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Abstract:  Wide spread infections in canine are caused by parvovirus (CPV) and distemper virus (CDV) in most countries. 
Their detection for specific isolates infection and mixed one is very common in most countries not using vaccination against 
these virus Mixed antibody titer detection is very high and significant in most cases - The study goal was to confirm accuracy 
of mixed infection with high level in spite of using vaccination to control infection. SDS Page test with ELISA compared 
using Passive detection of antibody neutralization test and CDV multiclonal epitopes analysis using sera collected from 
dog   and commercial developed monoclonal antibodies in lab admitted. Monoclonal Antibody detection with following 
vaccination is significantly high than c one virus infection. Compared to passive virus detection. 
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1. INTRODUCTION 
Canine parvovirus (CPV) mostly shown clinical gastro enteritis symptoms virus infection    and with different 
range of clinical signs associated canine distemper virus (CDV) from respiratory, gestor enteritis and 
neurological disordered of wide canine species with different isolates strain. (Beineke et al., 2009; Goddard 
and Leisewitz, 2010; Pesavento, 2011; Greene and Decaro, 2012.Big threats from viral infection and wide 
spread symptomatically in multi-canine species (Beineke et al., 2009; Goddard and Leisewitz, 2010; 
Steneroden, 2011. Immuno-response and antibody protection against CPV and CDV remarkable and 
increasing titers in serum following vaccination for solid immunity in susceptible dogs (Rima et al., 1991). 
The titer of antibodies in serum should be measured for detecting the need for vaccination in regular and 
routine time (Tizard and Ni, 1998for extra precaution and protection in domesticated and sheltered canines 
(Newbury et al., 2009; Lecher et al., 2010). 
Diagnosis CPV and CDV mainly related to history and clinical signs on different animal age but mainly 
confirmed in a lab by gene expression of viral detection using RT-PCR (Yuan Zhang et al 2020). level of iral 
antibody protection related to stages of infection, vaccination and mediated immune system expression of 
antigen associated cells in animal serum (Jin Oh, 2006). Several serological test for antibody detection 
specially confirmed monoclonal antibody using western blotting technique and SDS-page with accuracy 
sensitivity and specfifity of serum neutralization tst and Elisa (Crawford, 2010). 
The Most common Sero chemical test for IgM, IgG titers in serum for CPV were recently detected using 
western blott and SDPage for accuracy depending on molecular weight of protein for antibody (Jin -So etal 
2006). Other serological test for antibody Elisa compared with indirect fluorescent antibody assays (IFA), 
Serum neutralization test and Passive hemagglutination inhibition (HI). Level detection of Ig in samples varies 
from HI ≥1:160 (Carmichael et al., 1983; Twark and Dodds, 2000). CDV titers are measured using ELISA, 
IFA, and serum neutralization (SN) tests (Tizard and Ni, 1998(add recent reference). Serological test for early 
antibody titers below expected range can be detected using SN (Gillespie, 1966; Appel, 1969, but following 
vaccination variability of titer mainly using IFA for a adequate immunity to (Twark and Dodds, 2000, 
Abosuena 2020). 
Easy rapid assay for antibody titer detection and confirmation related to various stages of many viral infection 
mainly confirmed by Elisa in serum and fecal samples (Carmichael, 2005). Ways of mediated system to 
confirm viral infection for results expression may be challenged by different test used, cultural laboratory cell 
related to different manufacture of Vero and mice or invitro of rabbit cells for titration serum variability of 
antigen and antibody correlation of visibility 
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2. MATERIALS AND METHODS 
2.1 Viral cell 
Viral cell were obtained and commercially purchased were modified myeloma cell Eagles medium (DMEM, 
Sanco techno, China) invented with 20% bovine serum (wells science, China) at 37 °C in 5% CO2.Canine 
distemper virus (CDV) strain Underreport (ATCC account: Ch12345767.2) was propagated in Vero cells 
using a viral stock with 50% tissue culture infective dose (TCID50) value of 105/mL. 
2.2 Propagation and preparation commercial antibody 
Selection of positive Mono clonal antibody on 8-week cell culture grown viral cell prorogated up to 250 
hemagglutinating units (HAU) with various dilution 1:160 to 1:640 for IgG of CPV (Sago manufacturer, 
USA). Detection specific monoclonal antibody for CDV for several elution of F protein detection depending 
on epitopes recognition according to manufacturer instruction, (Scienc tecno- Switzerland)  
2.3 Serum samples  
Clinically infected dog and asymptotically serum samples was screened using Rapid assay kit for Passive 
hemagglutination test for viral antibody detection. samples kept in freezer below zero and at _20°C for further 
processing 
2.4 Western blotting technique  
CPV, CDV protein detection Western blot assay. Using SDS-PAGE with 10-15% with poly-vinylidene sodium 
membranes and poly acrylamide for Purification of serum supernatant and blocked with 8-12% non-fatty 
milk layers to block and clear all surfaces up to 2-6 h. Serial surface washes by Tween PBS 0.01-0.06% 
variability time. Incubation cell surface membrane of rabbit – poly clonal of Vero cell and mice- monoclonal 
with serial dilution from 1:160 up to 1:1000 at regular at 4 °C, concurrently. using Tween PBS for clarity and 
washes of membrane of anti-mouse IgG antibody and anti-rabbit IgG antibody serial dilution (1:1000 up to 
1:3000 for titration and degradation of membrane conjugated with antibody variability   depending on 
manufacturer (Boshide, Wuhan, China). Kit Assay of ELISA was used according to the manufacturer’s 
instructions, reporting results for accuracy antibody titer for serum samples and invitro neutralization 
diagnosis of monoclonal and polyclonal antibody related to different viral infection.  
2.5 Statistical methods 
Expermintal analysis of Data using spread sheet and 2011 SPSS version of ANOVA analysis11 windows (SPSS 
Inc., MN, USA), Qualities and aQuantive approach of experimental design of data analysis. 
 
3. RESULTS  
Vero cell in laboratory showed viral protein in different stages of infection with molecular weight variable 
with each virus. Several studies on Canine parvo virus protein subunit for immunity and vaccination. 
purification of protein in our study using SDS - page with precipitation at different molecular weight indicate 
accuracy.  
Gene expression using E. coli for Mult surfaces protein in wide scale of laboratory variation compared with 
specific protein either poly clonal and multiclonal in different surfaces of scales.  
Utilization of Vero cell in conjugated protein of virus using mice antibody and rabbit conjugated cell surfaced 
can excreted rapid easy for viral poly clonal protein detection. Accuracy of check point with protein in verocell 
detect high sensitivity and specificity of cpv viral infection. methodology method of antibody titer detection 
in many ways much more accurate in cdv infection with different age of animal with concern of wide spread 
related diseases. correlated to health measure and post vaccination concern (Lechner et al., 2010). Analysis 
of molecular weight of CPV protein in SDS- page showed visibility and more accuracy of polyclonal anibody 
conjugated protein (fig 1) 
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Fig. 1. SDS-page analysis of CPV   Protein with different molecular weight 
CDV subunit protein of multi clonal antibody showed some accuracy with titration of serial dilution of vero- 
cell in antigen visibility of protection in immune mediated system . 
Results of CDV in SDS-PAGE a detected of inclusion body proteins indicated the presence of CDV-F protein 
with a molecular weight of variability 25-55 kDa, as expected (Fig. 2)monoclonal f protein visibility of  SDS-
PAGE correlated of high accurate detection using Westernblot  with epitopes correlated to estimation of  
anti-CDV antibody of serum analysis showed solid immunity for animals  (Fig 1b). Therefore, the purified 
CDV-F protein was suitable for use as an immunizing antigen to generate mAbsin BALB/c mice. 

 
Fig. 2. Analysis of SDS-page of CDV mAbs (monoclonal antibody) molecular weight protein 
In our previous studies using ELISA showed that sensitivity and specificity of high range for antibody titer 
suffient immunity in concurrent protection of animal post infection and after vaccination. (Hassenin et al 
2023) 
Comparative data analysis for results of experimental diagnosis were compared with variety of different 
estimation of molecular weight of protein. Western blott estimation for monoclonal and multiclonal protein 
of CPV and CDV related to period of immunization and infection of different stages and animal ages. 
sensitivity and specificity of ELISA accuracy related to protein of viral antibody in many titers is very 
significant to mono clonconal and F protein. Manufacturer of Vero cell, antigen antibody of cell membrane 
used in lab from different experimental animal surface membrane rabbit and mice conjugate sera play role in 
accuracy. 
 
4. CONCLUSIONS 
F -protein of CPV infection is generated in multi virus infection and cab easily detected by Western blot 
analysis for variability of  mediated immunity post infection and following vaccination at 70kpa.CDV 
infection with detection of monoclonal antibody F protein from 40 -75 kpa  with three detection of mAbs of 
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variability of 1A8, 1A12 and 13D 7 with accurate sensitivity and high specificity of Elisa in standard antibody 
titration with serial dilution  best diagnosis of cdv post natural infection and immunization. 
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