: Effect of PPE on growth of tested microorganisms
Diameter of inhibition zone (mm)

------------------------------------------------------------------------------------------------------------------------------------------
Sample Concentration (µg/ml) S. aureus E. coli A. niger S. cerevisiae
PPE 300 11.9 18.8 10.3 9.6c c c c

600 16.2 22.1 12.8 11.2b b b b

900 19.6 25.7 15.2 13.0a a a a

, and  means in each column with different superscripts are different significantly (p  0.05)a b c

Table 3: Effects of PPE and BHT on oxidative stability of sunflower oil
             PPE (ppm)
------------------------------------------

Items Control BHT (200 PPM) 400 800
Induction period (h) 8.2 11.8 11.6 13.4
Antioxidant activity* (%) - 43.9 41.5 63.4
*AA% = Induction period of sample - Induction period of control / Induction period of control x 100
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Table 4: Effect of PPE on levels of TC, TG and TL of tested rats
                      PPE (mg/kg)
--------------------------------------------------------------------

Parameter (mg/d1) Period (week) C+ C- 400 800
TC 0 84.38

4 213.56
8 258.41 181.83 140.69 123.85a b bc c

TG 0 92.21
4 191.07
8 234.12 163.41 137.94 124.06a b bc c

TL 0 192.51
4 426.46
8 519.89 371.00 306.25 271.34a b bc c

, and means in each raw with different superscripts are different significantly (p  0.05)a b c

Table 5: Effect of PPE on liver enzyme activities of tested rats
                       PPE (mg/kg)
--------------------------------------------------------------------

Parameter (mg/d1) Period (week) C+ C- 400 800
ALT 0 12.38
(GPT) 4 18.79

8 25.53 16.86 14.08 12.96a b bc c

AST 0 20.02
(GOT) 4 31.97

8 44.68 26.87 23.04 20.89a b bc c

ALP 0 61.19
4 92.76
8 127.03 80.59 67.11 61.34a b bc c

, and means in each raw with different superscripts are different significantly (p  0.05)a b c

Table 6: Effect of PPE on levels of uric acid, urea and creatinine of tested rats
                       PPE (mg/kg)
--------------------------------------------------------------------

Parameter (mg/d1) Period (week) C+ C- 400 800
Uric acid 0 3.72

4 5.76
8 7.43 4.87 4.23 3.98a b bc c

Urea 0 15.43
4 22.59
8 33.12 21.63 18.09 16.78a b bc c

Creatinine 0 0.51
4 0.89
8 1.27 0.80 0.74 0.66a b bc c

, and means in each raw with different superscripts are different significantly (p  0.05)a b c

Effect of PPE on Serum Lipid Fractions: The levels of Effect of PPE on Liver Enzyme Activities: Results present
total cholesterol, triglycerides and total lipids of rat in Table 5 and Fig. 2 show serum ALT, AST and ALP
groups fed on different diets are presented in Table 4. levels initially and after feeding rats on different diets.
Data indicated that feeding rats on hypercholesterolemic After feeding on hypercholesterolemic diet for 3 weeks,
diet for 3 weeks significantly increased (P<0.05) levels of these levels significantly increased (P<0.05) from 12.38,
TC, TG and TL from 84.38, 92.21 and 192.51 mg/d1 to 20.02 and 61.19 mg/d1 to 18.79, 31.97 and 92.76 mg/d1,
213.56, 191.07 and 426.46 mg/d1, respectively. respectively. At the end of experimental period, these

From the same table, it could be also noticed that levels obviously decreased (P<0.05) to 12.96, 20.89 and
feeding  the  same  rats  on basal diet containing 400 or 61.34 mg/dl, respectively after feeding rats on basal diet
800 mg/kg PPE for another 4 weeks obviously decreased containing 800 mg/kg PPE, while it were 16.86, 26.87 and
(P<0.05) levels of TC, TG and TL by different rates as 80.59 mg/dl in (C-) group, which fed on basal diet only,
shown in Fig. 1. respectively.
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Fig. 1: Reduction % of TC, TG and TL in tested rats serum

Fig. 2: Reduction %  of  ALT,  AST  and  ALP  in  tested
rats serum

Fig. 3: Reduction %  of uric acid and urea  in  tested rats
serum

Effect of PPE on Kidney Functions: Results  given  in
Table 6 and fig. 3  indicated  that  levels   of  uric acid,
urea  and  creatinine  in  the  investigated  rats at zero time
were 3.72, 15.43 and 0.51 mg/d1, respectively. Feeding rats
on hypercholesterolemic diet for 3 weeks significantly
increased (P<0.05) these levels to 5.76, 22.59 and 0.89
mg/d1, respectively. Feeding these rats on basal diet
containing PPE at different levels exhibited extremely
lower values of uric acid, urea and creatinine as compared
with (C-) group.

DISCUSSION

In the last few years, an increased attention has been
focused on the industrial wastes, especially those
containing residual phenols from the plant raw material
used. Pomegranate peel is one of the important dietary
sources of antioxidant phenolics.

Qualitative analysis of polyphenolic composition
indicated that PPE had high amount of total polyphenols
(867 mg/g). This result is in agreement with Carballo et al.
[10] who studied the physical and chemical characteristics
of 19 pomegranate cultivars and found that the amount of
TP varied between 354 and 783 mg/g.

Pomegranate peel extract was active and effective
against the growth of tested microorganisms. Whereas,
the inhibition zones ranged from 9.6 to 25.7 mm depend on
type of microorganism. These results provide evidence for
the presence of antimicrobial phenolic compounds in PPE.
These compounds can degrade the cell wall, disrupt the
cytoplasmic membrane, damage membrane proteins and
interfere with membrane-integrated enzymes, which may
eventually lead to cell death [25].

Regarding the antioxidant activity, it could be noticed
that addition of PPE at different levels to sunflower oil
samples enhanced their oxidative stability. The greatest
effect was found at level 800 ppm peel extract as compared
to synthetic antioxidant. Generally, PPE exhibit good
antioxidant capacity and is effective scavenger of several
reactive oxygen species, due to its high levels of
polyphenolic compounds [26].

Feeding rat trails exhibited that PPE at level 800 mg/kg
rat body weight was able to reduce the levels of TC, TG
and TL in hypercholesterolemic rat's serum by rates 52, 47
and 48%, respectively as compared with (C-) group (29, 30
and 28%, respectively).

The current study found a marked effect of PPE on rat
liver functions that decreased ALT, AST and ALP by 1 to
1.5-fold compare to (C+) group. These results are in
agreement with Toklu et al. [27], who studied the effect of
chronic administration of PPE on liver fibrosis induced by
bile duct legation in rats and found that serum ALT and
AST were significantly decreased by PPE treatment.
These indicate that pomegranate peel preserved the
structural integrity of the hepatocellular membrane and
liver cell architecture which is confirmed by
histopathological studies [28, 29].

Regarding the levels of uric acid, urea and creatinine,
it could be noticed that lower levels were found in
hypercholesterolemic rat group fed on basal diet
containing 800 mg/kg PPE than other groups.
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It could be concluded that, PPE contained high levels 12. Rauha, J.P., S. Remes, M. Heinonen and A. Hopia,
of phenolic compounds, consequently it exhibited
effective antimicrobial properties and high antioxidant
activity. In addition it enhanced liver and kidney
functions. Therefore this extract might be used as
multifunctional preservative in foods.

REFERENCES

1. Burt, S., 2004. Essential oils: Their antibacterial
properties and potential applications in foods-A
review. Int. J. Food Microbiol., 94: 223-253.

2. Namiki, M., 1990. Crit. Rev. Food Sci. and Nutrition,
273-279.

3. Hirose,  M., Y.  Takesada,  H.  Tanaka,  S.  Tamano,
T.   Kato    and    T.    Shirai,    1998.   Carcinogenesis,
19: 207-212.

4. Ozgen, M., C. Durgac, S. Serce and C. Kaya, 2008.
Chemical and antioxidant properties of pomegranate
cultivars grown in Mediterranean region of Turkey.
Food Chem., 111: 703-706.

5. Chidambara, M.K., V.K. Reddy, J.M.  Veigas  and
U.D. Murthy, 2004. Study on wound healing activity
of Punica granatum peel. J. Med. Food, 7: 256-259.

6. Braga, L.C., A.A. Leite and K.G. Xavier, 2005.
Synergic interaction between pomegranate extract
and antibiotics against Staphylococcus aureus. Can.
J. Microbiol., 51: 541-547.

7. Jeune, M.A., J. Kumi-Diaka and J. Brown, 2005.
Anticancer activities of pomegranate extracts and
genistein in human breast cancer cells. J. Med. Food,
8: 469-475.

8. Tzulker,   R.,   I.   Glazer,   I.   Bar-Ilan,   D.   Holland,
M. Aviram and R. Amir, 2007. Antioxidant activity,
polyphenol content and related compounds in
different fruit juices and homogenates prepared from
29 different pomegranate accessions. J. Agric. Food
Chem., 55: 9559-9570.

9. Shan, B., Y.Z. Cai, J.D. Brooks and H. Corke, 2009.
Antibacterial and antioxidant effects of five spice and
herb extracts as natural preservatives of raw pork. J.
Sci. Food Agric., 89: 1879-1885.

10. Carballo, S., G. Rodriguez, C.G. Krueger, M. Dreher
and J.D. Reed, 2009. Pomegranate (Punica granatum)
supplements: Authenticity, antioxidant and
polyphenol composition. J. Functional Foods, 35: 1-6.

11. Singleton, V.L., R. Orthofer and R.M. Raventos, 1999.
Analysis of total phenols and other oxidation
substrates and antioxidants by means of Folin-
Ciocalteu reagent. Methods Enzymol., 299: 152-178.

2000. Antimicrobial effects of Finnish plant extracts
containing flavonoids and other phenolic
compounds. Int. J. Food Microbiol., 56: 3-12.

13. Collins, C.M, P. Lyne and J. Grange, 1989.
Antimicrobial sensitivity and assay tests. Collins and
Lyne Microbiological Methods. Butterworths,
London, UK.

14. Mendez,    E.,     J.     Sanhaeza,     H.     Speisky   and
A. Valenzuela, 1997. Comparison of rancimat
evaluation  models  to  assess  oxidative  stability of
fish oils. J. Am. Oil Chem. Soc., 74: 331-332.

15. Reeves, P.G., F.H. Nielsen and F.C. Jar, 1993. Ain-93
purified diets for laboratory rodents: final report of
the American institute of nutrition ad hoc writing
committee on the reformulation of the Ain-76a rodent
diet. J. Nutr., 123: 1939-1951.

16. Galal,  S.M.,  1985.  Chemical  and  biological
evaluation of unsaponifiable matter of vegetable oils.
Ph.  D.  Thesis,  Fac.  Of Agric., Cairo Univ., Egypt,
pp: 192.

17. Allain, C., L. Poon, C. Chan, W. Richmand and P. Fu,
1974. Enzymatic determination of total serum
cholesterol. Clin. Chem., 20: 470-475.

18. Fossati, P. and L. Prencipe, 1982. Determination of
triglycerides using enzymatic methods. Clin. Chem.,
28: 2077.

19. Zollner, N. and K. Kirsch, 1962. Determination of total
lipid concentration in serum. Zentralblatt fur Gesamte
experimental, 135: 545-549.

20. Oser, B.L., 1965. Hawk's Phsiological Chemistry Ltd,
New Delhi, India, 1052-1053: 1071-1073.

21. Barham, D. and P. Trinder, 1972. Determination of uric
acid using enzymatic colorimetric method. Analyst,
97: 142-145.

22. Fawcett, A. and J. Soctt, 1960. Determination of urea
in serum using enzymatic colorimetric method. J. Clin.
Path., 13: 156.

23. Bartels, H. and M. Bohmer, 1971. Creatinine standard
measurement of serum creatinine with picric acid.
Clin. Chem. Acta., 32: 81-85.

24. Steel, R.G. and J.H. Torrie, 1980. Principles and
procedure of statistics analysis. Biometrical
approach.  2  nd  ed.  MC  Graw-Hill  Book  Co.  INC
New York, N.Y.

25. Shan,  B.,   Y.   Cai,  J.  Brooks  and  H. Corke,  2007.
The in vitro  antibacterial  activity  of  dietary  spice
and medicinal herb extracts. Int. J. Food Microbiol.,
117: 112-119.



World J. Agric. Sci., 6 (4): 338-344, 2010

344

26. Kulkarni, A. and S. Aradhya, 2005. Chemical changes 28. Friedman, S.L., 2000. Molecular regulation of hepatic
and antioxidant activity in pomegranate arils during fibrosis an integrated cellular response to tissue
fruit development. Food Chem., 93: 319-324. injury. J. Biol. Chem., 275: 2247-2250.

27. Toklu, H.Z., M.U. Dumlu, Ö. Sehirli and G. Sener, 29. Chattopadhyay, R.R., 2003. Possible mechanism of
2007.  Pomegranate  peel  extract  prevents  liver hepatoprotective activity of Azadirachta indica leaf
fibrosis in billiaryobstructed rats. J. Pharmacy and extract: Part II. J. Ethnophar. Macol., 89: 217-219.
Pharmacology, 59: 1287-1295.


