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Abstract 
The present study aimed to investigate the effect of garlic extract loaded on zinc oxide nanoparticles on 

the viability of Sarcocystis in vitro Samples of the parasite in the study was divided into three group 

inside to control group each one consists of 20 parasite in petri dish (5 petri dish) for each 

concentration contain the Phosphate Buffer Saline(PBS). The group treated with one concentration of 

the hybrid nanoparticles (Garlic extract loaded on zinc oxide nanoparticles) (0.1, 0.3, 0.5) mg/ml in 4 

ᵒC and noticed the viability for five days. The nanoparticle measuring by SEM (Scaning Electronic 

Microscop) in Karbala University, College of Veterinary Medicine, the results showed that process of 

loading garlic Extract on the surface of zinc oxide nanoparticles was succeed and the hybrid 

nanoparticles had great effect (100%) in mortality of the parasite in high concentration 0.5 mg/ml 

followed by 0.3 mg/ml (8.98%) and (17.66%) in 0.1mg/ml. The statistical analytic results showed that 

there was significant increasing in mortality in all concentrations. 
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Introduction 

The relationship between man and plants extends to the beginning of the emergence of the 

human race, and that evolution and the complex life that accompanied it opened many 

horizons in the fields of using plants, which increased their importance generation after 

generation. The civilization of Mesopotamia, the civilization of the Nile Valley and the 

ancient Indians practiced the profession of herbal medicine and perfected it, as well as the 

Greeks who put the literature on herbal medicine during the fifth and fourth centuries BC 

(James et al., 2012) [47]. Plant that has historically been used for the treatment and prevention 

of some diseases, Garlic has many pharmacological properties, such antimicrobial 

antioxidant and anticancer activity. Garlic and its components have potent anti – parasitic 

activities against many human and animal parasites such as Leishmania (Wabwoba et al., 

2010) [48]. Schistosoma Trypanosoma, Giardia, Entamoeba and Plasmodium Furthermore, 

garlic has immunostimulatory activities, Also, garlic is able to act as anti – oxidant for 

inhibiting lipid peroxidation leading to hepatoprotection (Hijran et al., 2019) [22]. 
Sarcocystis parasite is one of the primary animals that cause a kind of common diseases 

between humans and animals, Zoonotic diseases that spread widely in the world so-called 

Sarcocystosis, It produces more than 200 known species of myocystosis depending on the 

type of infection and the nature of the material ingested (Well cooked or not purified) by the 

human. Sarcocystis is one of the widespread protozoa in the world, as it forms cysts of 

different sizes and shapes within the tissues of the intermediate hosts that include humans 

and a large number of animals such as mammals, birds and reptile. Sarcocysts are obligatory 

parasites, as they need hosts to complete the life cycle. Herbivorous, plant and omnivorous 

carnivores are intermediate hosts for the disease, while carnivorous carnivores are definitive 

hosts of the parasite (Michael, 2017) [26]. The nanotechnology is deals with materials with 

nanoscale sizes, which are called nanoparticles, and they are materials that have crystals with 

sizes of one billionth of a meter, The strength of nanotechnology today lies in the widespread 

application of nanoparticles and that the symbol NP is used to describe one or more 

components that have at least one dimension in the range of 1-100 nanometers (Tjong & 

Chen, 2004) [49]. Great surface properties, and the surface of any of these materials has many 

reactions, in which the surface activity is very high due to the large surface area to volume 

ratio of NP, and it is possible that these materials are used in quantities much less than the
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usual case and the amount of surface area is large, allowing 
them to react Fast actions in less time, so many properties of 
different materials can be changed at the nanoscale, and 
here lies the strength of nanotechnology (Williams, 2008) 

[44]. And that the toxicity of NP to cells and the response of 
other cells depends on the nature of these substances and the 
doses used, and that liver cells have a significant effect on 
the metabolism of these compounds and their removal from 
the blood easily.  
 
Aim of the study  
The present study was to investigate the effects of garlic 
extract loaded on zinc oxide nanoparticles in viability of 
Sarcocystis in vitro.  
 
Materials and methods  
Collecting samples for the experiment 
Parasite sample collected 
Samples from the esophagus muscles of sheep Infected with 
Sarcocystis parasite were collected from the Karbala 
butchery after confirming that they were infected with the 
parasite through macroscopic and microscopic examination. 
They were transported in refrigerated containers to the 
laboratory.  
 
1. Preparation physiological solution  
1. Phosphate Buffer Saline (PBS) 
2. Preparation of this solution using the following 

materials: 
3. Sodium chloride (8g)  
4. Sodium phosphate monohydric (2.89g)  
5. Potassium chloride (0.2g) 
6. Potassium phosphate dihydrogen (0.2) 
 
The above materials are gradually dissolved in 10 ml of 
distilled water and placed in piker of 1000 ml capacity and 
complete the volume to 1 liter of distilled water at a pH of 
7.2 and sterilized with an autoclave at a temperature of 121 
°C and pressure atmosphere for 30 minutes. And stored in 
the refrigerator at a temperature of 4 °C (Hudson & Hay, 
1989) [23]. 
 
2. Preparation of water garlic extract  
Fresh garlic (90 g) were mixed with demineralized water 
(1000 ml) and grinded in a blender for 15 min. the solid 

parts of the garlic were removed by filtration through sterile 
gauze, followed filtration bt filter paper followed by 
centrifugation at 4500 rpm for 30 min at 20 c the 
supernatant was filtrated through filter paper then the extract 
was dries in oven for 15 min at 80 c. finally, the extract was 
collected and stored in dry place.  
 

3. Preparation of (Zinc oxide) Nanoparticles 

Preparation of zinc oxide nanoparticles by using Poly 

Alcohol (PVA) as surfactant to prepare zinc oxide 

nanoparticles 0.01% PVA solution initially prepared and 

2ml PVA was added to 1M zinc sulphate heptahydrate 

solution and 2M sodium hydroxide was added to it drop 

wise very slowly the resulting solution is stirred for almost 

18 hours.  

After 18 hours white precipitate was formed which was 

filtered and washed with distilled water and dried in a 

muffle furnace at a temperature of 100 °C for 2 hours then it 

was ground to fine powders and finally calcite at 450 °C. 

The sample of nanoparticles was examined by SEM 
(Scaning Electronic Microscop) in Karbala University, 

College of Veterinary Medicine. 

 
4. Studying the effect of the hybrid compound (Garlic 

extract loaded with zinc oxide nanoparticles) on the 

viability of the Sarcocystis parasite in vitro.  
The effect of the hybrid nanoparticles was studied invitro, as 

the physiological solution (phosphate Buffer Saline) 

containing 20 parasite was distributed with a volume of 10 

ml in each Petri dish,5 petri dish for each concentrations, 

then these dishes were treated with concentrations of(0.5, 

0.3, 0.1) mg/ml of the hybrid compound (garlic extract 

loaded on zinc oxide). The parasite's vitality was calculated 

for five days in temperature 4 °C and the percentage of 

Mortality Rate was calculated.  

 

Statistical analysis 
The results were statistically analyzed using ANOVA with 

the least significant difference (L.S.D) at a significant level 

(p< 0.05) ( 0222الراوي وخلف الله, ). 

 

Result &Discussion 

1. Preparation of Nanoparticles  

 

 
 

Fig 2: SEM image of free zinc oxide prepared using PVA as surfactant 
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Fig 3: SEM image of loaded zinc oxide on garlic extract 

 

Fig 2.shows the Scanning Electron Microscope image of 

zinc oxide prepared using zinc sulphate as the starting 

material and Poly Vinyl Alcohol as the surfactant. Here the 

negative impact of particle agglomeration and particle 

separation was sorted out to an extend due to the 

introduction of Poly Vinyl Alcohol as surfactant. Here the 

particle agglomeration is very less compared to the previous 

methods. Fig 3 Shows the SEM images at higher 

magnification and we can see that particles with size less 

than 100nm were formed also it gave clear idea about the 

particle separation, we can see that the particles are 

separated smoothly and not highly affected by 

agglomeration.  

 

2. Studying the effect of the hybrid compound (garlic 

extract loaded with zinc oxide nanoparticles) on the 

viability of the sarcocyst parasite In vitro 

 
Table 1: Percentage of sarcocyst parasite viability when exposed 

to different concentrations of the hybrid nanoparticles and for 

different periods of time in vitro 
 

120h 96h 72h 48h 24h 0 
Time 

Conc. 
73.67 80.25 87.43 91.41 94.15 97 Control 

17.66 26.13 36.26 48.37 59.26 94 0.1) mg/ml) 

8.98 11.87 21.48 30.51 45.14 92 0.3) mg/ml) 

0 2.9 15.12 25.36 35.13 90 0.5) mg/ml) 

L.S.D = 10.52  

 

Table No. (1) Shows the effect of different concentrations of 

the nanoparticle loaded on garlic extract on the parasite's 

vitality for certain periods of time in the laboratory.  
It was observed from the results in the table (1) there was a 

significant decrease of p≥0.05 in the viability of all study 

groups from zero to fifth day compared to the control. the 

higher concentration (0.5 mg/ml) was more effective in the 

parasite’s vitality which reach (0) in the 120 hour, followed 

by the concentration (0.3 mg/ml) (8.98%) and the 

concentration (0.1) had the least effect on the parasite’s 

vitality, because the nanomaterial has the ability to 

Penetrating the plasma membrane of pathogens cells and 

destroying them due to their small nano-size, as well as the 

fact that garlic is one of the medicinal plants that has great 

efficacy on microorganisms in a very large proportion. As 

well as the NPs (e.g., titanium, silver and zinc oxide) can 

damage and destroy the cellular components of the 

pathogens irreversibly e.g., membrane, DNA, protein and 

mitochondria, resulting in cell death (Arezou et al., 2018) 
[2]. 

 

Discussion 

The present study was found that the loaded garlic extract 

exerts a strong and anti parasitic activity on the viability of 

Sarcocystis, where the mortality rate reached 100% at a 

concentration of (0.5) within 120 hours, (0.5) Within 120 

hours, garlic extract’s has the ability and efficacy against 

parasites is attributed to its allicin content. Allicin is a 

natural sulfur-containing compound that has many different 

biological properties and is responsible for the typical smell 

and taste of fresh cut or crushed garlic. The general 

perception, though not entirely accurate, of natural products 

as being mild and largely harmless compared to their 

chemically manufactured counterparts, has been suggested 

as one of the reasons for their increased consumer 

preference, as well as their increasingly common use in 

medicine and agriculture. Cavallito and Bailey (in 1947) 

clearly demonstrated that allicin is almost exclusively 

responsible for the antibiotic properties of garlic, and the 

question of the mechanism of aros and allicin's antibiotic 

activity. The fact that the compound possesses antimicrobial 

activity depends on two main features. First, the compound 

must be able to reach the potential targets, and if it is 
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intracellular, this means that it must be able to reach the 

inside of the microbial cell. Those are the targets of the cell. 

In a radical study, and using reasoning that has stood the test 

of time, Cavallito and his colleagues (in 1947) studied the 

chemistry of several antimicrobial plant compounds. It has 

been found that the active ingredients of Allium sativum and 

Erythronium americanum-Asarum reflex Arctium minus 

ranunculus acris Ranunculus bulbosus and Brassica species 

as well as non-plant-derived antibiotics, penicillin, citrinin, 

gliotoxin, clavasin, and pyocyanin interact with cysteine.  

 

Conclusion 

According to the results of this study, we concluded the 

following:  
1. The process of loading the garlic extracts on the zinc 

oxide nanoparticles was succeed. 

2.  The hyprid composite has highly effect on the viability 

of sporocystis. 

3. Garlic extract considers as efficient antiparasitic 

especialy when loading on zinc oxide nanoparticles. 

 

Reference 
1. Ann P Britton, Bidulka J, SScoura A, Schwantje H, 

Joseph T. Fatal hepatic sarcocystosis in a free-ranging 

grizzly bear cub associated with Sarcocystis canis–like 

infection. Animal Health Centre. 2019;31(2):303-306. 
2. Arezuo K, Mohmood A, Maryam A, Ali E. 

Nanoparticles and their antimicrobial properties against 

pathogens including bacteria, fungi, parasites and 

viruses. Microbial pathogenesis jorn. 2018;123:505-52  
3. Benjamin M Rosenthal. Hunter's Tropical Medicine and 

Emerging Infectious Diseases (Tenth Edition); c2020. 

p. 821-824. 
4. Block E. Garlic and Other Alliums: The Lore and the 

Science. Roya. 2010;32(1):l4617-4625. 
5. Castro-Forero S, Bulla-Castañeda D, Buitrago H, Díaz 

Anaya A, Madeira de Carvalho L, Pulido-Medellin M. 

Sarcocystosis spp., a parasite with zoonotic potential. 

Bulg. J Vet. Med. 2020;2020:1-2. 
6. Choo S, Chin VK, Wong EH et al. Review: 

antimicrobial properties of allicin used alone or in 

combination with other medications Folia 

microbiologica. 2020;65(3):451-465.  
7. Christopher D Doern. Pocket guide to clinical 

microbiology, Fourth edition, M; c2018. p. 319-327. 
8. Dario de Biase, Teresa Bruna Pagano, Francesco 

Prisco. Muscular Sarcocystosis in Sheep Associated 

With Lymphoplasmacytic Myositis and Expression of 

Major Histocompatibility Complex Class I and II.; Vet 

pathol. 2020;57(2):272-80. 
9. David S Lindsay, Dubey JP. Neosporosis, 

Toxoplasmosis and Sarcocystosis in Ruminants. 

Veterinary Clinics: Food Animal parasite. Vet. Clin. 

Food. 2020;36(1):205-222.  
10. Dubey J, Hilali M, Van Wilpe E, Calero-Bernal R, 

Verma SK, Abbas I. A review of sarcocystosis in 

camels and redescription of Sarcocystis cameli and 

Sarcocystis ippeni sarcocysts from the one-humped 

camel (Camelus dromedarius). Parasitology. 

2015;142(12):1481-1492.  
11. Dubey JP, Fayer R. Sarcocystosis. Br. Vet. J 2nd 

Edition. 2018;263:34-4.  

12. Dubey JP, Speer C, Fayer R. Sarcocystosis of Animals 

and Man; CRC Press, Inc.: Boca Raton, FL, USA 

c1989. 
13. Fayer R, Esposito DH, Dubey JP. Human infections 

with Sarcocystis species. Clin. Microbiol. Rev. 

2015;28(2):295-311. 
14. Fernando H Antunes, Murata, Camila K Cerqueira-

Cézar, Peter C Thompson, Keshaw Tiwari, Joseph D 

Mowery et al., Sarcocystis cymruensis: discovery in 

Western Hemisphere in the Brown rat (Rattus 

norvegicus) from Grenada, West Indies: redescription, 

molecular characterization, and transmission to IFN-γ 

gene knockout mice via sporocysts from experimentally 

infected domestic cat (Felis catus). 2018;117(4):1195-

1204. 
15. Gjerde B, de la Fuente C, Alunda JM et al. Molecular 

characterisation of five Sarcocystis species in domestic 

sheep (Ovis aries) from Spain. 2020;119(1):215-231. 

16. Herbert IV, Smith TS. Sarcocystosis. School of animal 

Biology UCNW Bangor Gwyned LL 572 UW, UK. 

1987;3(1):16-21. 
17. Italiano CM, Wong KT, AbuBakar S, Lau YL, Ramli 

N, Syed Omar SF et al. Sarcocystis nesbitti causes 

acute, relapsing febrile myositis with a high attack rate: 

Description of a large outbreak of muscular 

sarcocystosis in Pangkor Island, Malaysia, PLoS Negl. 

Trop. Dis. 2014;8(e2):876. 
18. Dubey JP. Foodborne and waterborne zoonotic 

sarcocyst. 2015;1(1):2-11.  
19. Jackson T, Agboke A, Udofa E, Ucheokoro A, Udo B, 

Ifekpolugo N. Characterization and Release Kinetics 

Loaded Silver Nanoparticles Prepared of Metronidazole 

from Carica papaya Leaf Extract. Advances in 

Nanoparticles. 2019;8(3):47-54. 
20. Jun-Jie Hu, Si Huang, Tao Wen, Gerald W Esch, Yu 

Liang, Hong-Liang Li. Sarcocystis spp. In domestic 

sheep in Kunming City, China: prevalence, 

morphology, and molecular characteristics. 

2017;59(2):103-122. 
21. Kahn CM, Line S. editors. Sarcocystosis. In: The 

Merck Veterinary Manual. 9th ed. White house station, 

NJ: Merck and Co., Tropical Biomedicine. 

2016;33(1):197-202. 

22. Hijran Yavuzcan Yildiz, Quyet Phan Van, Giuliana 

Parisi, Mai Dam Sao. Anti-parasitic activity of garlic 

(Allium sativum) and onion (Allium cepa) juice against 

crustacean parasite, Lernantropuskroyeri, found on 

European sea bass (Dicentrarchus labrax) Italian 

Journal of Animal Science. 2019;18(1):833-837. 

23. Hudson L, Hay FC. Practical immunology. 3th ed. 

Blackwell Scientific Publications, Oxford, England; 

c1989. p. 507. 

24. Madhu Ravi, Jagdish Patel, Margo Pybus, James K 

Coleman, April L Childress, James FX, et al. 

Meningoencephalitis associated with disseminated 

sarcocystosis in a free-ranging moose (Alces alces) calf. 

2015;56(8):872-875. 

25. Maysser A Matter, Th. A Al Ajaily. Potassium, Poultry 

Waste and Licorice Extract Effect on Growth, Yield 

and Substance of Garlic (Allium atroviolaceum L.) 

Tikrit Journal for Agricultural Sciences. 2018;18(2):96-

107. 

http://www.forensicpaper.com/


International Journal of Forensic Medicine http://www.forensicpaper.com 

~ 12 ~ 

26. Michael J Yabsley. Sarcocystosis of Animals and 

Humans. Journal of Wildlife Diseases. 2017;53(4):948-

949. 
27. McGee H. When Science Sniffs Around the Kitchen. 

Curiouscook, New York Times. 2006;6(12):1. 
28. Mustapha Tijjani, Roslaini Abd Majid, Sharif Alhassan 

Abdullahi, Ngah Zasmy Unyah. Review and report of 

five cases International Journal for Parasitology: 

Parasites and Wildlife. 2020;11:174-182. 
29. Mónica Santín-Durán, David S Lindsay, Jitender P 

Dubey. Coccidia and Other Protozoa. Chapter. 

2019;66:514-516. 
30. Muhammad A Saeed, Mohammed H Rashid, Jane 

Vaughan, Abdul Jabbar. Sarcocystosis in South 

American camelids: The state of play revisited. 

2018;11(1):1-1. 
31. Nithya V. Phytochemical and wound healing activity of 

Allium sativam in wistar albino rats; c2020. p. 2277-

7105. 
32. Varelis P, Melton L, Shahidi F. Encyclopedia of Food 

Chemistry CRC. Elsevier; c2018. 
33. Painker CK. Text book of medical parasitology. Jaypee 

Brothers, New Delhi. India. Seventh Edition New 

Delhi, India, 2017;6:89-96. 
34. Parasit Dis. Sarcosporidiosis. In: Protozoal Diseases 

Press. artin C Langenmayer, NS Gollnick, M Majzoub-

Altweck, JC Scharr, G Schares, W Hermanns 

Veterinary pathology. 2015;52(3):476-488. 
35. Raafat MS. The common zoonotic protozoal diseases 

causing abortion, Journal of Parasitic Diseases. 

2016;40(4):1116-1129. 
36. Rafae C, Shiv KV, TomSeatonb D, ErinBalld D, 

Benjamin MR, Jitender PD. Sarcocystis cruzi infection 

in wood bison (Bison bison athabascae) (Veterinary 

Parasitology). 2015;210(1-2):102-105. 
37. Somdutt, Himangini Joshi, Rajawat KS, Choudhary J. 

Controlled release action of chitosan nanoparticles to 

improve nutrient use efficiency. Int. J Res Agron 

2020;3(1):36-41. 

38. Ronald F, Douglas HE, Jitender PD. Human Infections 

with Sarcocystis species. Clin. Microbiol. Rev. 

2015;28(2):295-311. 
39. Vermal SK, Vanwilpe E, Hilali M, Dubey JP, Calero – 

Bernal R, Abdel-wahab A. Redescription of Sarcocystis 

fusiformis sarcocysts from the water buffalo (Bubalus 

bubalis), (Protozoa: Sarcocystidae).; Parasitology. 

2015;142(2):385-394. 
40. Saeed MA, Rashid MH, Vaughan J, Jabbar A. 

Sarcocystosis in South American camelids: The state of 

play revisited. Parasit. Vectors. 2018;11(1):1-11. 
41. Scott WJ. The Sarcosporidia a critical review. J 

Parasitol. 1930;16(3):103-111. 
42. Tomasz B, Nirvana N, Viviana P, Sriveny D, 

Sivaranjani N, Melissa A, et al. Systems-Based 

Analysis of the Sarcocystis neurona Genome Identifies 

Pathways That Contribute to a Heteroxenous Life 

Cycle. 2015;6(1):e02445-14. 
43. Valinezhad A, Oryan A, Ahmadi N. Sarcocystis and its 

complications in camels (Camelus dromedarius) of 

eastern provinces of Iran. Korean J. Parasitol. 

2008;46(4):229-234. 
44. Williams D. The relationship between biomaterials and 

nanotechnology. Biomet. Journal, 2008;29(12):1737-8. 

45. Yanina PH, Fernando MM, Joaquín IA, Juan C, Carlos 

FO, Lais P et al. Evaluation of frequency of antibodies 

against Toxoplasma gondii, Neospora caninum and 

Sarcocystis spp. And transmission routes in sheep from 

Humid Pampa, Argentina; Acta parasitological. 

2018;63(2):416-421. 
46. Ye Y, Liang Y, Hu J, et al. First isolation of Sarcocystis 

caninum sarcocysts from two domestic dogs (Canis 

familiaris) from China Int. 2018;117(11):3613-3618. 

47. James SL, Adams CJ, Bolm C, Braga D, Collier P, 

Friščić T, et al. Mechanochemistry: opportunities for 

new and cleaner synthesis. Chemical Society Reviews. 

2012;41(1):413-47. 

48. Wabwoba BW, Anjili CO, Ngeiywa MM, Ngure PK, 

Kigondu EM, Ingonga JI, et al. Experimental 

chemotherapy with Allium sativum (Liliaceae) 

methanolic extract in rodents infected with Leishmania 

major and Leishmania donovani; c2010. 

49. Tjong SC, Chen H. Nanocrystalline materials and 

coatings. Materials Science and Engineering: R: 

Reports. 2004;45(1-2):1-88. 

50. Reyes Marco F, Barrios Ebbamir R, favila Marian Joy 

B, Moralde Keeno Ian A, Flores Marianne Leila S. 

prevalence of feline immunodeficiency virus, feline 

leukemia virus and toxoplasma gondii in captive tigers 

(Panthera tigris) in a wildlife facility in the philippines. 

Philippine Journal of Veterinary & Animal Sciences. 

2017;3(1):38. 

http://www.forensicpaper.com/

