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1. INTRODUCTION 
Avian influenza (AI) is a devastating disease to many avian species. Currently, a circulating 
highly pathogenic, zoonotic H5N1 virus (HPAI H5N1) and H7N9 (earlier considered low 
pathogenic) make it critical to be familiar with the signs and laboratory procedures to 
diagnose the disease. Rapid diagnosis ensures that control measures are promptly enacted.  
 
2. PRINCIPLES 
Quickinga Avian Influenza Virus Antigen Test is based on sandwich lateral flow 
immunochromatographic assay for qualitative detection of avian influenza virus. Each box 
contains 10x foil pouches, each containing one cassette, one pipette and a desiccant, 10x 
assay buffer tubes (0.8mL each), 10x swab sticks and a product manual. The simple assay 
is based on rapid immuno migration technology, where antibodies in the strip combine with 
influenza A nucleoprotein (antigen) in the sample. The antigen/antibody complex combines 
with another antibody further along the strip, and the accumulated complexes form a 
coloured line. The assay takes about 10 minutes to run. The test device has a testing 
window. The testing window has an invisible T (test) zone and C (control) zone. When 
sample is applied into the sample hole on the device, the liquid will laterally flow on the 
surface of the test strip. If there are enough AIV antigens in the sample, a visible T band will 
appear. The C band should always appear after a sample is applied, indicating a valid result. 
By this means, the device can accurately indicate the presence of Avian Influenza Virus 
antigen in the sample.  

 
3. APPLICATION 
This test kit is used for rapid detection of Avian Influenza type A antigen. 
 
4. OBJECTIVE 
To outline the procedure to for screening of samples for Avian Influenza Type A antigen.  
  
5. TEST KITS, REAGENTS, SOLUTION AND BUFFER 

5.1 10×foil pouches, each containing one cassette, one pipette and a desiccant 
5.2 10×assay buffer tubes (0.8 mL each) 
5.3 10×swab sticks 
5.4 Product Manual 
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8.3 Alternatively, the test materials and samples should be disinfected in 2% Virkon-S 
and autoclaved 

 
9. RISK ASSESSMENT 

9.1 Use full personal protective equipment (PPE) for suspect cases 
9.2 While doing post mortem, maximum precautions are to be taken (this is a technical 

 discipline to be followed every time). 
9.3 All specimens from suspected cases should be considered potentially infectious 

 and ensure personal safety precautions 
 

10. TROUBLESHOOTING 
10.1 Viscous sample preparation can prevent lateral flow of sample and reaction 

 leading to delayed reading time.  
10.2 Avoid bubble formation while loading sample on cassette 

 
11. REFERENCES 
 
Avian Influenza Virus Ag Test, Cat No.: W81033, Quicking Biotech Co., Ltd., Shanghai, 
China 
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7. RESULT INTERPRETATION 
7.1 Positive: After the test is completed appearance of colour band on both C and T 

 bands are observed, no matter T band is clear or vague.   
7.2 Negative: Only clear C band appears. 
7.3 Invalid: If the C band does not appear, irrespective of the appearance or non-

 appearance of T band the test is considered invalid. 
7.4 Results are reported as positive or negative  
7.5 All results should be considered in conjunction with other clinical information 

 available from veterinarian. For further confirmation, it is suggested to choose other 
 method such as polymerase chain reaction (PCR) 

Below is the pictorial representation of test result 
 

 
 

8. WASTE DISPOSAL 
8.1 Dispose the tests materials safely 
8.2 Ensure that the test materials (swabs, pipettes, vials, containers etc.) are properly 

packed and are brought back to the laboratory for proper disinfection by autoclaving 
and disposed of safely in the pit. 

8.3 Alternatively, the test materials and samples should be disinfected in 2% Virkon-S 
and autoclaved 

 
9. RISK ASSESSMENT 

9.1 Use full personal protective equipment (PPE) for suspect cases 
9.2 While doing post mortem, maximum precautions are to be taken (this is a technical 

discipline to be followed every time). 
9.3 All specimens from suspected cases should be considered potentially infectious and 

ensure personal safety precautions 
 

10. TROUBLESHOOTING 
10.1 Viscous sample preparation can prevent lateral flow of sample and reaction 

 leading to delayed reading time.  
10.2 Avoid bubble formation while loading sample on cassette 

 
11. REFERENCES 
 
Avian Influenza Virus sub-type H5 Ag Test, Cat No.: W81033, Quicking Biotech Co., Ltd., 
Shanghai, China 
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Rabies  virus  antigen,  a  low  incidence  of  false  results  can  occur.  Other 
clinically available tests are required if questionable results are obtained.  

9.9 As with all diagnostic tests, a definitive clinical diagnosis should not be based on 
the results of a single test, but should only be made by the veterinarian after all 
clinical and laboratory findings have been evaluated.  

 
10. TROUBLESHOOTING 

10.1 Brain sample must be preserved in 50% Glycerine saline of pH 7.4 
10.2 Thick smear may give you wrong interpretation. 

  
11. REFERENCES 
 
The Anigen Rapid Rabies Ag Test BioNote, Inc. Seogu-dong, Hwaseong-si, Gyeonggi-do, 
Korea 
 
Anonymous (2001). In: Rabies Diagnosis Manual.  (Edited by King, A. Bishop, G. Bingham, 
J., Wandeler, A. and Barrat, J.) Southern and Eastern African Rabies Group, 22 pp 
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6.5 Interpret the result in 5-10 minutes. Result after 10 minutes is considered as 
 invalid. 

6.6 Follow the test procedures as described in the guide protocol. 
a. Where ever possible do not pool unlike samples i.e. do not mix tracheal swab 

with cloacal swab for testing. This might give false positive results.  
b. In pooling samples, take approximately 5 samples to exercise economy. 
c. Timing is an important determining factor for reading accurate results. Use 

stop watch to keep the timing while performing the test either in the lab or 
field.  

d. As far as possible perform the test in the field using this kit while the sample 
is still fresh. 

e. For testing in the laboratory, ensure proper refrigeration of the samples in the 
cool pack (8-100C). Use nutrient broth or viral transport media (VTM) as 
transport media for samples. 

 
7. RESULT INTERPRETATION 

7.1 Positive: After the test is completed appearance of colour band on both C and T 
 bands are observed, no matter T band is clear or vague.   

7.2 Negative: Only clear C band appears. 
7.3 Invalid: If the C band does not appear, irrespective of the appearance or non-

 appearance of T band the test is considered invalid. 
7.4 Results are reported as positive or negative  
7.5 All results should be considered in conjunction with other clinical information 

 available from veterinarian. For further confirmation, it is suggested to choose 
 other method such as polymerase chain reaction (PCR) 

Below is the pictorial representation of test result 
 

 
 
8. WASTE DISPOSAL 

8.1 Dispose the tests materials safely 
8.2 Ensure that the test materials (swabs, pipettes, vials, containers etc.) are properly 

 packed and are brought back to the laboratory for proper disinfection by 
 autoclaving and disposed of safely in the pit. 

8.3 Alternatively, the test materials and samples should be disinfected in 2% Virkon-S 
 and autoclaved 

 
9. RISK ASSESSMENT 

9.1 Use full personal protective equipment (PPE) for suspect cases 
9.2 While doing post mortem, maximum precautions are to be taken (this is a 

 technical discipline to be followed every time). 
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9.3 All specimens from suspected cases should be considered potentially infectious 
 and ensure personal safety precautions 

 
10. TROUBLESHOOTING 

10.1 Viscous sample preparation can prevent lateral flow of sample and reaction 
 leading to delayed reading time.  

10.2 Avoid bubble formation while loading sample on cassette 
 
11. REFERENCES 
 
Infectious bursal disease virus Ag test, cat no. W81057 edition 2014 06/11 
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6.6 Interpret the result in 5-10 minutes. Result after 10 minutes is considered as 
 invalid. 

 
a. Where ever possible do not pool unlike samples i.e. do not mix tracheal swab 

with cloacal swab for testing. This might give false positive results.  
b. In pooling samples, take approximately 5 samples to exercise economy. 
c. Timing is an important determining factor for reading accurate results. Use 

stop watch to keep the timing while performing the test either in the lab or 
field.  

d. As far as possible perform the test in the field using this kit while the sample 
is still fresh. 

e. For testing in the laboratory, ensure proper refrigeration of the samples in the 
cool pack (8-100C). Use nutrient broth or viral transport media (VTM) as 
transport media for samples. 

 
7. RESULT INTERPRETATION 

7.1 Positive: After the test is completed appearance of colour band on both C and T 
 bands are observed, no matter T band is clear or vague.   

7.2 Negative: Only clear C band appears. 
7.3 Invalid: If the C band does not appear, irrespective of the appearance or non-

 appearance of T band the test is considered invalid. 
7.4 Results are reported as positive or negative  
7.5 All results should be considered in conjunction with other clinical information 

 available from veterinarian. For further confirmation, it is suggested to choose 
 other method such as polymerase chain reaction (PCR) 

Below is the pictorial representation of test result 
 
 

 
 
8. WASTE DISPOSAL 

8.1 Dispose the tests materials safely 
8.2 Ensure that the test materials (swabs, pipettes, vials, containers etc.) are properly 

 packed and are brought back to the laboratory for proper disinfection by 
 autoclaving and disposed of safely in the pit. 

8.3 Alternatively, the test materials and samples should be disinfected in 2% Virkon-S 
 and autoclaved 

 
9. RISK ASSESSMENT 

9.1 Use full personal protective equipment (PPE) for suspect cases 



 

STANDARD OPERATING PROCEDURE 
NATIONAL VETERINARY LABORATORY 

NATIONAL CENTRE FOR ANIMAL HEALTH, SERBITHANG 
Page 3 of 3 

Number: VIRO-05 Version: 2018.1 Print Date: 14 Mar. 19   

 
 

_____________________________________________________________________ 
  3 

9.2 While doing post mortem, maximum precautions are to be taken (this is a 
 technical discipline to be followed every time). 

9.3 All specimens from suspected cases should be considered potentially infectious 
 and ensure personal safety precautions 

10. TROUBLESHOOTING 
10.1 Viscous sample preparation can prevent lateral flow of sample and reaction 

 leading to delayed reading time.  
10.2 Avoid bubble formation while loading sample on cassette 

 
11. REFERENCES 
 
Newcastle disease virus Ag test, cat no. W81043 edition 2014 06/11 
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7. RESULT INTERPRETATION and REPORTING 
 
Positive: The presence of both C band and T band, no matter T band is clear or 
vague.  
Negative: Only clear C band appears.  
Invalid: No colored band appears in C zone, no matter whether T band appears. 

 
 
8. WASTE DISPOSAL 
Dispose in proper disinfectant. 
 
9. RISK ASSESSMENT 
All specimens should be handled as being potentially infectious. 
 
10. TROUBLESHOOTING 
NA 
 
11. REFERENCES 
 
Anigen Rapid CDV Ag Test kit, Doc No.1103-10E Apr 17, 2017 
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Squirt Bottle with Distilled or De-ionized Water. 

 

A. SAMPLE COLLECTION 

1. Pre-wet bulbous end of Wand with de-ionized or distilled water for 3-5 seconds. 

 
1. Swirl Wand in fecal material 3-5 seconds to cover bulbous end with a thin coat of feces. 
NOTE: A specimen may be obtained rectally by inserting bulbous end of wand into rectum 
and GENTLY swirling 3-5 seconds. Do not use a lubricant. 
B. CONJUGATE INCUBATION 
2. Place bulbous end of Wand in tube A. 
Twirl Wand vigorously until fecal material is suspended in the liquid. 
WAIT 5 MINUTES. 

 
C. PREPARE B TUBE 
3. During waiting period: Remove stopper from Tube B. 
Add 3 drops Bottle C (White Cap) to Tube B. 
Tap to mix. 
Set tube aside for use in Step 5. 
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D. WASH STEP 
4. Remove wand from Tube A. 
Wash bulbous end and tip of wand by swirling/swishing vigorously in a cup containing at 
least 250 mL of deionized or distilled water for a minimum of 15 seconds. 

 
After swirling in cup, continue to wash wand by directing a forceful stream of deionized or 
distilled water against bulbous end and tip of wand and work up handle. Wash until all fecal 
material is removed from the wand. 
Shake off excess water. 
Repeat washing with a forceful stream 5-7 times. This will ensure removal of unbound 
proteins which may contribute to non-specific color development. 
Replace liquid in cup between wands. 

 

NOTE: Bloody samples may require saline rinse. 

E. COLOR DEVELOPMENT 
5. Place washed Wand in Tube B. 
Twirl 1-3 seconds to mix. 
WAIT 5 MINUTES. 
Remove Wand. 
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7. RESULT INTERPRETATION  

 

6. Observe solution against work-station window or a white background for blue color. 

 
NOTE: Color intensity will vary with level of CPV present. 

Optional Procedural Control 

To verify technique and kit performance when a negative result is obtained: 
Place wand back into Tube A. 
Twirl to mix for 1-3 seconds. 
Remove Wand. 
Do not wash. 
Place back into Tube B. 

 

Blue color will develop within 1 minute indicating reagents were added correctly and kit is 
performing properly. If color does not develop, repeat the test. (This is a procedure and 
reagent check only. CPV antigen is not present.) 

8. WASTE DISPOSAL 
Dispose in proper disinfectant. 
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9. RISK ASSESSMENT 
All specimens should be handled as being potentially infectious. 
 
10. TROUBLESHOOTING 
NA 
 
11. REFERENCES 

Parrish, C.R. et al: Antigenic relationships between canine parvovirus type 2, feline 
panleukopenia virus and mink enteritis virus using conventional antisera and monoclonal 
antibodies. Arch. Viral. 72:267-278; 1982. 

Studdart, M.J. et al: Aspects of the diagnosis, pathogenesis and epidemiology of canine 
parvovirus. Aust. Vet. J. 60:197-200; 1983. 

Siegl, G. et al: Characteristics and Taxonomy of Parvoviridae. Intervirology. 23:61-73; 1985. 

Parrish, C.R.: Emergence and natural history of canine, mink and feline parvoviruses. Adv. 
Virus Res.38:403-450; 1990. 
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5. APPARATUS/TEST KIT 

5.1 Fluorescent microscope, Zeiss or equivalent, with mercury vapour lamp, 50 
or  100 watt (450- 490 nm excitation filters, and 510 nm stop filter). 

5.2 Refrigerator (+2 to +8°C). 
5.3 Freezers, chest or upright, with temperature of not less than -20°C (e.g. -

 70oC). 
5.4  Incubator, temperature capability of 37°C±2°C). 
5.5 Double door autoclave, any brand. 
5.6  Class II biological safety cabinets, any approved brand. 
5.7  Single channel Micropipettor for drawing 100µl volumes. 
5.8 Single channel Micropipettor for drawing 0.5-10µl volumes. 
5.9 Vortex mixer. 
5.10 pH meter. 
5.11  Dark room. 
5.12  Forceps. 
5.13 Scissors. 
5.14 Standard laboratory timers. 
5.15 Closed plastic container for use as a humidified chamber 
5.16 Microscope slides, clear, frosted one end, any brand, non-fluorescent 
5.17 Cover slips 13 mm thick, any bran. 
5.18  Petri dishes, disposable or other suitable container to place brain material 
5.19 Non fluffing high quality absorbent paper towel. 
5.20 Coplin staining jar 
5.21 HB pencil for labelling slides. 
5.22 Lens cleaning tissue 
5.23 Squeeze/wash bottle with PBS 
5.24 A suitable containers with virucidal disinfectant capable of killing rabies virus 
5.25 PPE including Nitrile/Latex powder free disposable Gloves 
5.26 Disposable tips (1-10 µl, 20-200 µl,) 
5.27 Autoclavable bags 

 
6. REAGENTS, SOLUTION AND BUFFER 

6.1 0.01M Phosphate  buffered saline (PBS), pH 7.2-7.4  
6.2 Heat sterilized distilled or deionized water, or water of an equivalent purity. 
6.3 High-grade (99.9 to 100%) acetone (CH3)2CO (MW 58.8), Assay by (GC) is 

 minimum of 99.5%, ASC grade, or similar.  
6.4 High grade glycerol 
6.5 Anti-lyssavirus  FITC  polyclonal  conjugate  (can  be  obtained  from  the  ARC-

 Onderstepoort Veterinary Institute (www.arc.agric.za), SANOFI Pasteur 
 (www.sanofipasteur.com), Chemicon (www.chemicon.com) with a predetermined 
 working dilution. 

6.6 Lens cleaning fluid. 
6.7  Mounting media/mountant. 
6.8 Positive and negative control brain specimens. 

http://www.arc.agric.za/
http://www.sanofipasteur.com/
http://www.chemicon.com/
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11.3 Prepare two slides from each specimen. 
11.4 Fix one set of slides in the acetone in use and the other set in the new lot of 

 acetone. 
11.5 Follow the procedures for fixing and staining. 
11.6 Read both sets of slides noting the amount of virus as well as intensity of staining. 
11.7 Both sets of slides must have identical results. If the new acetone does not meet 

 this criterion, discard and purchase another lot. 
11.8 Similarly, the optimal working dilution of a new batch of conjugate must be 

 determined by titration. Naturally, the working dilution may differ between 
 laboratories depending on the microscope optimal system. 

11.9 Select known positive and negative brain material to prepare controls. 
11.10 Inoculate suckling mice with a 10% suspension of sample that previously tested 

 positive with a score of +4. Pool brain samples from which succumb and test 
 positive for rabies virus antigen. To prepare the negative control, inoculate 
 suckling mice with PBS. Harvest brain tissues after 28 days, pool and place in 
 vials. 

11.11 Prepare two-fold dilutions of the conjugate in PBS starting from 1:80 to 1:2560. 
11.12 Prepare two slides for each specimen. 
11.13 Fix the slides as described in the protocol. 
11.14 Follow the procedures for fixing and staining. 
11.15 Read both sets of slides noting the amount of virus and intensity. 
11.16 The least conjugate dilution that gives an excellent staining will be used as a 

 working dilution of that batch. 
11.17 Prevent conjugate contamination by dispensing 1-ml quantities of the diluted 

 conjugate into eppendorf tubes and store at -20oC or lower. 
11.18 External quality control will involve an annual participation by our laboratories in 

 an FAT proficiency testing on a panel of rabies positive and negative samples 
 
12. REFERENCES 
 
Anonymous (2001). In: Rabies Diagnosis Manual.  (Edited by King, A. Bishop, G. Bingham, 
J., Wandeler, A. and Barrat, J.) Southern and Eastern African Rabies Group, 22 pp 
 
Bingham, J. and van der Merwe. M. (2002). Distribution of rabies antigen in infected 
brain material: determining the reliability of different regions of the brain for the rabies 
fluorescent antibody test. Journal of Virological Methods 101: 85 - 94. 
 
Bishop,  G.C.,  Durrheim,  D.N.,  Kloeck,  P.E.,  Godlonton,  J.D.,  Bingham,  J.,  Speare,  R. 
and the Rabies Advisory group.  (Eds.)  (2002). Rabies:  Guide for  the  medical,  
veterinary  and  allied  professions. Department of Agriculture, Government Printer, Pretoria, 
South Africa. 77pp. 
 
Dean, D. and Abelseth, K. (1973) The Fluorescent Antibody Test.   In: Laboratory 
techniques in Rabies. (Edited by Kaplan, M. and Koprowski, H.) Geneva: WHO. pp 73-84. 
 
Office International des Epizooties (2008) Rabies. In: OIE Manual of Diagnostic Tests and 
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Vaccines for Terrestrial Animals.  Fifth Edition.  OIE. Paris de Prony. 
 
Melsin, F.X., Kaplan, M.M and Koprowski, H. 1996. Laboratory techniques in rabies, fourth 
edition. WHO, Geneva. 
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Biologicals 

 
6.14 Rabbit anti Rabies polyclonal serum #663(AAHL reagent) 

6.15 Anti-Rabbit HRPO conjugated antibody Jackson cat# 711-036-152 

6.16 Positive control Rabies infected brain 

6.17 Negative brain (not Rabies infected) 

 
7. PROCEDURE 

 
Schematic Representation of Rabies FAT and RIAD tests 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 

 
 
 
 
 
 
 
RABIES FLUORESCENT ANTIBODY TEST (FAT) 
 
 
 

Green Fluorescence 

 

UV MICROSCOPE 

RABIES IMMUNOPEROXIDASE ANTIGEN DETECTION 
(RIAD) 

 

Rabies positive 
brain 

AEC substrate Red deposit 

Rabies Antigen 

1o antibody (rabbit #663) 

2o antibody (Jackson) 

Peroxidase conjugated 







 

STANDARD OPERATING PROCEDURE 
NATIONAL VETERINARY LABORATORY 

NATIONAL CENTRE FOR ANIMAL HEALTH, SERBITHANG 
Page 6 of 10 

Number: VIRO-11 Version: 2018.1 Print Date: 14 Mar. 19   

 
 

_____________________________________________________________________ 
  6 

6.5 Treat the each slide with 300µl of 3% Hydrogen Peroxide,10min at room 
 temperature (close the lid- to keep moist) 

6.6 Dilute the Rabies polyclonal serum (Rabbit#662) 1:1000in antibody diluent 
1o Antibody (Rabbit #663)  1:1000  Volume 
Rabbit #663 antibody 2 µl 
Antibody Diluent 2000µl 
 

6.7 Rinse the slides through  3 serial baths of Tris-Buffer (the last bath should have 
 fresh Tris buffer) 

6.8 Place back into the humidified container at room temperature add 300µl of the 1o 
 antibody diluted 1:1000 per smear 

6.9 Incubate at room temperature 45minin the humidified chamber 
6.10 Dilute the 2o Antibody(Jackson)1:500in antibody diluent 
6.11 Rinse the slides through 3 serial baths of Tris-Buffer as in step 7 
6.12 Add 300µl of the 2o antibody diluted at  1:500 per smear 

 
2o Antibody (Jackson)  1:500  Volume 
2o Antibody 4 µl 
Antibody Diluent 2000µl 

 
6.13 Rinse the slides through 3 serial baths of Tris-Buffer as in step 7 
6.14 Add 300µl of the 2o antibody diluted at  1:500 per smear 

AEC Substrate Amount 
AEC powder( pre-weighed) 2mg 
Di-Methyl-Formamide (DMF) 500µl  
Mix well 
0.05M Acetate buffer pH5.0 9500µl 
30% H202( just before use) 5µl 
 

6.15 Wash slides 3 times with Tris Buffer   
6.16 Activate the AEC substrate with 5µl 30%Hydrogen Peroxide (H2O2)  
6.17 Add 300 µl of activated substrate for each brain smear 
6.18 Incubate at room temperature for 10min-monitor colour development 
6.19 Wash with distilled water pH7.0 once (to stop the reaction) 
6.20 Counter Stain with Lilly Meyers Haemotoxylin 20 sec  
6.21 Rinse excess stain off with distilled water and wash 1X in distilled water bath 
6.22 Dip slides into Tris buffer 
6.23 Rinse and leave in distilled water until cover slipping 
6.24 Coverslip using aqueous mounting  medium 

 
8. RESULT INTERPRETATION 

Slides are read under a light microscope- 40X lens 
The presence of Rabies antigen is seen as brick red deposits in the smear against blue brain 
tissue. It is important to distinguish non-specific staining especially on the edges of the 
smear. For this reason positive and negative control smears must always be included with 
each test. 
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10.9 Disposable  items  must  be  placed  into  sterilising  bags  and  must  be  
 sterilised  by autoclaving before disposal. 

10.10 Disinfection of biological safety cabinets and used instruments should be 
 done with disinfectants such as 1% Virkon and/or other virucidals efficient to kill 
 Lyssa viruses. 

 
11. TROUBLESHOOTING 
NA 
 
12. REFERENCES 
 
Rahmadane I, Certoma AF, Peck GR, Fitria Y, Payne J, Colling A, et al. (2017) Development 
and validation of an immunoperoxidase antigen detection test for improved diagnosis of 
rabies in Indonesia. PLoS Negl Trop Dis 11(11): e0006079. 
https://doi.org/10.1371/journal.pntd.0006079 
 
13. APPENDIX 
 
13.1 Silane treated slides preparation 
 
This pre-treatment can help the tissue to stick to the slide if this is a problem. 
Wear gloves, laboratory coat and safety glasses. 
Work in a fume hood with good ventilation. 
Prepare 3X 100% Ethanol baths/pots for rinsing. 
Reagents 
3-aminopropyltriethoxysilane (MW 221.37) 2.0ml (Sigma cat# A36-48) 
100% Acetone (Analar)   200ml 
Prepare fresh-keep the silane solution dry this is important so that slides are not blotchy 
Use metal slide racks and glass pots for rinses as the Silane sticks to plastic 
 

1. Pre-clean glass slides by soaking them in 100% Ethanol or wash  
2. Dry the slides with a kim-wipe (lint free tissue-this is important) 
3. Place slides into a metal rack (not plastic) and dip into the Silane solution, gently rock 

to ensure even coating 
  Do this 10times 

4. Rinse slides through 3 serial Ethanol baths- 10 dips each bath 
5. Ensure the last bath has fresh clean Ethanol 
6. Dry slides in the Fume hood for 5 min then place in a dry clean oven at 37oC 

overnight.  If not available dry overnight at room temperature with a lint free tissue 
covering the slides. 

Keep slides dry in a clean container at room temperature until needed. 
 
13.2 Solutions 
 
3% Hydrogen Peroxide 
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Dilute 30% Hydrogen Peroxide 1:10 with distilled water  
Need 300µL per smear 
 
10X Tris Buffered Saline 

REAGENT QUANTITY SUPPLIER/CAT#  
Trizma Base 
Trizma HCl 
NaCl (Analar) 
Tween 20 
1N HCl 
Distilled Water 

13.9g 
60.6g 
87.66g   
5ml 
20ml 
1.0 L 

 
Sigma T-1503 
Sigma T-3253 
 
 
 

Tris Buffered Saline Working Stock 
10X Tris Buffered Saline  1.0L 
Distilled Water  9.0L 

pH before use  pH 7.6 
 

20X DAKO Tris Buffered Saline Concentrate (DAKO cat #K8007) 
20X Concentrate 500ml 
Distilled water  9.5L 

pH before use pH7.6 
 
ANTIBODY DILUENT 
Tris Buffer 1% Skim Milk 
  

REAGENT QUANTITY 
1X   Tris Buffer pH7.6 50ml 
Skim milk powder 0.5g 

 
Stock Acetate Buffer (0.1M pH 5.0)  

REAGENT QUANTITY 
Sodium acetate  
OR Sodium acetate anhydrous  

12.0 g  
8.20g  

Distilled Water  To 1000ml  
Glacial Acetic Acid   (requires approx. 1.0 ml) pH to 5.0 

 
Working stock Acetate Buffer (0.05M - pH 5.0)  
Distilled Water   100ml 
Acetate Buffer (0.1M pH 5.0)  100ml 
 
AEC Chromagen Solution 
 
AEC- 3-Amino-9-ethyl-carbazole (AEC) 4mg 
Di methyl Formamide    1ml 
 Dissolve the AEC well 
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7. RESULT INTERPRETATION  
8. Results 

o   
 Negative(-): no color reaction on Test Line (T Line),only on Control Line(C Line) being seen 

red color reaction. It means there is no Brucella Ab in sample or the levels is lower than the 
detection threshold; 

 Positive(+): Both on T Line and C line being seen red color reaction. It means there is 
Brucella Ab in sample; 

 Invalid: No color reaction on C Line. It means the operation is wrong or the test card is 
invalid.  

  
9. WASTE DISPOSAL 

9.1 Dispose the tests materials safely 
9.2 Ensure that the test materials (swabs, pipettes, vials, containers etc.) are properly 

 packed and are brought back to the laboratory for proper disinfection by autoclaving 
 and disposed of safely in the pit. 

9.3 Alternatively, the test materials and samples should be disinfected in 2% Virkon-S 
 and autoclaved 

 
10. RISK ASSESSMENT 

10.1 Use full personal protective equipment (PPE) for suspect cases 
10.2 While doing post mortem, maximum precautions are to be taken (this is a 

 technical discipline to be followed every time). 
10.3 All specimens from suspected cases should be considered potentially infectious 

 and ensure personal safety precautions 
 

11. TROUBLESHOOTING 
11.1 Viscous sample preparation can prevent lateral flow of sample and reaction 

 leading to delayed reading time.  
11.2 Avoid bubble formation while loading sample on cassette 

 
12. REFERENCES 
 
Manual for Bovine Brucella Ab test cat no. W81085 
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1. INTRODUCTION 
Canine leptospirosis is a potentially deadly disease caused by Leptospira serovars 
Grippotyphosa, Canicola, Pomona, and Icterohaemorrhagiae.Timely diagnosis and 
treatment is essential. The SNAP Lepto Test enhances helps to test for antibodies to 
leptospirosis and start treatment immediately.  
It is in vitro diagnostic for the detection of anti-Leptospira antibodies to the serovars 
Grippotyphosa, Canicola, Pomona, and Icterohaemorrhagiae in canine serum. 
 
2. TEST PRINCIPLES 
SNAP ELISA uses reverse directional flow, a wash step to eliminate nonspecific binding, an 
enzymatic reaction step to amplify signal development, and a distinct blue-colored reaction 
product that is easy to observe against the background of the white-colored matrix. 
In the SNAP ELISA, there is little or no background color, and blue-colored positive results 
are easily interpreted because of the high color contrast between spot and sample color. 

 
3. APPLICATION 
The test is used to detect the antibody against Leptospira in the serum sample. 
 
4. OBJECTIVE 
To describe the procedure for detection of antibody in the serum samples. 
 
5. APPARATUS/TEST KIT/REAGENTS 

 
Item Reagents Quantity 
1 1 bottle of Leptospira 

Antigen:HRPO 
Conjugate (Preserved 
with gentamicin and 
Kathon) 

3.8 mL 

2 SNAP Device  5 or 10  
Reagents contained in each device:  
Wash Solution (preserved with Kathon) 0.4 mL  
Substrate Solution 0.6 mL  
Other Components: transfer pipettes, sample tubes and reagent rack 

https://www.sciencedirect.com/topics/agricultural-and-biological-sciences/color-chart






TEST CATEGORIZATION FOR RAPID TESTS 

Sl.  No. Procedure / SOP DVL SVL/TVH RLDC/ 
NVH 

NCAH 

 Rapid antigen detection tests  
- Rapid Ag detection for Influenza 

Type A 
- Rapid Ag detection for H5 
- Rapid Ag detection for rabies 
- Rapid Ag detection for IBD 
- Rapid Ag detection for NCD  
- Rapid Ag detection for PPR 
- Rapid Ag detection for CD 
- Rapid Ag detection for CPV 

 
Rapid antibody detection tests  

- Rapid Ab detection for FMD 
- Rapid Ab detection for EI 
- Rapid Ab detection for Bovine TB  
- Rapid Ab detection for Brucella 
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