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ABSTRACT 
Hepatitis C virus (HCV) infection in developing Asian countries is prevalent and playing a havoc in clinically effected patients. So, the present study was planned to conduct molecular diagnosis of HCV in clinically ill people of many Punjab districts of Pakistan. A total of 558 blood samples were collected from different districts of Punjab, Pakistan. Molecular confirmation was done through RT-PCR for accurate diagnosis. Only 286 samples out of 558 blood samples were positive for the hepatitis C Virus in which 66.2% were Male 23% were female. The mean ages of positive male were 42.8±12.53 while female mean age were 39.06±13.29. It was concluded that males were more prone to this infection due to drug addiction and other environmental factors.
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INTRODUCTION
Hepatitis C virus (HCV) is a small enveloped, (55-65 nm) in size and positive-sense single-stranded RNA virus belonging to the family Flaviviridae. It is about 9.6 Kb in length and having a region 5’ non-coding area (5’N CR). B lymphocytes of hepatocytes of human cells are infected by this virus (Beeck et al., 2003) and 10 trillion virus particles are produced per day, still in the late phase of infection (Choo et al., 1991). Hepatitis C infection in humans is caused by Hepatitis C virus. The HCV particle consists of a central part of hereditary material (RNA), defensive shell of protein is surrounded by an icosahedral symmetry, and additional encased in a cellular origin of lipid envelope. There are two viral envelope glycoproteins which are E1 and E2 and they are embedded in the lipid envelope (Beeck et al., 2003).A single poly-protein of just about 3,010 amino acids encodes RNA (Choo et al., 1991). 10 structural and non structural proteins are produced by host and viral proteases with the cleavage of this poly protein (Bartenschlager et al., 1994).  In 1989 HCV was identified (Choo et al., 1991) and is now well thought-out to be endemic worldwide and this virus is internationally affecting at least 1.7 billion people or 3% of the globe population and 10% of the Pakistani people are constantly infected with this viral pathogen. Primarily spread of HCV is parenterally and its method of spread includes sexual transmission, blood–blood transmission and mother to baby. Often an acute stage is the clinical picture of hepatitis C virus infection which is followed by chronic infection in just about 80% of infected people. Mild flu-like symptoms are shown in the acute stage which is often asymptomatic. Chronic infection of HCV might develop to cirrhosis of the liver and lastly into hepatocellular carcinoma (HCC). According to the Current estimate annually HCC is developed in 2–5% of patients with liver cirrhosis due to HCV (Schuppan et al., 2003). There are six main important genotypes of HCV and their differences in genotypes are noteworthy and can be as a large amount as 40% at the nucleotide level. Genotypes4, 5, and 6 are restricted to more precise geographic regions (i.e., South Africa and Southeast Asia, Egypt and Africa, correspondingly), where as Genotypes1, 2, and 3 have a global distribution. In addition, being limited to different geographical areas these six genotypes has its own distinctive pattern of disease development and response to therapy. In Pakistan, chronic infection in just about 80% in infected people. Khan says that in coming next 10 to 15 years, in major Asian countries more than 20% of chronic HCV will be predicted and in Pakistan it will be 30% (Khan et al., 2000). Prediction in Pakistan indicates that in the incidence of cirrhosis there will be a 30% increase, in hepatoma incidence there will be a 40% increase, in hepatic decompensation there will be a 25-30% increase, in the transplantation there will be a 50% increase and in liver death rate there will be 20% increase (Mahmood et al., 1999). In Pakistan About 60 to 70% of the patients having a constant virologic response to therapy but there are no therapeutic benefit at least 75% of patients (Mujeeb et al., 1997). Therefore still improved therapeutic modalities remain a great need. Accurate diagnosis is very much essential to cope this malady. So, the present study was conducted to do the molecular identification of Hepatitis C virus infection in clinically effected patients of Lahore district of Pakistan.
MATERIALS AND METHODS
A total of 558 blood samples were collected from different districts of Punjab to Ideal Medical Laboratory and Research Centre, Lahore. The serum from blood was separated through centrifugation at speed of 3000 RPM for 5 min and then serum was properly labeled and stored in freezer. Fresh serum samples were used for isolation of RNA as described above for HCV PCR. Viral cDNA was generated with RT-PCR using reverse transcription PCR method. PCR-thermocycler was adjusted at 94 °C for denaturation for 5 min, followed by 30 cycles, each of 30 s at 94°C (denaturation), 40 s at 64°C (annealing) and 30 s at 72°C (extension) with final extension at 72°C for 5 min. 
Gel Electrophoresis: 
2% Agrose gel was prepared. 100 ml (0.5X TBE) was added to the beaker and 2 gm Agrose gel was added and was placed in oven for 2 min. After 2 min the beaker was placed in water bath at 60°C to minimize the heat then 5 µl 0.5 mM ethidum bromide was added to the beaker and the solution was poured in the gel carter and 20 legs comb was placed in the gel carter and was left for 45 min so that gel could solidify. DNA being positive charge in nature so the samples were placed on positive electrode side. After 45 min gel was solidified and samples were poured into the wells and also ladder was run with the samples.  110V electric current for 45 min was given to the gel, the samples moved toward negative electrode. After 45min the bands were analyzed under gel doc and expected product sizes for different genotypes were noted (Tomoyoshi et al., 1997).	
Statistical Analysis:
	The results obtained were analyzed by using Chi square test on SPSS 16.
RESULTS AND DISCUSSION
A total of 558 blood samples were taken from Lahore and processed at Ideal Medical Laboratory and Research Centre Lahore. Only 286 samples out of 558 blood samples were positive for the hepatitis C Virus and 272 were negative for HCV(Table 2) in which 241(66.2%) Male were positive and 45(23%) female blood samples were positive. P<0.05 showing significance for male blood samples. The mean ages of positive male were 42.8±12.53 while female mean age were 39.06±13.29 (Table1). HCV infection is causing significant morbidity and mortality worldwide. In an infected individual the HCV genome population circulates as a quasi species distribution of closely related yet heterogeneous RNA sequences. HCV evades host immune surveillance and establishes and maintains persistent infection because of these quasi species (Farci et al., 1992). Genetic heterogeneity of HCV is great, and this may have important implications in diagnosis, pathogenesis, treatment, and vaccine development. The determination of HCV genotypes, subtypes and isolates has been helpful in understanding the evolution and the epidemiology of the virus, and is an important factor in the pretreatment evaluation (Ansaldi  et al., 2001; Ross et al., 2000). In Punjab being a crowded population and being a lack of proper awareness among the people HCV is increasing day by day and it will increase until a proper step are not taken. Drugs addicted people are more exposed to this deadly disease because of the usage of hospital syringes. The thing which is of main concern is the hair dresser who doesn’t use sterile blades for shaving. 
CONCLUSION
HCV is more prevalent in male as compared to female. This shows that male are more addicted to drugs and they are more exposed to different factor that are causing the disease on the contrary female stays indoor and are not exposed to such disease causing factors.
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Table 1: Overall and gender wise prevalence of HCV.
	
	Male
	Female
	Total
	p-value

	n
	364
	194
	558
	
0.001*

	(Age) Mean±SD
	42.82±12.53
	39.06±13.29
	41.52±12.91
	

	HCV
	Positive
	241(66.2%)
	45(23.2%)
	286
	0.000*

	
	Negative
	123(33.8%)
	149(76.8%)
	272
	


Note: p-value was taken significant if <0.05*


















Table 2: Age wise prevalence of HCV
	
	
	HCV
			p-value

	
	Positive
	Negative
	

	n
	286
	272
	0.000*

	(Age)Mean±SD
	47.14±8.62
	35.60±14.00
	


Note: p-value was taken significant if <0.05*
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