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Abstract: The role of the NS3 protease in HCV replication was demonstrated by the ability of a 
protease inhibitor cocktail (10 mu g/ml) to abolish the induced cytopathic effect in RAW macrophages 
upon infection with Egyptian sera. The HCV protease gene was amplified from Egyptian sera by nested 
PCR and cloned downstream of the CMV promotor in a mammalian expression plasmid, which was then 
used to transform bacteria. Colonies carrying the gene in the correct orientation were subjected to large-
scale plasmid purification followed by sequencing. Phylogenetic comparison of the sequence obtained 
with published sequences from different genotypes confirmed that our sequence belongs to genotype 
4a. Of the other genotypes, the most closely related ones were from genotype 1. Multiple alignments of 
protease peptides showed that the catalytic triads and binding residues for substrate, Zn2+ and the NS4 
cofactor are conserved among different isolates, including ours, and confirmed the closer homology 
between NS3 of genotypes 4 and 1. The HCV-protease-encoding construct was successfully 
transcribed in both mammalian cells and mice. Mouse antibodies produced against the protease-
encoding-construct detected the 18-kDa enzyme in lysates of cells transfected with the construct by 
Western blotting, and in the media of infected cells by ELISA 
.  
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Discriminant function based on hyaluronic acid and its degrading enzymes and 
degradation products for differentiating cirrhotic from non-cirrhotic liver diseased 

patients in chronic HCV infection 
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Abstract 

Background/aims: The invasive liver biopsy is still considered the gold standard for assessing 
patients with chronic hepatitis C (CHC). Our aim was to determine the operating 
characteristics of a non-invasive index based on blood biomarkers for the prediction of 
cirrhosis in CHC patients.  
 
Methods: Hyaluronic acid level was determined by radioimmuno-assay and its degrading 
enzymes and degradation products were determined by standard techniques in 153 paƟents 
with CHC with and without liver cirrhosis. Statistical analyses were performed by logistic 
regression, and receiver-operating characteristic (ROC) curves.  
 
Results: The multivariate discriminant analysis (MDA) selected a function based on absolute 
values of five biochemical markers; Score= [1.63 +Hyaluronic acid (mu g/l)x 0.001+N-acetyl-
beta-D-glucosaminidase (mu mol/ml/min) x 0.02+glucuronic acid (mu g/dl)x 0.015+ 
glucosamine (mu g/dl) x 0.006+AST/ALT raƟo x 0.04]. The selected MDA funcƟon correctly 
classified 96% of the cirrhoƟc paƟents at a discriminant cut-off score=2.5 (i.e. less than 2.5 
indicated CHC without liver cirrhosis and greater than 2.5 indicated liver cirrhosis) with high 
degrees of sensiƟvity (95%) and specificity (97%). The posiƟve predicƟve and negaƟve 
predicƟve values were also high (95% and 97%, respecƟvely).  
 
Conclusion: A patient with CHC can be simply and efficiently classified into cirrhotic or non-
cirrhotic liver diseased paƟent using his or her MDA score. (c) 2006 Published by Elsevier 
B.V.  
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Immunochemical identification and detection of a 36-KDa Toxoplasma gondii 
circulating antigen in sera of infected women for laboratory diagnosis 

Attallah, AM (Attallah, AM); Ismail, H (Ismail, H); Ibrahim, AS (Ibrahim, AS); Al-Zawawy, LA 
(Al-Zawawy, LA); El-Ebiary, MT (El-Ebiary, MT); El-Waseef, AM (El-Waseef, AM) 

Abstract 

 The detection of Toxoplasma gondii circulating antigens has been indicated to be a reliable 
diagnostic approach of active human toxoplasmosis. However, few reports have appeared in 
the literature regarding the diagnostic potential of T. gondii circulating antigens. Here, a 
specific antibody and western blot analyses were used to demonstrate the presence of a 
highly reacƟve anƟgen of 36-kDa, not only in the extract of T. gondii tachyzoites, but also in 
selected sera of women with confirmed laboratory and clinical signs of recent 
toxoplasmosis. The 36-kDa Toxoplasma antigen was purified from T. gondii tachyzoites and 
human serum using electroelution from preparative polyacrylamide gels. The purified 
polypeptides showed a single peak at 10.9min when analyzed by capillary zone 
electrophoresis. Based on the above encouraging results, we have developed an ELISA 
format for the detection of target Toxoplasma antigen (TAg-ELISA) in human serum samples. 
The TAg-ELISA detected the target anƟgen in 88% sera of acutely infected women and 
showed high degree of specificity (91%) among sera from non-infected women. In 
conclusion, the detecƟon of 36-kDa Toxoplasma circulating antigen in human sera appears 
to be a promising alternative approach for laboratory diagnosis of active T. gondii infection.  
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Use of a novel enzyme immunoassay based on detection of circulating 
antigen in serum for diagnosis of Helicobacter pylori infection 

Attallah, AM (Attallah, AM); Ismail, H (Ismail, H); Ibrahim, GG (Ibrahim, GG); Abdel-Raouf, M 
(Abdel-Raouf, M); El-Waseef, AM (El-Waseef, AM); Abdel-Wahab, M (Abdel-Wahab, M) 

Abstract 

 Recently, noninvasive diagnostic tests for Helicobacter pylori infection have gained in 
significance. We have developed a sensitive and specific noninvasive immunoassay based on 
the detection of an H. pylori circulating antigen (HpCA) in sera from H. pylori-infected 
individuals. Monospecific antibody and Western blot analyses were used to demonstrate the 
presence of the target antigen in H. pylori cell lysate and serum samples. A novel enzyme-
linked immunosorbent assay (ELISA) was developed for the detection of HpCA in serum. 
Endoscopic biopsy specimens from the gastric antra of 221 individuals (143 males and 78 
females) with dyspeptic symptoms were evaluated for H. pylori infection, with culture used 
as a "gold standard" for diagnosis. The target H. pylori anƟgen was idenƟfied at 58 kDa. 
HpCA has been detected by ELISA with high degrees of sensitivity, specificity, and efficiency 
(>90%), and ELISA results show no significant difference (P > 0.05) from results of H. pylori 
culture of gastric biopsy specimens. The test's positive and negative predictive values were 
also high (95 and 86%, respecƟvely). In conclusion, a sensiƟve and specific immunoassay was 
developed for the detection of HpCA in human serum. This test can be applied for 
noninvasive laboratory and field diagnoses of H. pylori infection.  
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Placental and oral delivery of Schistosoma mansoni antigen from infected mothers 
to their newborns and children 
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Abstract 

 A 63-kD Schistosoma mansoni anƟgen was detected in 149 (86%) of 174 umbilical cord 
blood sera from infected women at delivery. Specific IgG antibodies to this antigen were also 
detected in 80% of cord blood sera. The 63-kD antigen showed the same molecular mass by 
Western blotting when isolated from cord blood, maternal blood, breast milk, and urine 
from women infected with S. mansoni. This anƟgen was detected in the urine of 25 infants 
born to infected mothers and followed for 18-24 months aŌer delivery. It was also detected 
in some infants up to 21 days aŌer parturiƟon and then disappeared at 28 days, 
demonstrating the influence of breast-feeding on persistence of antigen in infants born to 
infected women. Thus, exposure to Schistosoma antigens and maternal antibodies to this 
organism may influence the developing immune responses to natural infection or 
vaccination of children born in endemic areas.  
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