INSTRUCTION

on application

of “LEYCOPOL” diagnostic
 “LEYCOPOL” diagnostic is intended for cattle leukosis mass serum diagnostics by means of immunodiffusion reaction in agar gel (IDR) for the purpose of antiviral antibody recognition at animals, infected with leukosis virus (LV).
FORMULATION

“LEYCOPOL” diagnostic is designed for study of 250, 500, 1000 blood serum tests on object-plates. It consists of:

a) Antigen (AG) for immunodiffusion reaction in liquid or frozen-dried condition, which is packaged into vials. Liquid antigen has appearance of pink or light yellow-colored liquid of variable depth extent. Frozen-dried antigen has appearance of dry, homogeneous, amorphous, microcrystalline, biscuit-colored mass.

b) Specific precipitating serum (SPS) in liquid state, which is packaged into vials.

c) Saline compound with agar (SCA), which is packaged into vials.

d) LV-antigen rarefier, which is packaged into vials.
APPLICATION PROCEDURE

Immunodiffusion reaction production

Place saline compound with agar into a flask of 300-500 cm3 capacity, add 100 cm3 of distilled water and mix within 15-30 seconds. Put the flask with the suspension on bain-marie and keep within 50-60 min. Stir periodically up to complete dissolution.

Pour melted agar gel onto slides in 1.8-2.0 cm3 doses. Slides must be positioned on the table with an accurate horizontal surface. A dense layer of gel suitable for holes cutting will form within 15-20 minutes.

Make holes in gel with the help of a rectangular die. Debar gel exfoliation from a slide. Move formed gel disks off the holes. Each hole must be of 5 mm in diameter. The distance between the central and the outlying holes must be 3 mm (figure 1).

Liquid antigen for immunodiffusion reaction is applied without preliminary preparation. Frozen-dried antigen must be dissolved in rarefier (1:1). To hasten antigen dilution it can be stirred up with a glass tubule in a vial.

Specific precipitating serum (SPS) is applied without preliminary preparation.

Antigen (AG) and specific precipitating serum (SPS) are to be placed into the central holes. Serums being investigated are to be placed into the outlying holes (figure 2).
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figure 1. 


figure 2.

After carrying out of the reaction, place the slides into a chamber (exsiccator, sterilizer). There must be a 1-2 cm layer of water between the chamber’s bottom and a stand for the glasses. Put the chamber into a thermostat with reheat temperature of +24+26°C.
Evaluation of the results of immunodiffusion reaction

Calculation of the results is maid in 48-72 hours. Scan the slides with the components in a ray of illuminator light (ОИ-19, ОИ-24 or others). For the convenience of calculation use of a binocular magnifier (БЛ-2, magnification x 2.5) is recommended.

The results of immunodiffusion reaction with serums being investigated are assessed in comparison with the reactions of antigen and specific precipitating serum. Positive immunodiffusion reaction with specific precipitating serum is characterized by formation of a clearly defined white line of variable depth extent (control line) between the holes filled with antigen and specific precipitating serum. If this line is not available, the results of immunodiffusion reaction with serums being investigated are not estimated.
Reaction with serums being investigated is considered to be positive:

- Positive reaction with leukosis virus infected animal serum being investigated is characterized by formation of precipitin line, connected with the control line (figure 2, holes 2, 8).

- Solid precipitin line between the holes with antigen and leukosis virus infected animal serum being investigated may be lacking, but the control line forms a curve directed to the serum being investigated (figure 2, hole 3).

- There is a possibility of two precipitin lines formation. In this case one of the lines merges with the control line, and the other presents a straight line, located closer to the hole with a serum being investigated. This line formation indicates the presence of antibody against leukosis virus p-24 antigen in the serum being investigated (figure 2, hole 10).

Reaction with serums being investigated is considered to be negative:

- Negative reaction is characterized by absence of precipitin line between the holes with antigen and serum being investigated (figure 2, holes 1, 4, 5, 7, 9, 12).

- In the event that the line, formed between the holes with antigen and serum being investigated, does not merge with the control line and makes a “spur” or cuts it, the reaction is considered to be nonspecific and regarded as negative (figure 2, holes 6, 11).
WARNING


Each component must be introduced with a separate medicine dropper. 


The volume of the components being introduced is determined from filling up the holes and leveling out a meniscus in the holes up to the gel surface level.

Reaction must be repeated in case if incomplete filling up of the holes or refilling with the components spread on the gel surface, introduction of different components with the same medicine dropper, component leaking under the layer of gel or into adjacent holes occur.

It is obligatory to put the chamber (exsiccator, sterilizer) into a thermostat with reheat temperature of +24+26°C after carrying out of immunodiffusion reaction.
STORAGE

In frozen state, at temperature from 0°C to -4°C.

Application time: 12 months.
If a set does not meet the requirements of the Instruction or the set components activity is low, the set use must be stopped and State Research-and-Control Institute of Biotechnology and Microbe Strains (SRCIBMS) and the manufacturer must be informed. One set (a box) of this diagnostic is to be sent together with a messenger to SRCIBMS according to the “Direction for the procedure of reclamation on biological preparations assigned for use in veterinary medicine” #12 of June 3rd, 1998. The address of SRCIBMS is the following: 30, Donetska Street, Kyiv-151, 03151, Ukraine.
This instruction was worked out by Doctor of Medicine, honoured science worker, professor L.I. Nagaeva (RPLLC “Leycopol”), V.S. Kovaliushko (Central State Laboratory of veterinary medicine of Ministry of Agrarian Policy of Ukraine), Rybak S.V., finished products inspector of RPLLC “Leycopol”.
Examined and approved by SRCIBMS Academic Council.
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