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Borrelia
burgdorferi IgG

ELISA kit for the qualitative and semiquantitative
detection of IgG antibodies to Borrelia burgdorferi

Instructions for use

REF







EQUI Borrelia burgdorferi IgG

ELISA kit for the qualitative and semiquantitative
detection of IgG antibodies to Borrelia burgdorferi

1. INTENDED USE

The «EQUI Borrelia burgdorferi IgG» ELISA is a kit intended to qualitatively
and semi-quantitatively detect anti-Borrelia burgdorferi sensu lato IgG in human
serum or plasma by enzyme-linked immunosorbent assay (ELISA) in order
to diagnose lyme disease. The testing procedure is designed for both manual
arrangement with automatic pipettes and standard equipment, and for automated
open immunoassay analysers.

Target group: patients with non-specific infectious symptoms, people who
spend lots of time outdoors in wooded, grassy areas or tick bites, inhabitants of
endemic areas.

Usage: ELISA kit is used in clinical diagnostic laboratories and other institutions
engaged in in vitro diagnostics.

2. CLINICAL SIGNIFICANCE

Lyme disease, or Lyme borreliosis, is the most common bacterial infection
in the northern hemisphere that is transmitted through the bite of Ixodes mites.
Spirochetes of the genus Borrelia cause this disease. Lyme disease causes
polysystemic affections and without proper treatment in the chronic form causes a
number of complications.

Lyme borreliosis is caused by several species and serotypes of bacteria in North
America, Europe and Asia, which are grouped into the group Borrelia burgdorferi
sensu lato. The most common are Borrelia burgdorferi sensu stricto, Borrelia
afzelii, Borrelia garinii. These are mobile gram-negative spiral spirochetes 10-25
pm long and about 0.2 ym thick.

After infection with Borrelia, an inflammatory reaction occurs in response to
surface antigens of Borrelia burgdorferi. The development of primary migratory
erythema is associated with the interaction of mast cells with lipoproteins of the
pathogen. During the first stage of the disease, 1-3 weeks after infection, specific
IgM antibodies to Borrelia burgdorferi antigens begin to be produced. They are
found in the vast majority of people with a history of primary migratory erythema
and tick bites. Specific IgG antibodies begin to be synthesized about a month after
infection and are detected in high titers in the second stage of Lyme disease, as
well as in chronic borreliosis in the absence of proper treatment. After successful
therapy, the titer of IgG antibodies decreases after a few months, but they may
continue to be low for a long time. The presence of specific antibodies to Borrelia
burgdorferi antigens does not provide immunity to re-infection.

Asymptomatic course of the disease in the early stages, as well as nonspecific
manifestations of tick-borne borreliosis complicate its timely detection. The
detection of specific antibodies plays a special role to Borrelia antigens in serum or
cerebrospinal fluid by ELISA and immunoblotting. However, false-positive results
of serodiagnosis can be observed in the presence of other spirohert infections
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(syphilis, leptospirosis, etc.). Bacteriological methods of detection of the pathogen
and its genetic material by polymerase chain reaction are used to verify the
diagnosis. In addition, there is a seronegative course of the disease. Therefore,
when diagnosing Lyme borreliosis, both the data of the epidemiological anamnesis
and the clinical picture of the infection are taken into account.

3. ANALYSIS PRINCIPLE

The procedure of testing for anti-Borrelia burgdorferi specific IgG in «EQUI
Borrelia burgdorferi IgG» ELISA kit is based on «indirect» solid-phase ELISA
with a two-stage incubation. Recombinant antigens of Borrelia burgdorferi sensu
lato are entrapped in the wells. During the first step of incubation of ELISA plate
wells with test samples, specific anti-Borrelia burgdorferi antibodies (if present in
the samples) bind to the solid-phase antigens. The wells are washed to remove
unbound antibodies and have only specific antigen-antibody complexes left. Then,
a conjugate of anti-species |gG monoclonal antibodies with horseradish peroxidase
is added, which binds to solid-phase immune complexes. Unbound components
are removed by washing. Antigen-antibody complexes are detected by adding a
solution of chromogen 3,3’,5,5'-tetramethylbenzidine (TMB) with hydrogen peroxide.
After 30-minute incubation, the reaction is stopped by adding the stop solution.
The optical density (OD) in the wells is determined using a spectrophotometer at
450/620-695 nm. The intensity of the yellow colour is proportional to the level of
antibodies in the sample.

4. MATERIALS AND EQUIPMENT

4.1. Contents of the ELISA kit

Microplate

Each plate well is coated with anti-Borrelia burgdorferi
1x96 sensu lato: B.burgdorferi sensu stricto, B.afzelii,
wells B.garinii. The wells are detachable. After the first

opening, store unused strips in the package at 2-8 °C

for a maximum of 6 months

STRIPS

Positive control
1x0,25ml Conjugated specific monoclonal antibody solution with
preservative (pink). Store at 2-8 °C

Negative control

[CONTROL] - | 1x0,6 ml  Negative human serum with a preservative (yellow).
Store at 2-8 °C
Serum dilution solution

[DIL[SAMPLE 1%x13 ml Buffer solution with a milk extract, a detergent and a
preservative (violet). Store at 2-8 °C

Conjugate solution (ready to use)

Buffer solution of monoclonal antibodies to human IgG,
1Tx13 ml conjugated with horseradish peroxidase, with stabilizers

and preservative (green). Store at 2-8 °C
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TMB solution (ready to use)
1x13ml  TMB solution, H,0,, a stabilizer, a preservative
(colourless). Store at 2-8 °C
Washing solution TWEEN (20x concentrated)
20-fold phosphate buffer concentrate with Tween-20
(colourless). Dilute TWEEN detergent (20x) at 1:20 with
distilled or deionized water (e. g., 5 mL of concentrate +
95 mL of water for 8 wells) before use. Store the diluted
solution at 2-8 °C for a maximum of 7 days

[TWEENIWASH[20x] 1 x 50 ml

Stop Solution (ready to use)

SOLNISTOP Tx13ml 6 5 mol H,SO, solution (colourless). Store at 2-8 °C

The ELISA kit also includes adhesive films (2 items), sample application plan
(1 item), checklist, and instruction for use.

4.2. Optional reagents, materials and equipment

Automatic single and multichannel pipettes 10-1000 pL, tips, volumetric
laboratory glassware (10-1,000 mL), deionized or distilled water, thermostat at
37 °C, automatic or semi-automatic plate washer, spectrophotometer (reader) for
microplates at450/620-695 nm, appropriate containers for potentially contaminated
waste, timer, filter paper, disposable powder-free gloves, disinfectants.

5. PRECAUTIONS AND SAFETY

5.1. Precautions
Besuretoreadtheinstructionsforuse carefullybeforethetest. The validity ofthe test
results depends on strict following of the test procedure.

—do not use the ELISA kit components after the expiry date;

—do not use reagents from different lots of the ELISA kit during the assay; do
not mix reagents from different lots of the ELISA kit; do not mix reagents from
ELISA kits of different nosology; do not use reagents of other manufacturers
along with «kEQUI Borrelia burgdorferi IgG» kits;

—do not freeze the ELISA kit or its contents;

— after using a reagent, close each vial with its cap;

— when washing, control filling and complete aspiration of solution from the
wells;

— use a new pipette tip each time you add samples or reagents;

— prevent direct sunlight from reaching the reagents from the ELISA ki;

- solution must be colourless before use. Do not use the solution if
its colour is blue or yellow. Avoid contact of with metals or metal
ions. Use only clean glassware thoroughly rinsed with distilled water;

— do not use reagents with colour not in line with para. 4.1;

—under no circumstances should the same glassware be used for
[SOLN[CONJ] and [SOLN[TMB;

—do not evaluate the test results visually (without a reader);
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— any optional equipment that is in direct contact with biological material or kit
components should be considered contaminated and requires cleaning and
decontamination;

—the ELISA kit includes materials for 96 tests. Dispose of the used components
as well as any remaining unused components.

5.2. Safety requirements

—all reagents in the ELISA kit are for laboratory professional use for in vitro
diagnosis only and may only be used by qualified personnel;

— conduct the tests in disposable powder-free gloves and goggles only;

— do not eat, drink, smoke, or apply make-up in the test room;

— do not mouth-pipette the solutions;

— controls of ELISA kit «kEQUI Borrelia burgdorferi |lgG» were tested and found
to be negative for anti-HIV1/2, anti-HCV, anti-T.pallidum antibodies and
HBsAg. Nevertheless, all controls and patient samples should be regarded
and handled as potentially infectious;

— some components of the ELISA kit contain low concentrations of harmful
agents and could cause irritation of the skin and the mucosa. In the case of
contact with [SOLN]TMB ], [SOLN]STOP] and [SOLN[CONJ] with skin or mucosa the
place of contact should be immediately rinsed with large amounts of water;

—in case of spilling solutions that do not contain acid, e.g. sera, disinfect the
surface thoroughly, then dry it with absorbent paper. If the spilling fluid is an
acid, it must be initially neutralized with sodium bicarbonate and then use the
mechanism described above.

5.3. Waste inactivation and disposal

—the liquid waste must be inactivated, for example, with hydrogen peroxide
solution at the final concentration of 6% for 3 hours at room temperature,
or with sodium hypochlorite at the final concentration of 5% for 30
minutes, or with other approved disinfectants;

— thesolidwastemustbeinactivatedbyautoclavingatatemperaturenotless
than 132°C;

— do not autoclave the solutions that contain sodium azide or sodium
hypochlorite;

— disposal ofinactivated waste mustbe conducted due to nationallaws and
regulations.

6. STORAGE AND STABILITY

ELISA kit is stable up to the expiry date stated on the label when stored
at 2-8°C. The kit should be transported at 2-8°C. Single transportation at a
temperature up to 23°C for two days is possible.

7. SAMPLE COLLECTION, TRANSPORTATION AND
STORAGE GUIDELINES
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Collect blood from the vein into the sterile test tube. Test tube must be marked with
patient ID and date of sample collecting. Blood before serum separation can be
stored at 2-8 °C for 24 hours, avoiding freezing.

Serum or plasma can be stored at 2-8 °C for maximum 3 days. Frozen serum
can be stored for longer periods of time at -20 °C or -70 °C. Thaw frozen samples
and keep them at room temperature for 30 minutes before use. After thawing,
the stir samples to achieve homogeneity. Avoid repeated freezing-thawing cycles
for test samples. If serum (or plasma) is turbid, remove insoluble inclusions by
centrifugation at 3000 rpm for 10-15 minutes. Do not use serum samples with
hyperlipidemia, hemolysis, and bacterial growth.

Transport serum samples in insulated containers. To do that, put closed
labelled tubes in a plastic bag, tightly seal it and place in the centre of an
insulated container.Put the frozen cold packs on the bottom, along the side
walls of the insulated container and on top of the serum samples.

8. REAGENT PREPARATION

NOTE! It is very important to keep all ELISA kit components for at least 30 min
at room temperature 18-25 °C before the assay!

8.1. Microplate preparation

To prevent water condensation in the wells, keep the for 30 minutes at a
room temperature before opening. Open the vacuum pack, detach the appropriate
number of wells, and carefully pack the remaining wells with a desiccant and store
tightly zip-locked at 2-8 °C. Storing the packed plate this way ensures its stability
for 6 months.

8.2. Washing solution preparation

To prepare detergent, dilute TWEENIWASH[20x] at 1:20 (1+19) with distilled or
deionized water and stir. E. g., 5 mL of concentrate + 95 mL of water, which is
enough for 8 wells. If there are crystals present in the detergent concentrate, heat
the vial at 37 °C until the crystals dissolve completely (15-20 minutes). Store the
diluted solution at 2-8 °C for a maximum of 7 days.

9. ASSAY PROCEDURE

9.1. Prepare the necessary number of wells (four wells for controls and a necessary
number of wells for test samples) and insert them into the ELISA plate frame.
Be sure to add control wells in every test run.

9.2.Fill in the sample application plan.

9.3.Prepare the detergent as per para. 8.2.

9.4.Dispense 90 pl of [DIL[SAMPLE] into each well.

9.5.Add 10 pl of controls and test samples into the wells:
— into well A1,

[CONTROL[ -] — into wells B1, C1, D1,
and test samples into the remaining wells.
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At the time of adding, colour of the sample diluent changes from violet to blue.
Pipette mixture in the wells gently, avoiding foaming.

9.6.Cover strips with an adhesive film and incubate for 30 min at 37°C.

9.7.Remove and discard the adhesive film and wash all wells 6 times with
automatic washer or 8-channel pipette as follows:

— aspirate the content of all wells into a liquid waste container;
— add a minimum of 300 pl of diluted washing solution to each well, soak
each well for 30 seconds;
— aspirate the content of all wells again. The residual volume after every
aspiration should be less than 5 pl;
— repeat the washing step 5 more times;
— after the final aspiration, eliminate extra moisture by tapping the plate
against a piece of filter paper.

9.8.Add 100! of [SOLN]CONJ] into all wells. Cover strips with a new adhesive film
and incubate for 30 min at 37°C.

9.9.Remove and discard the adhesive film and wash all wells 5 times as described
above in 9.7.

9.10.Add 100 pL of [SOLNITMB] into the wells; do not touch the bottom and the walls
of the plate wells.

9.11.Incubate the strips for 30 minutes in a dark place at a room temperature of
18-25 °C.Do not use adhesive film at this stage.

9.12.Add 100 pL of [SOLNISTOP] into each strip well to stop the enzymatic reaction;
adhere to the same sequence of actions as when adding [SOLN[TMB]. At the
time of adding,the solution colour changes from blue to yellow, and clear
solution slightly changes its shade.

9.13. Measuretheopticaldensity (OD)ofthewellsat450/620-695nmwavelengthusing
an ELISA microplate reader within 5 minutes after stopping the reaction.
Pay attention to the cleanness of the plate bottom and the absence of bubbles
in the wells before reading.
Measurementatthe single wavelengthof450nmispossible, inthatcase, itis
neededtoleave one wellfor blank (onlySOLN[TMB|and[SOLNISTOP| must be added
in blank well).

10. CALCULATION AND INTERPRETATION OF RESULTS

10.1. Calculation of results o
Calculate the average OD of the negative control (Nc), Cut off (CO) and a sample
positivity index (IP

sample)'

Nc = (Nc1 + Nc2 + Nc3)/3;  CO = Nc +0,3
IP =0D /CO, where OD

sample sample

is the OD sample

sample

10.2. Quality control (assay validation)
The test results are considered valid if they meet the following requirements:
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oD=1,5
OD < 0,150

Nc x 0,5<Ncn < x 2,0 where Ncn is the OD
[CONTROL] - | for each Nc run

If any of the OD values for the negative control is beyond the above interval, it
should be discarded, and Nc is calculated based on the remaining OD values for
the negative control. If several OD values for the negative control fail to meet the
above requirements, the test is considered invalid and requires a new run.

10.3. Interpretation of results

P, 0> 11 POSITIVE
09<IP_ . <11  BORDERLINE*
P, <09 NEGATIVE

sample

* Borderline samples are recommended to be re-examined in two wells of the
ELISA kit. If the results are again uncertain, a new sample should be selected and
analyzed in 2-4 weeks. In case of repeated indeterminate results, such samples
shall be considered negative.

Use of the positivity index allows for a semi-quantitative comparative analysis
of the level of specific antibodies in the dynamics of paired samples obtained from
patients with an interval of 2-4 weeks. It should be borne in mind that IPSarnple within
1,1 — 7,0 proportional to the content of specific antibodies. If IP___ is higher 7,0,
to correctly assess the content of specific antibodies, it is recommended to re-
analyze the sample previously diluted 10 times. When determining the final result
in this case, multiply the value obtained IP on the degree of dilution (x10).

sample

11. PERFORMANCE CHARACTERISTICS

11.1. Analytical performance characteristics

Precision of measurement
Intra assay repeatability

The coefficient of variation (CV) for two sera with different levels of specific
antibodies was evaluated in 32 replicates on one series of ELISA kits.

Sample No. OoD,, IP,, CV, %
2 0,449 1,3 7,2
13 0,675 2,0 7.1

Inter assay reproducibility

The coefficient of variation (CV) for two sera with different levels of specific
antibodies was evaluated for 4 days in 4 sets of analysis, 8 replicates in each
analysis.
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Sample No. oD IP CV, %

2 0,414 1,2 7.8
13 0,714 21 6,9

Analytical specificity

The test results are not affected by bilirubin at up to 0.21 mg/mL (361.8 ymol/L),
haemoglobin at up to 10 mg/mL and triglycerides at up to 10 mg/mL (11.3 mmol/l)
present in the sample.

11.2. Diagnostic characteristics

To determine the sensitivity and specificity of the «kEQUI Borrelia burgdorferi
IgG» ELISA kit in comparison with a similar commercial ELISA kit, 122 samples
of donor blood sera (random sampling) and 212 samples of children’s blood sera
(a total of 334 samples), as well as samples of a commercial panel of sera, were
used «Lyme Disease (Anti-Borrelia burgdorferi) Mixed Titer Performance Panel
PTL202» (SeraCare Life Sciences, USA). The results of determination of antibodies
of the 1gG class to Borrelia burgdorferi, obtained in the «kEQUI Borrelia burgdorferi
IgG» ELISA kit, were compared with the results obtained in similar commercial
tests. The relative sensitivity of the «kEQUI Borrelia burgdorferi IgG» ELISA kit was
99.5%, the relative specificity was 98.8%.

12. LIMITATIONS OF ASSAY

A positive result in the «EQUI Borrelia burgdorferi IgG» ELISA kit is evidence of
the presence of IgG class antibodies in the patient, specific to Borrelia burgdorferi
sensu lato, which are produced by the body when a person is infected with the
causative agent of Lyme borreliosis.

It should be noted that in the case of early infection, the ELISA result may be
negative due to the absence of antibodies at the initial stage of the disease. In the
presence of clinical manifestations of the disease, it is recommended to conduct
repeated testing after two to four weeks, as well as examine the patient’s sample for
specific antibodies of the IgM class (for example, in the «kEQUI Borrelia burgdorferi
IgM» ELISA Kkit).

It is not possible to completely exclude false-positive results, which may be
caused by the presence of specific antibodies in the blood in diseases caused by
spirochetes (syphilis, typhus, leptospirosis, etc.).

To confirm a positive ELISA result, it is recommended to conduct an additional
study of the sample for the presence of antibodies to individual Borrelia burgdorferi
proteins by immunoblotting. However, the final diagnosis cannot be established
only on the basis of serological test results. For the correct diagnosis of tick-borne
borreliosis, research should also be conducted to identify the causative agent,
for example, using PCR or cultural methods. When establishing a diagnosis, the
results of a complex of laboratory and instrumental studies, as well as clinical
manifestations of the disease, should be taken into account.
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13. DIFFICULTIES THAT CAN OCCUR DURING THE ASSAY

PROCEDURE

Possible reasons

| Solution

High background in all wells

Contaminated washer

Clean the washer head and rinse
according to the instructions for use

Poor quality or contaminated water

Use purified water with specific
resistance = 10 MQ - cm

Use of poorly washed glassware

Use chemically clean utensils

Use of chlorinated disinfectants

Do not use chlorine disinfectants

Use of contaminated tips

Use new tips

Increased incubation times or change
in the temperature conditions

Adhere to the incubation regime
according to the instructions for use

High background in a row of wells

Repeat application of TMB solution

TMB solution should be applied
once

Contamination of the automatic pipette

Clean the pipette and dial carefully

nozzle with conjugate solution liquid
Contamination of one of the Clean the flush channel, rinse
washer’s channel washer

Received OD of the positive control is below the border value

One of the reagents (conjugate
solution or TMB solution) was not
prepared in a correct way or was not

Re-conduct ELISA, pay attention to
the correctness of the introduction
of these reagents

added
Reduced incubation times at any Incubate according to
stage instructions for use

The colour density of the wells fails to meet the obtained optical
density value

This may suggest that the optical
beam has been displaced

Check the correct operation of the
reader

14. TECHNICAL ASSISTANCE AND CUSTOMER SERVICE
In case of technical problems, you can obtain assistance by contacting the

manufacturer.
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For questions and suggestions regarding the ELISA kit contact:

Manufacturer

In vitro diagnostic medical device

Catalogue number

Date of manufacture

Use by date

Batch code

Temperature limit

Contains sufficient for <n> tests

Caution
Consult instructions for use

Keep away from sunlight

Mark of compliance with technical regulations
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Ekvitestlab LLC
Velyka Vasylkivska St. 114, Kyiv, Ukraine, 03150

Tel: 0(800)31-89-87, +38 (044)334-89-87,
e-mail: info@equitest.com.ua, www.equitest.com.ua

Edition 7, 13.12.2022

1316









ASSAY PROCEDURE SCHEME
Keep all reagents for 30 min at temperature18-25°C before use

Dispense 90 pl into the wells

(violet)

Add to 10 pl of controls and samples into the wells:
A1 —[CONTROL[ +], B1, C1, D1 —[CONTROL[ -],

other wells — examined samples
(change of colour from violet to blue)

Cover strips with an adhesive film, incubate for 30 min at 37°C

Rinse the wells 5 times with prepared 1:20 (1+19) washing solution TWEEN
(300 pl per well)

Add 100 pl of into all wells

(green)
Cover strips with an adhesive film, incubate for 30 min at 37°C

Rinse the wells 5 times with prepared 1:20 (1+19) washing solution TWEEN
(300 pl per well)

Add 100 pl of [SOLN[TMB] into all wells
Incubate for 30 min in the dark at 18-25°C

Add 100 pl of into all wells

(change of colour from blue to yellow)

Measure the optical density (OD) with an ELISA microplate reader at
450/620-695 nm

CALCULATION OF RESULTS
Nc = (Nc1 + Nc2 + Nc3)/3;

CO=Nc+0,3;

IPsample = ODsampIe/Co

Nc - the average value of OD 3-x [CONTROL] -]
CO - Cut off

IP - sample positivity index

sample

INTERPRETATION OF RESULTS

P, > 1.1 POSITIVE
09<IP_ . <11 | BORDERLINE

IP <09 NEGATIVE

sample
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EQUI Borrelia burgdorferi IgM

ELISA kit for the qualitative detection of IgM
antibodies to Borrelia burgdorferi

1. INTENDED USE

The «EQUI Borrelia burgdorferi IgM» ELISA kit is intended for the qualitative
detection of IgM antibodies to Borrelia burgdorferi sensu lato in human serum or
blood plasma by enzyme-linked immunosorbent assay (ELISA) for the purpose
of diagnosing acute Lyme borreliosis. The analysis procedure is designed both
for manual setup with automatic pipettes and standard equipment, and for an
automatic enzyme immunoassay of the «open» type.

Target group: patients with non-specific infectious symptoms, visits to the forest
or a history of tick bites, summer residents, residents of endemic areas.

Usage: ELISA kit is used in clinical diagnostic laboratories and other institutions
engaged in in vitro diagnostics.

2. CLINICAL SIGNIFICANCE

Lyme disease, or Lyme borreliosis, is the most common bacterial infection
in the northern hemisphere that is transmitted through the bite of Ixodes mites.
Spirochetes of the genus Borrelia cause this disease. Lyme disease causes
polysystemic affections and without proper treatment in the chronic form causes a
number of complications.

Lyme borreliosis is caused by several species and serotypes of bacteria in North
America, Europe and Asia, which are grouped into the group Borrelia burgdorferi
sensu lato. The most common are Borrelia burgdorferi sensu stricto, Borrelia
afzelii, Borrelia garinii. These are mobile gram-negative spiral spirochetes 10-25
pm long and about 0.2 ym thick.

After infection with Borrelia, an inflammatory reaction occurs in response to
surface antigens of Borrelia burgdorferi. The development of primary migratory
erythema is associated with the interaction of mast cells with lipoproteins of the
pathogen. During the first stage of the disease, 1-3 weeks after infection, specific
IgM antibodies to Borrelia burgdorferi antigens begin to be produced. They are
found in the vast majority of people with a history of primary migratory erythema
and tick bites. Specific IgG antibodies begin to be synthesized about a month after
infection and are detected in high titers in the second stage of Lyme disease, as
well as in chronic borreliosis in the absence of proper treatment. After successful
therapy, the titer of IgG antibodies decreases after a few months, but they may
continue to be low for a long time. The presence of specific antibodies to Borrelia
burgdorferi antigens does not provide immunity to re-infection.

Asymptomatic course of the disease in the early stages, as well as nonspecific
manifestations of tick-borne borreliosis complicate its timely detection. The
detection of specific antibodies plays a special role to Borrelia antigens in serum or
cerebrospinal fluid by ELISA and immunoblotting. However, false-positive results
of serodiagnosis can be observed in the presence of other spirohert infections
(syphilis, leptospirosis, etc.). Bacteriological methods of detection of the pathogen
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and its genetic material by polymerase chain reaction are used to verify the
diagnosis. In addition, there is a seronegative course of the disease. Therefore,
when diagnosing Lyme borreliosis, both the data of the epidemiological anamnesis
and the clinical picture of the infection are taken into account.

3. ANALYSIS PRINCIPLE

The procedure of testing for anti-Borrelia burgdorferi sensu lato specific IgM
in «kEQUI Borrelia burgdorferi IgM» ELISA kit is based on «indirect» solid-phase
ELISA with a two-stage incubation. Recombinant antigens of Borrelia burgdorferi
are entrapped in the wells. During the first step of incubation of ELISA plate wells
with test samples, specific anti-Borrelia burgdorferi antibodies (if present in the
samples) bind to the solid-phase antigens. The wells are washed to remove
unbound antibodies and have only specific antigen-antibody complexes left. Then,
a conjugate of anti-species IgM monoclonal antibodies with horseradish peroxidase
is added, which binds to solid-phase immune complexes. Unbound components
are removed by washing. Antigen-antibody complexes are detected by adding a
solution of chromogen 3,3’,5,5'-tetramethylbenzidine (TMB) with hydrogen peroxide.
After 30-minute incubation, the reaction is stopped by adding the stop solution.
The optical density (OD) in the wells is determined using a spectrophotometer at
450/620-695 nm. The intensity of the yellow colour is proportional to the level of
antibodies in the sample.

4. MATERIALS AND EQUIPMENT

4.1. Contents of the ELISA kit

Microplate

Each plate well is coated with anti-Borrelia burgdorferi
1x96 sensu lato: B.burgdorferi sensu stricto, B.afzelii,
wells B.garinii. The wells are detachable. After the first

opening, store unused strips in the package at 2-8 °C

for a maximum of 6 months

STRIPS

Positive control
1x0,25ml Conjugated specific monoclonal antibody solution with
preservative (pink). Store at 2-8 °C

Negative control

[CONTROL] - | 1x0,6 ml  Negative human serum with a preservative (yellow).
Store at 2-8 °C

Serum dilution solution
DIL|SAMPLE 1x13 ml Buffer solution with a milk extract, a detergent and a
preservative (brown). Store at 2-8 °C

Conjugate solution (ready to use)

Buffer solution of monoclonal antibodies to human IgM,
conjugated with horseradish peroxidase, with stabilizers
and preservative (green). Store at 2-8 °C

SOLN|CONJ 1x13 ml
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TMB solution (ready to use)
1x13ml  TMB solution, H,0,, a stabilizer, a preservative
(colourless). Store at 2-8 °C
Washing solution TWEEN (20x concentrated)
20-fold phosphate buffer concentrate with Tween-20
(colourless). Dilute TWEEN detergent (20x) at 1:20 with
distilled or deionized water (e. g., 5 mL of concentrate +
95 mL of water for 8 wells) before use. Store the diluted
solution at 2-8 °C for a maximum of 7 days

[TWEEN[WASH[20x] 1 x 50 ml

Stop Solution (ready to use)
1x13ml 0.5 mol H,SO, solution (colourless). Store at 2-8 °C

The ELISA kit also includes adhesive films (2 items), sample application plan
(1 item), checklist, and instruction for use.

4.2. Optional reagents, materials and equipment

Automatic single and multichannel pipettes 10-1000 pL, tips, volumetric
laboratory glassware (10-1,000 mL), deionized or distilled water, thermostat at
37 °C, automatic or semi-automatic plate washer, spectrophotometer (reader) for
microplates at450/620-695 nm, appropriate containers for potentially contaminated
waste, timer, filter paper, disposable powder-free gloves, disinfectants.

5. PRECAUTIONS AND SAFETY

5.1. Precautions
Besuretoreadtheinstructionsforuse carefullybeforethetest. The validity ofthe test
results depends on strict following of the test procedure.

—do not use the ELISA kit components after the expiry date;

—do not use reagents from different lots of the ELISA kit during the assay; do
not mix reagents from different lots of the ELISA kit; do not mix reagents from
ELISA kits of different nosology; do not use reagents of other manufacturers
along with «kEQUI Borrelia burgdorferi IgM» kits;

—do not freeze the ELISA kit or its contents;

— after using a reagent, close each vial with its cap;

— when washing, control filling and complete aspiration of solution from the
wells;

— use a new pipette tip each time you add samples or reagents;

— prevent direct sunlight from reaching the reagents from the ELISA ki;

- solution must be colourless before use. Do not use the solution if
its colour is blue or yellow. Avoid contact of with metals or metal
ions. Use only clean glassware thoroughly rinsed with distilled water;

— do not use reagents with colour not in line with para. 4.1;

—under no circumstances should the same glassware be used for
[SOLN[CONJ] and [SOLN[TMB;

—do not evaluate the test results visually (without a reader);
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— any optional equipment that is in direct contact with biological material or kit
components should be considered contaminated and requires cleaning and
decontamination;

—the ELISA kit includes materials for 96 tests. Dispose of the used components
as well as any remaining unused components.

5.2. Safety requirements

—all reagents in the ELISA kit are for laboratory professional use for in vitro
diagnosis only and may only be used by qualified personnel;

— conduct the tests in disposable powder-free gloves and goggles only;

— do not eat, drink, smoke, or apply make-up in the test room;

— do not mouth-pipette the solutions;

— controls of ELISA kit «kEQUI Borrelia burgdorferi IgM» were tested and found
to be negative for anti-HIV1/2, anti-HCV, anti-T.pallidum antibodies and
HBsAg. Nevertheless, all controls and patient samples should be regarded
and handled as potentially infectious;

— some components of the ELISA kit contain low concentrations of harmful
agents and could cause irritation of the skin and the mucosa. In the case of
contact with [SOLN]TMB ], [SOLN]STOP] and [SOLN[CONJ] with skin or mucosa the
place of contact should be immediately rinsed with large amounts of water;

—in case of spilling solutions that do not contain acid, e.g. sera, disinfect the
surface thoroughly, then dry it with absorbent paper. If the spilling fluid is an
acid, it must be initially neutralized with sodium bicarbonate and then use the
mechanism described above.

5.3. Waste inactivation and disposal

—the liquid waste must be inactivated, for example, with hydrogen peroxide
solution at the final concentration of 6% for 3 hours at room temperature,
or with sodium hypochlorite at the final concentration of 5% for 30
minutes, or with other approved disinfectants;

— thesolidwastemustbeinactivatedbyautoclavingatatemperaturenotless
than 132°C;

— do not autoclave the solutions that contain sodium azide or sodium
hypochlorite;

— disposal ofinactivated waste mustbe conducted due to nationallaws and
regulations.

6. STORAGE AND STABILITY

ELISA kit is stable up to the expiry date stated on the label when stored
at 2-8°C. The kit should be transported at 2-8°C. Single transportation at a
temperature up to 23°C for two days is possible.

7. SAMPLE COLLECTION, TRANSPORTATION AND
STORAGE GUIDELINES
Collect blood from the vein into the sterile test tube. Test tube must be marked with
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patient ID and date of sample collecting. Blood before serum separation can be
stored at 2-8 °C for 24 hours, avoiding freezing.

Serum or plasma can be stored at 2-8 °C for maximum 3 days. Frozen serum
can be stored for longer periods of time at -20 °C or -70 °C. Thaw frozen samples
and keep them at room temperature for 30 minutes before use. After thawing,
the stir samples to achieve homogeneity. Avoid repeated freezing-thawing cycles
for test samples. If serum (or plasma) is turbid, remove insoluble inclusions by
centrifugation at 3000 rpm for 10-15 minutes. Do not use serum samples with
hyperlipidemia, hemolysis, and bacterial growth.

Transport serum samples in insulated containers. To do that, put closed
labelled tubes in a plastic bag, tightly seal it and place in the centre of an
insulated container.Put the frozen cold packs on the bottom, along the side
walls of the insulated container and on top of the serum samples.

8. REAGENT PREPARATION

NOTE! It is very important to keep all ELISA kit components for at least 30 min
at room temperature 18-25 °C before the assay!

8.1. Microplate preparation

To prevent water condensation in the wells, keep the for 30 minutes at a
room temperature before opening. Open the vacuum pack, detach the appropriate
number of wells, and carefully pack the remaining wells with a desiccant and store
tightly zip-locked at 2-8 °C. Storing the packed plate this way ensures its stability
for 6 months.

8.2. Washing solution preparation

To prepare detergent, dilute TWEENIWASH[20x] at 1:20 (1+19) with distilled or
deionized water and stir. E. g., 5 mL of concentrate + 95 mL of water, which is
enough for 8 wells. If there are crystals present in the detergent concentrate, heat
the vial at 37 °C until the crystals dissolve completely (15-20 minutes). Store the
diluted solution at 2-8 °C for a maximum of 7 days.

9. ASSAY PROCEDURE

9.1. Prepare the necessary number of wells (four wells for controls and a necessary
number of wells for test samples) and insert them into the ELISA plate frame.
Be sure to add control wells in every test run.

9.2.Fill in the sample application plan.

9.3.Prepare the detergent as per para. 8.2.

9.4.Dispense 90 pl of [DIL[SAMPLE] into each well.

9.5.Add 10 pl of controls and test samples into the wells:
—into well A1,
[CONTROL[ - ] — into wells B1, C1, D1,
and test samples into the remaining wells.
At the time of adding, colour of the sample diluent changes from brown to
blue. Pipette mixture in the wells gently, avoiding foaming.
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9.6.Cover strips with an adhesive film and incubate for 30 min at 37°C.

9.7.Remove and discard the adhesive film and wash all wells 6 times with
automatic washer or 8-channel pipette as follows:

— aspirate the content of all wells into a liquid waste container;
— add a minimum of 300 pl of diluted washing solution to each well, soak
each well for 30 seconds;
— aspirate the content of all wells again. The residual volume after every
aspiration should be less than 5 yl;
— repeat the washing step 5 more times;
— after the final aspiration, eliminate extra moisture by tapping the plate
against a piece of filter paper.

9.8.Add 100pl of [SOLN]CONJ] into all wells. Cover strips with a new adhesive film
and incubate for 30 min at 37°C.

9.9.Remove and discard the adhesive film and wash all wells 5 times as described
above in 9.7.

9.10.Add 100 uL of [SOLN[TMB] into the wells; do not touch the bottom and the walls
of the plate wells.

9.11.Incubate the strips for 30 minutes in a dark place at a room temperature of
18-25 °C.Do not use adhesive film at this stage.

9.12. Add 100 pL of [SOLN[STOP] into each strip well to stop the enzymatic reaction;
adhere to the same sequence of actions as when adding [SOLN[TMB]. At the
time of adding,the solution colour changes from blue to yellow, and clear
solution slightly changes its shade.

9.13. Measuretheopticaldensity (OD)ofthewellsat450/620-695nmwavelengthusing
an ELISA microplate reader within 5 minutes after stopping the reaction.
Pay attention to the cleanness of the plate bottom and the absence of bubbles
in the wells before reading.
Measurementatthe single wavelengthof450nmispossible, inthatcase, itis
neededtoleave one wellfor blank (onlySOLN[TMB|gand[SOLNISTOP| must be added
in blank well).

10. CALCULATION AND INTERPRETATION OF RESULTS

10.1. Calculation of results o
Calculate the average OD of the negative control (Nc), Cut off (CO) and a sample
positivity index (IP

).

sample
Nc = (Nc1 + Nc2 + Nc3)/3;  CO = Nc + 0,25

IP =0D /CO, where OD

sample sample

10.2. Quality control (assay validation)
The test results are considered valid if they meet the following requirements:

is the OD sample

sample
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oD=1,5
0D <0,150
where Ncn is the OD

I\E: X 0,5 <Ncn < [\F) X 2,0 for each Nc run

If any of the OD values for the negative control is beyond the above interval, it
should be discarded, and Nc is calculated based on the remaining OD values for
the negative control. If several OD values for the negative control fail to meet the
above requirements, the test is considered invalid and requires a new run.

10.3. Interpretation of results

P> 11 POSITIVE
09<IP, <11  BORDERLINE*
P, <09 NEGATIVE

sample

* Borderline samples are recommended to be tested again in two wells of the
ELISA kit. If the results are again indeterminate, a new sample should be collected
and analyzed after 7-14 days. In case of repeated reception of indeterminate
results, such samples should be considered negative.

11. PERFORMANCE CHARACTERISTICS

11.1. Analytical performance characteristics

Precision of measurement
Intra assay repeatability

The coefficient of variation (CV) for two sera with different levels of specific
antibodies was evaluated in 44 replicates on one series of ELISA kits.

Sample No. OoD,, P, CV, %
269 2,186 7,7 5,6
809 0,387 1,4 8,6

Inter assay reproducibility

The coefficient of variation (CV) for two sera with different levels of specific
antibodies was evaluated for 4 days in 4 sets of analysis, 8 replicates in each
analysis.

Sample No. oD, IP,, CV, %
269 2,073 72 8,1
809 0,364 1,3 7,5

Analytical specificity

The test results are not affected by bilirubin at up to 0.21 mg/mL (361.8 ymol/L),
haemoglobin at up to 10 mg/mL and triglycerides at up to 10 mg/mL (11.3 mmol/l)
present in the sample.
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11.2. Diagnostic characteristics

To determine the sensitivity of the «kEQUI Borrelia burgdorferi IgM» ELISA kit, we
used serum samples that were characterized as positive by the Western blot method
(59 samples), as well as samples of the commercial serum panel «Lyme Disease
(Anti-Borrelia burgdorferi) Mixed Titer Performance Panel PTL202 (SeraCare
Life Sciences, USA). According to the results of the analysis, the sensitivity of the
ELISA kit was 96.9%. To assess the specificity, samples of donor blood sera (122
samples) and 212 samples of children’s blood sera (334 samples in total) were
used. The results of the determination of IgM antibodies to Borrelia burgdorferi
obtained in the «kEQUI Borrelia burgdorferi IgM» ELISA kit were compared with the
results obtained in similar commercial tests. The relative specificity of the «kEQUI
Borrelia burgdorferi IgM» ELISA kit was 100.0%.

12. LIMITATIONS OF ASSAY

A positive result in the «kEQUI Borrelia burgdorferi IgM» ELISA kit is evidence of
the presence of IgM class antibodies in the patient, specific to Borrelia burgdorferi
sensu lato, which are produced by the body when a person is infected with the
causative agent of Lyme borreliosis.

It should be noted that in the case of early infection, the ELISA result may be
negative due to the absence of antibodies at the initial stage of the disease. In the
presence of clinical manifestations of the disease, it is recommended to conduct
repeated testing after at least two weeks. A two- or three-fold increase in the level
of antibodies indicates the activity of the infectious process.

The results obtained in immunosuppressed individuals should be interpreted
with caution.

It is not possible to completely exclude false-positive results, which may be
caused by the presence of specific antibodies in the blood in diseases caused by
spirochetes (syphilis, typhus, leptospirosis, etc.).

To confirm a positive ELISA result, it is recommended to conduct an additional
study of the sample for the presence of antibodies to individual Borrelia burgdorferi
proteins by immunoblotting. However, the final diagnosis cannot be established
only on the basis of serological test results. For the correct diagnosis of tick-borne
borreliosis, research should also be conducted to identify the causative agent,
for example, using PCR or cultural methods. When establishing a diagnosis, the
results of a complex of laboratory and instrumental studies, as well as clinical
manifestations of the disease, should be taken into account.

13. DIFFICULTIES THAT CAN OCCUR DURING THE ASSAY
PROCEDURE

Possible reasons | Solution
High background in all wells

Clean the washer head and rinse
according to the instructions for use

Contaminated washer
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Poor quality or contaminated water

Use purified water with specific
resistance = 10 MQ - cm

Use of poorly washed glassware

Use chemically clean utensils

Use of chlorinated disinfectants

Do not use chlorine disinfectants

Use of contaminated tips

Use new tips

Increased incubation times or change
in the temperature conditions

Adhere to the incubation regime
according to the instructions for use

High background in a row of wells

Repeat application of TMB solution

TMB solution should be applied
once

Contamination of the automatic pipette

Clean the pipette and dial carefully

nozzle with conjugate solution liquid
Contamination of one of the Clean the flush channel, rinse
washer’s channel washer

Received OD of the positive control is below the border value

One of the reagents (conjugate
solution or TMB solution) was not
prepared in a correct way or was not

Re-conduct ELISA, pay attention to
the correctness of the introduction
of these reagents

added
Reduced incubation times at any Incubate according to
stage instructions for use

The colour density of the wells fails to meet the obtained optical
density value

This may suggest that the optical
beam has been displaced

Check the correct operation of the
reader

14. TECHNICAL ASSISTANCE AND CUSTOMER SERVICE
In case of technical problems, you can obtain assistance by contacting the

manufacturer.
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For questions and suggestions regarding the ELISA kit contact:

Manufacturer

In vitro diagnostic medical device

Catalogue number

Date of manufacture

Use by date

Batch code

Temperature limit

Contains sufficient for <n> tests

Caution
Consult instructions for use

Keep away from sunlight

Mark of compliance with technical regulations

Edition 7, 14.11.2022

Ekvitestlab LLC
Velyka Vasylkivska St. 114, Kyiv, Ukraine, 03150

Tel: 0(800)31-89-87, +38 (044)334-89-87,
e-mail: info@equitest.com.ua, www.equitest.com.ua

Edition 7, 14.11.2022

13/16









ASSAY PROCEDURE SCHEME

Keep all reagents for 30 min at temperature18-25°C before use

Dispense 90 into the wells

(brown)

Add to 10 pl of controls and samples into the wells:

A1 —[CONTROL[ +], B1, C1, D1 — [CONTROL[ -],
other wells — examined samples
(change of colour from brown to blue)

Cover strips with an adhesive film, incubate for 30 min at 37°C

Rinse the wells 5 times with prepared 1:20 (1+19) washing solution TWEEN
(300 pl per well)

Add 100 pl of into all wells

(green)
Cover strips with an adhesive film, incubate for 30 min at 37°C

Rinse the wells 5 times with prepared 1:20 (1+19) washing solution TWEEN
(300 pl per well)

Add 100 pl of [SOLN[TMB] into all wells
Incubate for 30 min in the dark at 18-25°C

Add 100 pl of [SOLN[STOP] into all wells

(change of colour from blue to yellow)

Measure the optical density (OD) with an ELISA microplate reader at
450/620-695 nm

CALCULATION OF RESULTS
Nc = (Nc1 + Nc2 + Nc3)/3;

CO = Nc + 0,25;

IPsample = ODsampIe/CO

Nc - the average value of OD 3-x [CONTROL][ -]
CO - Cut off

IP - sample positivity index

sample

INTERPRETATION OF RESULTS

P, > 1.1 POSITIVE
09<IP_ . <11 | BORDERLINE

IP <09 NEGATIVE

sample







CEPTU®IKAT

CEPTIPICATE * CEKTIPICAT * 2EPTIPIKAT * CEPTU®UKAT * CEPITIPICAPO

OPIAH CEPTU®IKALLT CUCTEM YMPAB/IHHA
I «YKPMETPTECTCTAHIAPT»
3ACBIYYE, LLO

CUNCTEMA YTIPABJIIHHA AKICTHO

TOBAPVCTBA 3 OBME>XXEHOR BIAMNOBIAAJIBHICTHO
«BITPOTECT BIOPEAIEHT»

KOpuaunyHa agpeca: Byn. boiuyka, 18-b, kB. 56, M. KuiB,
01103, YkpaiHa
Appeca BupobHuyrtea: By/n. KypopTHa, 11, m. Kuig, 04075, YkpaiHa

Kog EZIPTIOY 42149820

CTOCOBHO
PO3pP06/IEHHA Ta BUPOOHMLTBA TECT-CUCTEM IMYHODEPMEHTHUX

BIAMNOBIOAE B/IMOI'AM
AOCTY EN 13013485:2018
(EV 150 13485:2016, HOT; 130 13485:2016, HOT)

Ceptudpikat Ne 1IA.C.378-19 B PeecTpi OpraHny ceptudikadii
3apeecTpoBaHuii " 25 " nuctonaga 2019 poky
YMHHUI ao " 24 " nuctonaga 2022 poky
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IHCTPYKLIA 3 BUKOPUCTAHHHA
} . TKI26
Vitrotest® Bordetella pertussis IgM 96 ananisis

IMyHO(hepMeHTHa TecT-cnuctema Ansa akicCHOro Ta HaniBKiNbKICHOrO BU3HaYeHHS
aHTWTIN knacy IgM no Bordetella pertussis.

1. NPU3HAYEHHA

IMyHOothepmeHTHa TecT-cuctema Vitrotest® Bordetella pertussis IgM npusHayeHa anga sgkicHo-
ro Ta HaniBKiNbKICHOrO BM3HauYeHHs aHTUTIN knacy IgM, cneundiunnx go Bordetella pertussis, y
CYpPOBAaTLI YK NNasmi KpoBi MOAUHN.

TecT-Habip Moxe OyTn 3aCTOCOBaHMIA AK 415 NpOBeAeHHs iMyHohepMeHTHOro aHanisy (I®A) 3
BMKOPUCTAHHAM aBTOMaTUYHMX NiNeTOK Ta CTaHAapTHOro ob6nagHaHHs, Tak i ANg NOCTaHOBKMW Ha
aBTOMaTUYHOMY iIMyHOMEPMEHTHOMY aHani3aTopi BiAKPUTOro Tumny.

2. KJIIHIMHE 3HAYEHHS

Kawntok — He6e3neyHa pecnipaTopHa iHeKUia, cnpuunHeHa 6akTepieto Bordetella pertussis.
XapaKTepHUMK NposBamMun 3aXBOPIOBAHHA € HaNaAoNoAIOHWIA CNaCcTUYHWI Kallenb, CBUCTAYNIA LLYM
npv BANXaHHI MOBITPA, NOCTKaL/IbOBE 6/1I0BaHHA TOLWO. HaiTaXYe Kall/ItoK NPOTIKAaE Yy HEMOBAT i
AiTeN PaHHBbOTO BiKY - HEPIAKO 3 3yNUHKOIO AMXaHHS (anHoe) Ta CMepTeNbHUMY BUNaakamu.

Kaluntok € BCECBITHbO NOLUMPEHOIO XBOPOOOIO 3 LIMKNIYHUM Nepebirom Ta nikamm 3aXBOptoBaHO-
CTi KOXHI 3-5 poKiB. 3 0rnagy Ha TAXKICTb KNiHIYHMX NPOSABIB B 6araTbox KpaiHax CBiTy BNpoBaaXe-
Ha BaKUMHaLUig NpoTun kawnoky. Came BHaCNiAOK LWUMPOKOMAaCLITaObHO! BakLMHaLlil, npoBeaeHol y
1950-1960 pokax y po3BUHYTUX KpaiHax, CTaNoCa Pi3Ke 3HMXKEHHS 3axXBOPIOBAHOCTI (OiNbLL HiX Ha
90%) i CMepPTHOCTI Bif KaLLMOKY.

OpfHak, He3Baxaloun Ha BUCOKWIA PIBEHb OXOMNEHHS HaCEeNeHHS LWenneHHaAMM, KalloK 3a-
NUWAETLCA NPOOGNEMOIO OXOPOHWM 340POB'A B YCbOMY CBITI: LLIOPIYHO PEECTPYETLCH NPUOAN3HO
140000 BMNaakiB 3axXBOPOBaHHS.

B YkpaiHi BignosiaHo A0 HauioHanbHOro kaneHaaps wenneHb, BakLMHyBaTu Aitei Ana npodi-
NaKTUKK KaloKy HeobxigHo y BiUi 2, 4, 6118 micauis. na BakumHaUil AiTeli NpoTy Kalw/toKy Ha
nepLomMy POoLi XUTTA MOXYTb BUKOPUCTOBYBATUCS BaKUMHU K 3 auenongprHum (AaKAdr), tak i 3
LinbHOKNITUHHMM (AKM) KawnokoBMM KOMAOHEHTOM. ChopMOBaHuii B pe3ynbTaTi MOBHOIO Kyp-
Cy BaKUMHaUIT iIMyHITET NpOTK Kalwioky 36epiraeTbCa BMPOAOBX 5-7 pPOKiB.

ONna AiarHOCTMKK KalwMoKy BUKOPUCTOBYIOTb N1ab0paToOpHi METOAM, cepefl AKUX HarbiNbLl no-
LWMPEHMMU € MeTOA NoniMepasHol NaHUoroBol peakuil (BUANEHHA 30yAHMKA NPOTArOM MepLUmx
2-3 TUXKHIB XBOPOOM) Ta iIMyHOEePMEHTHWI aHani3 (BU3HauYeHHs cneundivHmx aHTuTin). BuasneHHs
aHTUTIN Knacy IgM, cneundivyHnx oo Bordetella pertussis, CBiA4MTL NPO FOCTPY iHPEKLiIO KaLlTIOKY
ab0 HelloAaBHO NepeHeceHy BakunHauitlo. BusHaueHHa aHTutin knacy IgG o cneundivHoro ans
Bordetella pertussis TokcuHy (PT) y cupoBaTLi KpOBi HeBaKUMHOBaHOI 0cobu 4O3BOMASAE AiarHoc-
TyBaTU MUHYNY @00 MOTOYHY iHEeKLUilO Kal/IoKy, a TaKoX Hada€ iHdopmaLilo Npo cneundivHmii
IMYHITET Nicng BakUMHaLIT.

3. MPUHLUNUN AHANIZY

BusHaueHHA aHTuTin knacy IgM, cneumndiyHnx po Bordetella pertussis, B TecT-cuctemi
Vitrotest® Bordetella pertussis IgM 6a3yeTbCca Ha NpUHUMNI «<HENPAMOro» TBepaodasHoro IOA
Yy ABOXEeTanHii iHKybauil. Y nyHkax nnaHweTty 3acopboBaHi aHTureHu Bordetella pertussis. Tig
yac mepuworo etany iHky6auii gocnigxyBaHnx 3paskiB B NyHkax IPA-nnaHweTa BiAOyBa€ETbCA
3B'A3yBaHH4A, 3@ HAABHOCTI Y 3pa3kax, cneundiynnx o Bordetella pertussis aHTUTIN 3 aHTUreHa-
MW Ha TBepain asi. J/IyHkn BigMMBatOTbCS ANS BUAANEHHSA HE3B'A3aHUX aHTUTIN, 3a1MWaoTbCa
nvwe cneunivHi KOMNNEKCH aHTUreH-aHTuTiNo. MicNa uboro A0AAETLCA KOH'OraT aHTUBUAOBMX
aHTU-IgM MOHOK/IOHANbHUX @HTUTIN 3 NEPOKCUMAA300 XPOHY, AKi 3B'A3YI0TLCA 3 IMYHHUMK KOMIM-
nekcamn Ha TBepain dasi. He3p’d3aHi KOMNOHEHTN BUAANAOTLCA Mif Yac BiaMMBaHHA. Komniekcu
aHTUIFEH-aHTUTINO BUABNSIOTLCS LWASXOM AOoAaBaHHA po34unHy xpomoreHy 3,3,5,5-TeTpametun-
6eH3unanHy (TMB) 3 nepekuncom BogHto. Micna 15 min iHkyOauii peakuia 3ynMHAETbCA 4OAaBAHHAM
cTon-peareHTy. OntnyHa ryctnHa (O) B NyHKax BU3HAYaETbCA Ha CNEeKTPOMOTOMETPI NpU AOBXMHI
xBuni 450/620-695 nm. IHTEHCUBHICTb XOBTOro 3a6apB/IEHHA NPOMNOPLIAHA KiNbKOCTI aHTUTIN Y
3pasky.

4. MATEPIAJTN TA OBJTAOHAHHY
4.1. Cknap Habopy

IOA-nnaHwer
ELISA STRIPS 1x96 Y KOXHIN nyHUI nnaswery 3aCOp6lOBaHi aHTUreHu
NYHOK Bordetella pertussis. JlyHK MOXHa BiAOKPEM/IIOBATU.
12 cTpunie No 8 NyHOK.
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1x96

[PREDILUTION PLATE] nyHOK MnaHIWeT ANs NonepeaHbOro PO3BEEHHS 3paskKiB
CONTROL] 0.5 ml HeratusHuii KoHTponL

Po34nH anbOyMiHy 3 KOHCEPBAHTOM (>KOBTWIA).

Mo3nTMBHUIA KOHTPONb
CONTROLJ +] 1x0,3 ml Po3unH cneundivHnx iMyHorno6yniHiB 3 KOHCepBaH-
TOM (POXeBMWIA).

Po34unH ana nonepefHbLOro po3BeeHHs 3paskis
[SAMPLE PREDILUENT] %20 ml BydepHnin po3umnH 3 AeTepreHTom Ta KOHCEPBAHTOM
(KOpUYHEBO-3€N1EHNIA)

Po34unH ans posseaeHHs 3paskis
SAMPLE DILUENT 1x12 ml BydepHnin po3umnH 3 AeTepreHTom Ta KOHCEPBAHTOM
(>xoBTUN)

Po3uunH koH’toraty

BydhepHUii po3umH MOHOKNOHaNbHUX aHTKTIA Ao IgM
[CONJUGATE SOLUTION] | 1x12 ml NIOAVHY, KOH'IOFOBaHNX 3 MEepPOKCHAA30I0 XPOHY, 3i
cTtabinisatopaMun Ta KOHCepBaHTOM (hioneToBwid), ro-
TOBWI O BUKOPUCTAHH4.

Po3unH TMb

TMB SOLUTION 1x12 ml Posuun TMB, H,0,, cTabinisatop, KoHCepBaHT (6e3-

6apBHWIA), TOTOBWIA 4O BUKOPUCTAHHS.

Po3uun ans npomusanus Tw20 (20x)
[WASH TWEEN]20X] 1x50 ml 20-T KpaTHUI KOHUEeHTpaT ocdaTHoro Gydepy 3
TeiHoM-20 Ta NaCl (6e36apBHUNA).

Cron-peareHTt
STOP SOLUTION 1x12 ml Po3uuH 0,5 mol/l H,SO, (6e36apsHui), rotosun 0o
BUKOPUCTAHHSA.

Knelika nniBka (2), 6naHk BHeCeHHA Npoo (1), IHCTPYKLUIA 3 BUKOPUCTAHHSA Ta cepTudikat sKocTi.

4.2. lopaTKoBi peakTuBu, MaTeplanM Ta 06NagHaHHA
— ABTOMaTUYHI NineTkn 3MiHHOro o6’emy Ha 10—1000 pl Ta HAKOHEYHUKK 4O HUX;
— cnekTpodoToMeTp (pigep) Ana MikponnaHweTis Ha 450/620-695 nm;
— MipHWii na6opaTopHmii nocya (10-1000 ml);
— faeioHizoBaHa abo ANCTUNbOBaHa BOAa;
— TepmocTaT Ha 37 °C;
— aBToMaTu4yHuii abo HaniBaBTOMaTUYHKIA NpOMMBAY NaHWeTiB (Bowep);
— KOHTEWHepW AN4 BiAXOAiIB NOTEHLIMHO 3apaXXeHoro Martepiasny;
— Tanmep;
— pinbTpyBanbHWA Nanip;
— 0HOPA30Bi PYKaBUYKU;
— pesiHdikytodi 3acobu;
— 3aXWUCHWA oaar.

5. 3ACTEPEXEHHA TA 3AXOM BE3MNEKA
5.1. 3acTepexeHHs

LloTpumaHHs yacy iHKyoawil Ta TeMneparypu € HaA3BUYANHO BAX/IMBUM [/15 KOPEKTHOIO pe3y/sraty IOA.

— HE BMKOPWUCTOBYBATU KOMMOHEHTU TECT-CMCTEMU NICNA 3aKIHYEHHA CTPOKY NPUAATHOCTI,

— He BMKOPMWCTOBYBATK Mif YacC aHanily Ta He 3MillyBaTh KOMMNOHEHTHN PiI3HUX CEPIN, KOMMNOHEH-
TV 3 TECT-CUCTEM PISHUX HO30MOTi @00 peareHT iHWKX BUPOOHNKIB Y NOEAHAHHI 3 HAOopamu
Vitrotest®;

Tpumitka: gonyckaetscs sukopuctanns [WASH TWEEN]20X] [TMB SOLUTION] [STOP SOLUTION] ra
[SAMPLE PREDILUENT|/Huwsx cepid.

— NiCNA BUKOPUCTaHHA PeareHTy 3akprBaTh KOXeH h1akoH CBOEKD KPULLIKOIO;

— Nif 4ac NPOMMBAHHA KOHTPOMIOBATH HANOBHEHHS Ta MOBHY acnipaLito PO34MHY 3 NYHOK;

— KOXHOrO pasy BMKOPUCTOBYBATU HOBWIA HAKOHEYHMK NINeTKN ANA BHECEHHSA 3pa3kiB abo pe-
areHTiB;
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—  YHUKATK OOTPANAAHHA MPAMUX COHAYHUX MPOMEHIB Ha PeareHT TecT-CUCTeMU;
- mMae Oyt 6e30apBHUM nepej BUKOPUCTAHHAM. AKLIO PO34YMH 3abaps-
eHWN B CUHIN ab0 XOBTWUIA KOMIpP, MOro He MOXHa BUKOPWUCTOBYBATWU. YHUKATU KOHTaKTy
3 mMeTanamu abo ioHamu MeTanis. na po6oTn BUKOPUCTOBYBATU NIULLIE Y-
CTWIA, peTefibHO BUMONOCKaHWI AUCTUIBOBAHOIO BOAOIKO MOCYA,

— Hi B S5KOMY pas3i He BUKOPWCTOBYBATW OAWH i TOW Xe nocya ANns |CONJUGATE SOLUTION| Ta
TMB SOLUTION}

Bupo6ruk He Hece BiANOBIAANLHICTL 3G OyAb-SKi HEKOPEKTHI PE3Y/IbTATH Ta HECHPUAT/INBI BUNGAKN, LU0 BUHUK/IN
BHAC/TIAOK NOPYILEHb BALLEHABEACHUX 30CTEPEXEHb. BUPOOHUK HE Hece BIANOBIAA/bHICTb 3 Bi3yanbHuil 001K pe-
3Y/ILTATIB AHANI3Y (6€3 BUKOPUCTAHHS CMEKTPOHOTOMETPG).

5.2. 3axoau 6e3neku

- BCi peareHTn Habopy Npu3HadeHi TinbkK ANKA in Vitro AiarHOCTUKM Ta MOXYTb BUKOPUCTOBYBA-
TUCS TiNbKW KBanihikoBaHUM NepcoHanowm;

- MOCTaHOBKY aHanizy NpoBOAMTM NULIe B 3aXMCHOMY OASA3i, OAHOPAa30BUX PyKaBMyKax Ta 3a-
XWUCHUX OKYyNndApax;

- He JONyCKaETbCA NPUAMaTH XY, NUTK, NannTn abo KOPUCTYBATUCA KOCMETUKOIO Y KiMHaTI BUKO-
HaHHA TecTy;

- He ninetyBaTh PO34MHU POTOM,;

- HeraTuBHWIA KOHTpONb TecT-cuctemu Vitrotest® Bordetella pertussis IgM He MICTUTb KOMMOHEH-
TiB NOACBKOrO MOXOAXKEHHS;

- MO3UTUBHWIA KOHTPONb TecT-cuctemn Vitrotest® Bordetella pertussis IgM npotecTtoBaHuii Ta
BW3HaHW HeratmeHuM Ha HBsSAQ Ta aHTuTina go BIJ1, BI'C ta Treponema pallidum, ogHak npa-
LloBaTH 3 KOHTPOMEM Ta AOCNIAXYBaHMMM 3pa3kamMn CAiA 9K i3 NOTEHUIHO He6e3nNeyYyHUM iH-
hekuiiHnm maTepianow;

— [eAKi KOMMNOHEHTN TECT-CUCTEMU MICTATb HU3bKi KOHLEHTPaLIT WKIANMBUX PEeYOBUH Ta MOXYTb
COPUYMHUTKM NOAPAa3H i 060/10HOK. [py NOTpanaHHI
STOP SOLUTION|1a |[CONJUGATE SOLUTION| Ha cnn3oBi 060/10HKM Ta WKipy HEOOXiAHO He-
raiHO MPOMUTK ypaxkeHe MicLie BE/IMKOIO KiflbKiCTIO BOAMY;

- Yy pasi po36pn3KyBaHHA PO34YMHIB, WO HE MICTATb KUCNOTY, HAaNpuKaaa, CMpoBaToK, 06pobuTn
NoOBEPXHIO Ae3iIHMIKYIOHMM 3aCOO0M, @ NOTIM BUTEPTU HACYxOo (iNbTpyBanbHWM nanepom. B
iHLWOMY BMMNAAKY KUCNOTY CnovaTtKy NoTPiOHO HENTpanisyBatn po3vnHom 6ikapOoHaTy HaTpito,
a NoTiM BUTEPTMN MOBEPXHIO AK OMMCAHO BULLLE.

5.3. Ytunisauiqa Bigxoais

— PIiAKi BIOXOAM CNiA IHAKTMBYBATH, HaNpWKAag, PO34YNMHOM NepeknCy BOAHIO Y KiHLEBI KOHLEH-
Tpauii 6 % ynpoaosx 3 h 3a kiMHaTHOT TemnepaTtypu, abo rinoX/I0PUTOM HATPIlO Y KiHUEBI
KOHUeHTpaui’ 5 % npotarom 30 min, abo iHWWMKU 4O3BONEHUMM Ae3iHDIKYIOUMMM 3aco6amu;

- TBepAi BiAX0Au CNif iHaKTMBYBaTW LWAAXOM aBTOKNaByBaHHsA 3a Temnepatypu 121°C ynpoaosx
1h;

- He aBTOK/1aByBaTW PO3YMHMU, LLO MICTATb @31z HaTPilo ab0 rinoX/10pPUT HAaTPIto;

- BMAaNeHHa iHaKTMBOBaHMX BiAX0oA4iB MPOBOANTM 3riAHO 3 YMHHUM 3aKOHOAABCTBOM YKpaiHu;

- BMAaNeHHsa pewT KOMMOHEHTIB TeCT-CMCTeM MiCNs BUMKOPWUCTaHHA nposoauTu 3rigHo GLP
(good laboratory practice) Ta YMHHOIrO 3aKOHOA4ABCTBA YKpaiHn B chepi NOBOAXEHHA 3 BiA-
xogamu.

6. 3bEPIFTAHHSA TA CTABI/IbHICTb

PeareHTtn TecT-cuctemu ctTabinbHi NPOTArOM CTPOKY NPUAATHOCTI, BKA3aHOro Ha eTUKETL, AKLLO
x 306epiratv 3a Temnepatypu 2-8 °C. He onyCKaeTbCst 3aMOPOXYBaHHA TeCT-CMCTeMU. TpaHcnop-
TyBaTu Habip 3a Temnepatypu 2-8 °C. [lonycKaeTbCA OQHOPa30Be TPAaHCNOPTYBaHHA 3a TeMnepa-
Typu He Bue 23 °C NpoTAaroM ABOX AHIB.

[icng nepLuoro BiAKPUTTS NEPBUHHOIO MAKYBAHHS KOMMIOHEHTU TECT-CUCTEMU € CTAOI/IbHUMM
MPOTAroM 3 MICALIB, OKPIM THX, L0 3a3HAYEHI B 1. 8 AAHOI IHCTPYKUII.

7. MIArOTOBKA 3PA3KIB

3pa3ku cupoBaTtkn Yn nnasmu (EDTA, niTii-renapuH, uMTpart HaTpito, (pTopua Kanito) kposi 36e-
piratn 3a Temnepatypu 2-8 °C He Ginblwe 3 AHIB nicnsg 3a6opy. [Ana 6inbl TpuBanoro 36epiraHHa
3pasku TpUMaTn y MOpPO3UbHIA kamepi 3a Temnepatypu Big -20 go -70 °C. 3aMOpPOXEHi 3pa3ku
nepes BUKOPUCTaHHAM PO3MOPO3NTN Ta BUTPUMATH 3a KIMHATHOI Temnepatypu ynpoaosx 30 min.
He BrkopucToBYBaTH NPOrpiti 3pasku. [Nicng po3MOPOXYBAHHS 3pa3ky CNig nepemiwaTty 3aang
OOCHATHEHHA OAHOPIAHOCTI. YHMKATM MOBTOPHOrO 3aMOPOXYBaHHSA-BiATAlOBaHHS [OCNiIAXYBa-
HWX 3pas3KiB. ¥ pasi NOMYTHIHHA CMPOBATKY (4M NNa3Mu) 3BINBHUTK Bifl HEPO3UMHHUX BKIIOYEHD
ueHTpudyrysaHHam npu 3000 obeptie/min npotarom 10-15 min. He BukopucTOBYBaTH 3pas-
KW CMPOBATOK (4M MAasmu) i3 BUPaxXeHOo NinigeMielo, reMoni3oMm, a TakoxX 6akTepiiH1M Npopo-
CTOM. Ha pe3ynbraTt aHanisy He BNAMBAE NPUCYTHICTb Y 3pa3Ky OinipybiHy B KOHUeHTpauil 4o

0,21 mg/ml (361,8 umol/l), remorno6iHy B KOHUeHTpaui’ 4o 10 mg/mli Tpurniuepunais B KOHUEHTpaUil

o 10 mg/ml (11,3 mmol/l).
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8. MNIArOTOBKA PEATEHTIB

Jyxe BaxX/mBo BUTpUMATH BCi PEAreHTy! TEeCT-CUCTeMM 30 KiMHaTHOI Temnepartypu 18-25 °C nporsarom 30 min nepes
BUKOPUCTAHHAM!
8.1. MigrotoBka I®A-nnaHwWweTa

yﬂaKOBaHO nif, BAKYYMOM 3 BO/IOTOMNOTIMHAYEM.

Onga nonepepXeHHs KOHAEHCaUT BOAN B IyHKaxX CAif BigKpuBaTu nuwe nicng
BUTPpUMyBaHHa 30 min 3a kiMHaTHOT Temnepatypu. [MOoTiM PO3KPUTK BaKyyMHY YNakoBKY, BigOKpe-
MWUTU HEOOXIAHY KINbKICTb NYHOK, @ PELUTY BiApa3y X peTesibHO ynakyBaTi 3 BO/IOrOMNorinHavyem
Ta 30epiratu Li/IbHO 3aKPUTUMU HA 3AMOK (zip-lock) 3a Temnepatypn 2-8 °C. 36epiraHHA B Takuii
Cnoci6 ynakoBaHOro naaHweTa 3abe3nevye oro cTabinbHICTb NPOTArOM 3 MiCAUIB.

8.2. MpuroTyBaHHS poO34MHY ANS NPOMUBAHHSA

AN NpurotyBaHHS  pO34YMHY ANS  NPOMMBAHHA HEOOXiAHO PO3BECTUM  KOHLUEeHTpaT
[WASH TWEEN]20X] 1:20 (1+19) anctnnboBaHow abo A ioHI30BAHOK BOAOID, MOTIM NepemilaTy.
Hanpuknaa, 4 ml KoHueHTpaTy + 76 ml BoawW, WO AOCTATHLO ANSA 8 NYHOK. Y BMNaAKy HagBHOCTI
KpWCTaniB y KOHUEHTPaTI pO34YMHY 4719 NPOMMBAHHA NOTPIOHO NPOrpiTh hnakoH 3a TemnepaTypu
37 °C 0o NOBHOIO po34mHeHHA kpucTtanis (15 - 20 min). Po3BegeHunii po3ynH MoxHa 36epirat 3a
Temnepatrypu 2-8 °C He Ginblue 7 AHiB.

8.3. NonepenHe po3BefeHHS 3pa3kiB Ta KOHTPONIB

[ocninxysaHi 3pasku Ta KOHTpoNi nonepenHbLo possectu y 10 pasis [SAMPLE PREDILUENT]
[ns uboro B HeoOXigHY KinbkicTb NyHOK [PREDILUTION PLATE| (koMnnekTyeTbCa B HaOOPI) BHe-
cT1 no 90 pl [SAMPLE PREDILUENT]Ta aogat no 10 pl 3paskis Ta KOHTponiB. IMig 4ac BHECEHHS
3pa3KiB Ta KOHTPONIB 0OEPEXHO NiNeTyBaTH CYMill, NPU LibOMY KOAIP PO34MHY ANA NONEpPeAHbOro
pPO3BEAEHHA 3pa3kiB MOBUHEH 3MIHUTUCb 3 KOPUYHEBO-3E1EHOI0 Ha_ CUHIN

[licna po3BeAEHHA Ta NepeHeCeHHsS 3Pa3KiB BUKOPUCTAHI TyHKU [PREDILUTION PLATE] Heo6-
XiAHO 3HE3apPasnTN WAAXOM 3aMOYYBaHHA B Ae3iHDIKYIOHOMY PO34MHI a00 aBTOK/1aBYBaHHAM.

[Mpouenypy po3BefeHHs 3pa3kiB Ta KOHTPOMIB HEOOXIAHO NPOBOAUTK 6e3nocepeHbo nepen
aHanisom.

9. MPOLEEAYPA AHANI3Y

9.1. MigrotyBaTn HEOOXiIAHY KiNbKICTb NYHOK ANs aHanisy (KinbkicTb 4OCNiAXYBa-
HUX 3pasKiB Ta 4 NyHKW ANA KOHTPONIB), BCTaBUTK IX B paMKy IOA-nnaHweta. JTyHKN 3 KOHTPO-
NAMU 0O0B'A3KOBO BK/IIOHATHN O KOXKHOT NOCTAHOBKMW aHaniy.

. 3anoBHUTN 61aHK BHECEHHSA NPOoo.

. MpurotyBaTtt PO34YMH ANA NPOMUBAHHA 3rigHO 3 MYHKTOM 8.2.

. NpoBecTn nonepeaHe po3BefeHHs 3pa3kiB Ta KOHTPOAIB BiANOBIAHO A0 NYHKTY 8.3.

. B nyHku ctpunis I®A-nnaHweta BHecTn no 90 pl 4

. BHectn B nyHkun no 10 pl nonepeaHbo posseaernx 1:10 KOHTPONIB Ta AOCAIAXYBaHMX 3pas3-
KiB: B NIyHKY Al — [CONTROL] +], B nyHku B1, C1 1a D1 - [CONTROL[— | B peLTy NyHOK — Ao~
CNiAXXYyBaHiI 3pa3ku. [aknMMm YMHOM, KiHLEBE pO3Be[eHHHA 3Pa3kKiB Ta KOHTPO/IB B NyHKaxX
I®A-nnaHweTa Mae ctaHoBUTK 1:100. O6epexHO nineTyBaTu CyMilll B TyHKaX, He 4onycKaloun
NiHOYTBOPeHH4. ia Yac BHECEHHS 3pa3KiB BiAOYBAETLCH 3MiHA KOTbOPY PO3UMNHY 3 XKOBTOrO
Ha 3e1eHn.

9.7. 3akneitn cTpunu KNenkoto NNiBkow Ta iHkyOysaTtn npotsarom 30 min 3a Temnepatypwu 37 °C.
9.8. Mo 3aKiH4YeHHI iHKyObaLil 06epexHO 3HATU KNeliky NNiBKY Ta MPOMUTU NYHKK N'aTb pasiB 3
BUKOPWCTaHHAM @aBTOMaTMYHOIrO NpoMmBaYda abo 8-kaHanbHOI NiNeTKN HAaCTYMHUM YUHOM:

— BUWAAAUTN BMICT IYHOK B KOHTEMHEP AN PiAKWUX BIAXOAIB;
— HaMNOBHUTW NYHKN CTPUNIB HE MeHLW HiX N0 300 pl po34MHOM ANA NPOMUBAHHS, 3aIUWNTU He
MeHLW Ak Ha 30 s;
— acnipyBaTh PO34KMH 3 IYHOK, 3a/IMLLKOBUI 00’eM PO34MHY NiCad acnipauii Ha BCix eTanax npo-
MWUBaHHA Ma€ cknagatu He Ginblie 5 pl;
— NOBTOPUTM NPOLLEAYPY NPOMUBAHHS e YOTUPU pasu;
— nicng oCTaHHbOT acnipaui’t N1o36aBUTUCE 3aMBOT BOMOMM, NOCTYKYIOUM MIAHWETOM MO (iNbTpy-
Ba/IbHOMY nanepy.
9.9. B nyHku ctpuniB BHectn no 100 pl [CONJUGATE SOLUTION]. CTpunn HaKpUTN HOBOIO KNEN-
KOO M/iBKOIO Ta iHkyOyBaT npotarom 30 min 3a Temnepatypwu 37 °C.
9.10.T1o 3aKkiHYeHHI iHKyOaLil 06epexXHO 3HATU KAenKy NNIBKY Ta MPOMUTU YHKU M'ATb PasiB, gk
onucaHo B n. 9.8.
9.11. He Topkatounch AHa Ta CTIHOK TYHOK mnaHweTa, BHecTn no 100 pl B JTYHKMW.
9.12. IHkybyBaTn |IOGA-nnaHweT npotaroMm 15 min B TeMHOMY MicuUi 3a KiMHaTHOI TemnepaTtypwu
18-25 °C. He BMuKOpUCTOBYBATK K/1elKY NNiBKY Ha AaHOMY eTani.
9.13. [Ing 3ynMHeHHa hepMeHTaT1BHOI peakuii BHecTu B ayHkn no 100 ul [STOP SOLUTION| notpu-
MYIOYNCh TIET X NOCAIAOBHOCTI, WO i Npn BHeCeHHI |[TMB SOLUTION|

© © OO
[OXGENYEN)
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9.14. Bumipstu Ha pigepi O B KOXHIiV nyHUI Npy A0BXWHI XxB1Ni 450/620-695 nm npotsarom 5 min
nicnga 3ynuMHeHHs peakuil. o npoBeAeHHsa BUMIpIOBaHHS NEPEKOHaTUCS Y YNCTOTi 30BHILLUHbOT
MOBEPXHi AHA NYHOK Ta BIACYTHOCTI OyNb0OalloK.

O6nik pe3ynbratis aHanizy MOXHA rPOBOANTI B OAHOXBU/ILOBOMY PEXUMI Pu AOBXUHI XBU/TI

450 nm. B LUbOMY BUNAAKY C/1IA 3A/IULINTU JIYHKY [/159 BCTAHOBEHHS O/1GHKY (B TAKY /TyYHKY BHOCUTH
mwe | TMB SOLUTION| ra [STOP SOLUTIONJ).

10. OBJTIK PE3Y/IbTATIB TA IX IHTEPMPETALIS

10.1. O6nik pe3ynbraTiB aHanisy
Po3paxyBaTtu cepegHe 3HadeHHa O HeraTMBHOIro KOHTPoto (NC), piBeHb FPaHNYHOro 3HaYEH-
HA (Cut off - CO) Ta iHAeKkC No3MTUBHOCTI 3pa3ka (IP

samp\e):
Nc =(Ncl+Nc2 +Nc3)/3;
CO=Nc+ 0,45
lPsamp\e :ODsamp\e/CO'

ne OD

10.2. locTOBipHiCTb pe3ynbTatiB aHanisy
[aHi TecTy BBaXatoTbCA JOCTOBIPHUMU, AKLLO BOHW BiAMOBIAAIOTb HACTYMHUM BUMOraMm:

CONTROLJ +] Oor > 0,800
CONTROL[ -] Or <0,150

Nc x 0,5 <Ncn <Ncx 2,0

— ONTUYHa ryCcTnHa 3pas3ka.

sample

ne Ncn - KoxHe n-3HadveHHa O
CONTROL| -] HeratMBHoro KoHtpono (Ncl,
Nc2, Nc3)

AKLWOo ofHe 3i3HaYeHb Ol HeraTMBHOIO KOHTPO/IIO BUXOANTb 3@ MEXI BKA3aHOMO BULLE iIHTepBa-
Ny, AOro BiAKMAaloTb i po3paxoBytoTb NC 3a pelToto 3Ha4eHb O HeraTMBHOIrO KOHTPOIO. AKLLO
6inbW HiXX oaHe 3HauyeHHA O HeraTMBHOrO KOHTPO/IIO HEe BiAMOBIAAE 3a3HAYEHUM BMMOraMm, TO
TECT BBAXAETbCA HEKOPEKTHUM | NOTPeOy€e NOBTOPHOIO aHanisy.

10.3. IHTepnpeTauis pe3ynbraris

sompte > 11 NO3NTUBHWY
08<IP . <11 HEBU3HAYEHUI"
P, <08 HEFATUBHI

*HeBn3HaueHi 3paskn peKOMEeHAYETbCA AOCNIANTU MOBTOPHO. AKLWO pe3ynsrati 3HOBY OyayTb Y
Mexax HeBM3HauveHMx, cnig NnposecTy BiAbip HOBOroO 3pas3ka.

1. AIATHOCTUYHI XAPAKTEPUCTUKW TECTY
11.1. CneumdivHicTb Ta YyTAMBICTb

Ona ouiHkn yytnmnBocCTi Oyno npoaHanizoBaHo 57 3paskiB CUMPOBATOK KPOBIi, MO3UTUBHUX
B IHWIA  kKomepuiiHii  TecT-cuctemi, wo wmae CE-mapkyBaHHA. BigHOCHa  4yTauBICTb
Vitrotest® Bordetella pertussis IgM npu Lubomy cTaHoBKMAa 98,2 %.

[ns ouiHkn cneumndivHocTi TecT-cnctemn Vitrotest® Bordetella pertussis IgM 6yno npoaHanisoBaHo
120 3pas3kKiB CMPOBATOK KPOBI, Ki HE MICTUAK cneundivHnx IgM 3a pe3synbrataMmmn 4OCAIAXKEHb B iHLUIN
KOMEPpLUIHi TecT-cnuctemi. BigHocHa cneumdidHicTb npu Lbomy cknana 99,2 %.

11.2. TouHicTb

[ToBTOPIOBAHICTL PE3Y/ILTATIB Y MEXAX OAHIEI NOCTaHOBKM aHani3y (Intra assay repeatability)

KoediuieHT Bapiauil (CV) Ana ABOX 3pas3kKiB 3 Pi3HUM PiBHEM CNeUUdiIYHNX aHTUTIN ouiHoBanu B 32
NOBTOPAax Ha OfIHIN cepil TeCT-CUCTEMM.

N° 3pasky P, CV, %
870 2,06 5/
1360 5,08 77

BinTB0pIOBAHICTL PE3YALTATIB MiX Pi3HMMM MOCTAHOBKAMU aHani3y (Inter assay reproducibility)
KoediuieHt Bapiauil (CV) ana ABOX 3paskiB 3 PI3HWM pPIiBHEM CNEULUdIYHUX aHTUTIN OUiHIOBaNu
NPOTAroM YOTUPLOX [AHIB B HOTUPLOX MOCTAHOBKAxX aHasi3y Nno 8 NOBTOPIB B KOXHOMY aHanisi.
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N° 3pasky IF’Cep CV, %

870 2N 73
1360 5,04 53

. OBMEXEHHSA AHANI3Y

[o3nTMBHUIA pelynbTaT, oTpuMaHuin B TecT-cuctemi Vitrotest® Bordetella pertussis IgM, cBiguntb

np

O HasABHICTb Yy MaujieHTa cneumndivyHmnx 4o Bordetella pertussis aHTuTin knacy IgM.

Cnia 3ayBaxutn, WO Ha NoYaTKOBI cTaail iHikyBaHHA pe3synbtat IGA Moxe OyTv HeraTuBHWUIA

ve

pe3 BIACYTHICTb ab0 HU3bKY KOHLEHTpauito aHtuTtin fo Bordetella pertussis. pu HasgBHOCTI

KMIHIYHKMX NPOSBIB 3aXBOPIOBAHHA PEKOMEHAYETLCS MPOBECTU MOBTOPHE TECTyBaHHA 4epes aBa-

YOTMPU TUXKHI, @ TaKOX AOCNIANTM 3pa30K NaujieHTa Ha cneumdiyHi aHTuTiNa Knacy 1gG.
3 o6epexHiCTio cnig iHTepnpeTtyBaTu pe3ynbraTti, OTpUMaHi ANna iMyHOCynpecoBaHWX OcCi6 Ta
HOBOHAPOOXKEHWX.

[iarHo3 He Moxe OyTn BCTaHOBAEHWI Mue Ha niacTaBi pe3ynbTaTiB CEPONOriYHOro TecTy.
[MoctaHOBKa AiarHoly MNpPOBOAMTLCS NUWe ikapeM 3 ypaxyBaHHAM OTPUMaHWX pe3ynbraTis

KO

13

MMIEKCY AOCNIAXEHb, aHAMHE3Y Ta KMIHIYHOT KapTUHW.

. MPOBJIEMU, GKI MOXYTb BWHWKHYTW TPU TPOBEAEHHI [DA,

TA CMOCOBMW iX YCYHEHHS

Moxnsi npnanHm Criocobu ycyHeHHs npobnem

BACOKMI GHOH Y JTYHKAX BCbOrO MAIAHLIETA

[loYncTnTM FONOBKY NpOMMBAYaA Ta MPOMUTH

3abpyaHeHuii npommnsay 30 % pO34YMHOM €TUI0BOro CANPTY, NOTIM

ANCTUNBOBAHOK BOAOIO

H

BVIKODI/ICTOByBaTVI o4nleHy Boay 3 NMMTOMUM

n3bka gKicTb abo 3a6 HEHHS BOAN
PYA A onopom > 10 MQ-cm.

BukopuctaHHA noraHo noMUTOro nocyay BukopucToByBaTh XiMiYHO YNCTHIA NOCya
BukopuctaHHaA gesiHdikytoumnx 3acoois, Wo He BnkopucToByBaTW X/IOPBMICHI

MICTATb X/10P [esiHgikytodi 3acobu

BukopuctaHHA 3a0pyAHEHNX HAKOHEYHNKIB BukopucTtoByBaTV HOBI HAKOHEYHUKM
36inbWweHo Yac iHky6auil abo 3MiHEHO [oTtpumyBaTuCa pexnmy iHkybalii BignosigHoO
TeMnepaTtypHuii pexmum [0 IHCTPYKLUIT 3 BUKOPUCTAHHSA

Bucoknii hoH B okpemux pspax

[MoBTOpHE BHECEHHS po3unHy TMbB Po3unH TMB BHOCKUTM 0aVH pa3

3abpyaHEHHSA KOHYCY aBTOMAaTUYHOT NiNeTkun [MpoynctnTy nineTky i o6epexHo HabupaTtu

PO34YNHOM KOH'loraTty pianHy

3abpyaHeHnn OAWH i3 KaHaniB npommneaya [MoyncTnT KaHan NpoMMBaYa, NPOMUTK BOLLEP
3HaueHHs O no3nUTUBHOIO KOHTPOJIO HX4e BCTQHOB/IEHOI MEXI

HenpaBunbHO BHeCeHui abo BiACYTHIM oanH i3 TloBTOpHO npoBecTn IPA, 3BepHY TN yBary Ha

peareHTiB (KoH’torat a6o po3unH TMB) NpaBWIbHICTb BHECEHHS LIMX peareHTiB

CkopoyeHo Yac iHkybalil Ha ogHOMY 3 eTaniB MNpoBOANTH IHKYGAUIO BIANOBIAHO A0

IHCTPYKLIT 3 BUKOPUCTAHHA

IHTEeHCHBHICTb 300QPB/IEHHS JYHOK HE BIAMOBIAAE OTPUMAHINA ONTUYHIN IYCTUH]

3MileHW A ONTUYHUA NPOMIHb [MepeBipnT KOPEKTHICTL POOOTU pigepa
1. Baughman A.L,, Bisgard K.M., Edwards K.M. et al. Establishment of diagnostic cutoff points for levels of serum

antibodies to pertussis toxin, filamentous hemagglutinin, and fimbriae in adolescents and adults in the United
States // Clinical and Diagnostic Laboratory Immunology. -. 2004. — Vol.11, No.6. -P. 1045-1053.

. European Centre for Disease Prevention and Control. Guidance and Protocol for the serological diagnosis of

human infection with Bordetella pertussis. Stockholm: ECDC; 2012.

. European Centre for Disease Prevention and Control. Laboratory diagnosis and molecular surveillance of

Bordetella pertussis - Stockholm: ECDC; 2022.

. Guiso N., Berbers G., Fry N.K. He Q., Riffelmann M., Wirsing von Kénig C.H.; EU Pertstrain group. What to do

and what not to do in serological diagnosis of pertussis: recommendations from EU reference laboratories //
European Journal of Clinical Microbiology & Infectious Diseases. — 2011. — Vol.30, No.3. - P. 307-312.
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5. Paradowska-Stankiewicz |., Rumik A., Bogusz J. et al. Duration of protection against Bordetella pertussis
infection elicited by whole-cell and acellular vaccine priming in Polish children and adolescents // Vaccine. —
2021. - Vol.39, No.41. - P. 6067-6073.

6. Riffelmann M., Thiel K., Schmetz J. et al. Performance of commercial enzyme-linked immunosorbent assays for
detection of antibodies to Bordetella pertussis // Jourmal of Clinical Microbiology. — 2010. — Vol.48, No.12. — P.
4459-4463.

7. World Health Organization. Laboratory Manual for the diagnosis of whooping cough caused by bordetella
pertussis/bordetella parapertussis : update 2014.

8. Xing D., Wirsing von Kénig C.H., Newland P. et al. Characterization of reference materials for human antiserum
to pertussis antigens by an international collaborative study // Clinical and Vaccine Immunology.- 2009. —
Vol.16, No.3. — P. 303-311.

PA®IYHI MO3HAYEHHA

Homep 3a katanorom OO6MexeHHs TemnepaTtypu
Kopuctyiitecs iHCTpyKUiEto i3 3 Kon naptii
3aCTOCYBaHHS

MeaunyHnii Bupi6 ang aiarHOCTUKM in vitro Bukopuctatn o

Ed[g] &~

-
<

BupoGHMK Bepertu Bia NnpAMUX COHAYHUX MPOMEHIB

ANV
i

<

MonepeaxeHHs ( 3Hak BiANOBIAHOCTI TEXHIYHUM pernameHTam

[ocTaTHbO ANA NpoBeAeHHs <n> DO NOT
KiNbKOCTI AOCAiAXEHb FREEZE|He 3amopoxysatu

4DPREER

B iHCTpYKUii BUKOPUCTOBYIOTLCSI MO3HAYEHHST OANHNLb BUMIPIOBAHHS Y BiANMoBIiAHOCT 4o Hakasy
MirnekoHompo3BuTky Ykpainn N° 914 Big 04.08.2015 p.

OpvHuua
Hassa BennunHmn NO3HAYeHHSA
Ha3Ba
Mi>KH. YKP.
roauMHa h roa
Yac XBUNMHA min XB
cekyHaa s c
caHTMeTp cm cM
[oBXWHa MinimeTp mm MM
HaHoMmeTp nm HM
nitp | n
O6’eM, MICTKICTb mininitp ml MmN
MiKpoOnITp ul MK
MONb mol MOnb
KinekicTb peyoBuHM MiniMonb mmol MMONb
MiKPOMOb pmol MKMO/b
Maca Minirpam mg Mr
EnekTpuynunii onip meraom MQ MOwm

TY'Y 24.4-36555928-001:201
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3 NUTaHHAMM Ta NoGaxaHHAMM LLoA0 POoOOTM HaGoPY 3BepTainTeCh 40 BUPOOHMKA:
TOB «BitpotecT biopeareHT»,
“ Byn. M.Boiuyka 186, oh. 56, M. Kuis, 01103, YkpaiHa (lopuanyHa agpeca)
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Vitrotest® Bordetella pertussis IgM
CXEMA AHAJI3Y

Butpumatn BCi peareHTn Ta 3pasku MiHimym 30 min npu 18-25 °C nepeg
BUKOPUCTAHHSAM

B nyHku [PREDILUTION PLATE] BHecTn no 90 pl [SAMPE PREDILUENT]
(kopuyHeBo-3e1eHui konip) Ta no 10 ul KoHTponiB Ta 3pas3kis
(KO/ip 3MIHIOETHCSI 3 KOPUYHEBO-3€/1€HOrO HA CUHIIA)

BHecTn B nyHKU® no 90 ul (KOBTWI KO/IIP) Ta
no 10 pl nonepeaHbLO PO3BEAESHMX KOHTPONIB Ta 3pa3kiB BiANOBIAHO:

Al —[CONTROL[ +]

B1, C1, D1 —[CONTROL[ -],

E11a iHWi nyHKN — gOCNiaXyBaHi 3pasku

(KOAip 3MIHIOETHCS 3 XKOBTOIrO HA 3€/1€HM)

Hakputu cTpunu knekoto nniBkoto Ta iHkyoysaTtn 30 min npu 37 °C

Mpomut NyHKK 5 pasis posseaeHum 1:20 (1+19) po3uMHOM ANA NPOMUBAHHSA
Tw20 no 300 pl B nyHKy 3 30 S 3aMO4yBaHHSM

Oonatin 100 ul [CONJUGATE SOLUTION] B KOXHY NTYHKY
(pioneroBuii konip)

Hakputu cTpmnn HOBOIO KNelikoto NNiBKO Ta iHKy6yBaTtn 30 min npn 37 °C

Mpomntn nyHkn 5 pasis po3seaeHum 1:20 (1+19) posumMHOM ANA NPOMUBAHHS
Tw20 no 300 pl B nyHky 3 30 s 3aMOYyBaHHAM

BHecTun no 100 pl B KOXHY NIyHKY

IHKyOyBaTh 15 min B TemHoTi Npwn 18-25 °C 6e3 KNenkoi NNiBku

3ynuHnTK peakuito gogaBaHHAM 100 pl [STOP SOLUTION

(K0P 3MIHIOETLCS 3 CUHLOIrO HA XOBTUA)

BusHaumt ontnuHy ryctmHy (OD) npu 450/620-695 nm

OBJIK PE3YNbTATIB I[HTEPMNPETALLIS1 PE3Y/IBTATIB
Nc = (Ncl1+ Nc2 + Nc3)/3; _
CO = Nc + 0,45; P > Mo3nNTNBHUN
P pie=OP 0/ €O 08< P <11 HEBW3HAYEH
NC - cepeaHe 3HaueHHs OF3, -
CO - rpaHMyHe 3Ha4yeHHs, IP- iHgekc No3nTUBHOCTI |Psamme <08 HEFATMBHNN




IHCTPYKLISA 3 BUKOPUCTAHHY
- - _ TK125
Vitrotest® Bordetella pertussis Toxin 19G 96 aranizie

IMyHO(hepMeHTHa TecT-cnucTeMa ANg KiNbKiCHOrO BUSHAYEHHA aHTUTIN Knacy
IgG po TokcuHy Bordetella pertussis

1. NPU3HAYEHHA

IMyHOthepmeHTHa TecT-cucTtema Vitrotest® Bordetella pertussis Toxin IgG npu3HaveHa Ana Kinb-
KICHOro BM3HaYeHHs aHTUTIN knacy 1gG, cneumndidHmnx 4o TOKCUHy Bordetella pertussis, y cnposart-
Ui Yn nnasmi KpoBi NANHK. TecT-Habip Moxe 6YyTM 3aCTOCOBAHNI 9K ANS NPOBeAEeHHS iMyHOodep-
MEHTHOro aHanisy (I®A) 3 BUKOPUCTaHHAM aBTOMATUYHUX NINETOK Ta CTaH4apTHOro obnagHaHHS,
Tak i AN9 NOCTAHOBKMN Ha aBTOMAaTUYHOMY iMyHOMEPMEHTHOMY aHani3aTtopi BiAKPUTOro TuMy.

2. KNMHIYHE 3HAYEHHS

Kawniok — He6e3neyHa pecnipatopHa iHdekuisa, cnpuynHeHa 6akTtepieto Bordetella pertussis.
XapaKTepHUMKU NpoABamMun 3aXBOPIOBAHHA € HaNaAoNoAIOHWI CNaCTUYHWI KalleNb, CBUCTAYNIA LWYM
npv BAMXaHHI MOBITPA, NOCTKaLW/IbOBE 6/I0BaHHA TOLWO. HaiTaXYe Kal/ItoK NPOTIKae Yy HEMOBAAT i
AiTel paHHbOro BiKY - HEPIAKO 3 3YNUHKOIO ANXaHHA (@NHOE) Ta CMepPTENbHUMY BUNaAKaMN.

Kalwniok € BCeCBITHLO MNOLIMPEHO XBOPOOOIO 3 LMKAIYHUM Nepebirom Ta nikamu 3aXBOploBaHoO-
CTi KOXHI 3-5 poKiB. 3 ornagy Ha TAXKICTb KNiHIYHMX NpOSABIB B 6araTbox KpaiHax CBiTy BNpoBaaXe-
Ha BaKUMHaUuis npoTun kawnoky. Came BHacNiAoK WMPOKOMacWwTabHOo! BakMHaLil, npoBeaeHol y
1950-1960 pokax y po3BUHYTUX KpaiHax, CTaNoCH Pi3Ke 3HMXKEHHS 3axXBOPIOBAHOCTI (OiNbLU HiX Ha
90%) i CMEPTHOCTI Bifj KaLL/MOKY.

OpfHak, He3BaXxaloun Ha BUCOKWIA piBEHb OXOMMEHHS HACeNeHHs WenneHHAMN, Kallunlok 3a-
AULWAETbCA NPOBNEMOID OXOPOHW 340POB’St B YCbOMY CBITi: LLOPIYHO PEECTPYETLCA NPUOAN3HO
140000 BMNagkiB 3aXBOPIOBaHHS.

B YkpaiHi BignosiaHo Ao HauioHanbHOro kaneHaaps wenneHb, BakUMHyBaTu aiteit ana npodi-
NaKTUKK KalloKy HeooXigHo y Bili 2, 4, 6 118 micauis. na BakumHauil AiTelri NpoTu Kalw/toKy Ha
NepLOMy POoLi XUTTH MOXYTb BUKOPUCTOBYBATUCA BaKUMHM K 3 auenonapHuM (AaK M), tak i 3
UinbHOKNITUHHUM (AK M) KawnokoBMM KOMNOHEHTOM. ChopMoBaHuiA B pe3ynbTaTti MOBHOIMO Kyp-
Cy BaKUMHaLIT IMYHITET NPOTK KalW/IOKY 30epiraeTbCca BNPOAOBX 5-7 poKiB.

[ONna aiarHOCTMKK KalwMioKy BUKOPUCTOBYIOTb N1ab0paToOpHi METOAM, cepef AKUX HarbinbLl no-
WMPEHMMUM € MeTOoA nosniMepasHol NaHUrosol peakuil (BUSNeHHsa 30yaHMKa NPOTArOM MepLumx
2-3 TUXHIB XBOPOOW) Ta IMyHOMEPMEHTHUIN aHanNi3 (BU3HAYEHHS CNeundivHNX aHTUTIN). BusBneHHqa
aHTUTIN Knacy IgM, cneundivHnx oo Bordetella pertussis, CBiA4MTb NPO FOCTPY iHPEKLi0 KalTIoKY
ab0 HellogaBHO NepeHeceHy BakuMHalilo. BusHayeHHsa aHTutin knacy IgG go cneundivHoro ans
Bordetella pertussis TokcuHy (PT) y cnpoBaTLi KpOBi HeBaKLMHOBaHOI 0COOM 4O3BOAKAE AiarHoc-
TyBaTU MUHYNY ab0 MOTOYHY iHEeKLUilo Kal/IoKy, a TakoX Hada€ iHdopmauilo Npo cneundivHmii
IMYHITET nicng BakUMHaUIl.

CraHpapTn3alis KinbKiCHOro BU3Ha4YeHHA aHTuTin knacy IgG no tokcuHy Bordetella pertussis B
CMpOoBAaTLi Y¥ NNa3Mi KPOBI MIOANHM 3a0€3MeYyeTbCA BUKOPUCTAHHAM 4719 BUTOTOBNEHHSA BHY TPILL-
Hix kani6paTopis I®A-Habopis MixxHapoaHoro ctaHaapTy BOO3 3 BCTAHOBNEHOIO KOHUEHTPaLIE
cneundiyHmnx o PT IgG B MixkHapoaHux ognHuuax U/ml.

3. MPUHLUMN AHANIZY

BusHaueHHA aHTUTIN Knacy IgG, cneundiyHnx Ao TokcuHy Bordetella pertussis, B TeCT-cuctemi
Vitrotest® Bordetella pertussis Toxin IgG 6a3yeTbca Ha NPUHLMNI «HENPAMOro» TBepA0ha3HOro
I®A. Y nyHkax nnaHweTy 3acopboBaHunii ouneHuii TokcuH Bordetella pertussis. Mg yac iHky6a-
LiT foCcnigXyBaHUX 3pa3kiB B NyHkax I®A-nnaHweTa BiAOYyBaETbCA 3B'A3yBaHHS, 38 HAABHOCTI Y
3paskax, cneun@iyHnx 4o TokcuHy Bordetella pertussis aHTUTIN 3 aHTUreHamun Ha TBepaiit dasi.
Micna BigMMBaHHA HE3B'A3aHMX KOMNOHEHTIB B TYHKM AOAAETLCH KOH'IOraT aHTMBMAOBKX aHTU-1gG
MOHOK/IOHANbHUX aHTUTIN 3 NePOKCNAA3010 XPOHY, AKi 3B’A3YI0TbCA 3 IMYHHUMKU KOMMOIeKcamMmn Ha
TBepaili hasi. HesBa3aHi KOMNOHEHTW BUAANAIOTLCA Nig Yac BiAMMBAHHA. KOMNNEKCH aHTUreH-aH-
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TUTINO BUABNSAIOTBCA LWNAXOM AOAABaHHS pO34MHy XpomoreHy 3,3°,5,5-reTpameTnnbeHsnanHy
(TMB) 3 nepekncom BoaHto. Micna 15 min iHkyOauii peakuis 3ynnMHAETLCS | ONTUYHA ryctuHa (ON) B
NIYHKaX BM3Ha4Ya€eTbCs Ha CNekTpodoTOMETPI Npu A0BXMHI XBWAi 450/620-695 nm. IHTEHCMBHICTb
>KOBTOro 3a6apBNeHHA NPSMO NPONOpPLiiHa KiTbKOCTI aHTUTIN Y 3pasky.

BHyTpiWwHi kani6patopu TecT-cuctemu Vitrotest® Bordetella pertussis Toxin IgG ctaHaapTn3oBaHi
3a 1-m MixHapogHum ctaHgaptom WHO International Standard Pertussis Antiserum (Human) 1st IS
NIBSC code: 06/140 (NIBSC, Benvika bputaHis).

4. MATEPIAZTN TA OBNTAAHAHHA
4.1. Cknag Habopy

|®A-nnaHwer
1x96 Y KOXHI AyHUI nnaHweTy 3acopOoBaHN O4mnLLEeHUA
ELISA STRIPS TOKCuH Bordetella pertussis. JlyHK1 MOXHa BifOKpem-
NYHOK
noBaTtu.
12 cTpuniB No 8 NyHOK.
[PREDILUTION PLATE] :;iiK MnaHwert Ang nonepeAHbOro po3BeAeHHs 3paskis
Kani6patop 0
CALO x0.3 ml Po3unH anbOyMiHy 3 KOHCEPBAHTOM (KOBTUN).
Kani6patop 40
PosunH cneundivHnx IgG go TOKCUHYy Bordetella
CAL 40 1x0,3 ml pertussis y koHueHTpaui’ 40 IU/ml 3i ctabinizatopamn
Ta KOHCEePBAaHTOM (3eneHuit).
Kani6patop 100
Po3umH cneundivnnx IgG o TokcuHy Bordetella
CAL 100 1x0,3 ml pertussis y KoHueHTpauii 100 IU/ml 3i ctabinisaTopa-
MW Ta KOHCEPBAHTOM (MOMapaH4YeBUiA).
Kani6patop 200
CAL 200 %0 3 ml Po3unH cneundivnmnx IgG o TokcuHy Bordetella

pertussis y KoHueHTpauii 200 IU/ml 3i ctabinisaTopa-
MW Ta KOHCEepPBaHTOM (hioneToBmi).

MO3UTUBHMIA KOHTPOSb

Po3umH 3 BigoMuM BMiCcTOM® cneundivyHmnx 1gG po
CONTROL| +] 1x0.3 mi TOKCUHY Bordetella pertussis 3i ctabinizatopamu Ta

KOHCEPBAHTOM (YEPBOHWUNA).

Po34uH Ans nonepefHbOro po3BefeHHs 3paskis
[SAMPLE PREDILUENT] 1x20 ml BythepHNii po34nH 3 AeTEepPreHTOM Ta KOHCEePBaHTOM
(KOPUUYHEBO-3E1EHNN).

Po3uunH ans po3BeaeHHs 3pa3kis
SAMPLE DILUENT 1x12 ml Byt epHINiA po3unH 3 AeTepreHToM Ta KOHCEePBaHTOM
(>koBTWIA).

Po3unn Kon'toraty

BythepHnin po3unH MOHOKIOHaNbHKUX aHTUTIN Ao 1IgG
[CONJUGATE SOLUTION] | 1x12 m NIOAVHN, KOHIOrOBaHUX 3 MEepOKCKAA30I0 XPOHY, 3i
cTabinizatopamun Ta KOHCEpBaHTOM (pioneToBuUi),
rOTOBWUIA O BUKOPUCTAHHS.

Po3unH TMb

TMB SOLUTION 1x12 ml Posuun TMB, H,O,, ctaGinisatop, koHCepBaHT (6es-

6apBHWIA), TOTOBUIA 4O BUKOPUCTaHHS.
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Po3uuH ans npomusanHa Tw20 (20x)

[WASH TWEEN[20X] 1x50 ml 20-T KpaTHUI KOHUEHTpaT ocdaTtHoro Gydepy 3

TBiHOM-20 Ta NaCl (6e36apBHUiA).

STOP SOLUTION 1x12 ml PosuuH 0,5 mol/l H,SO, (6e36apBHwii), rotoBuidi Ao

Cron-peareHTt

BUKOPUCTAHHA.

Knerika nniska (2), 6naHk BHeceHHA NpooO (1), 6naHk ana kaniépysBansHoro rpadiky (1), iHCTpykUia 3
BUKOPUWCTaHHSA Ta cepTudikaTt gKocCTi.

*- piana3oH koHueHTpauil IgG B IU/ml BkazaHwii Ha eTukeTui MiIKponpoGipkn 3 MO3UTUBHMM
KOHTpONeM Ta B cepTudikaTi AKOCTI.

4.2. lopatkoBi peakTuBK, MaTepianu Ta 06nagHaHHA

aBTOMAaTUYHI NineTkn 3MiHHOro 06’emy Ha 10—1000 I Ta HAKOHEYHUKN A0 HUX;
cnekTpodoTomeTp (pigep) Ans MikponnaHweTtis Ha 450/620-695 nm;
MipHWiA na6opaTtopHuii nocya (10-1000 ml);

AeioHi3oBaHa abo AMCTUIbOBaHa BOAS;

TepmocTart Ha 37 °C;

aBTOMATUYHWI @00 HaNiBaBTOMATUYHNIA NPOMMBAY NNAHLWETIB (BOwwep);
KOHTelrHepu ANng BiAXOAIB NOTEHUIMHO 3apaxeHoro matepiany;
Tanmep;

dinbTPYBanbHWA Nanip;

OAHOPA30Bi PyKaBUYKY;

ne3iHdikyoui 3acobu;

3axXMCHWI O4AT.

5. 3ACTEPEXEHHSA TA 3AXOU BE3MNEKK

51.

3acTepexeHHs

LloTpumaHrHs yacy iHKyoawil Ta TeMneparypu € HaA3BUYANHO BAX/IMBUM [/15 KOPEKTHOIO pe3y/sraty IOA.

HE BUKOPWUCTOBYBATM KOMMOHEHTN TECT-CUCTEMM MICNA 3aKIHYEHHSA CTPOKY NPUAATHOCTI;

HEe BUKOPWUCTOBYBATM Mif YacC aHanisy Ta He 3MillyBaTh KOMMOHEHTU Pi3HUX Cepili, KOMMOHEH-
TN 3 TECT-CUCTEM PI3HUX HO3010r N @00 peareHTN iHW KX BUPOOHWKIB Y NOEAHAHHI 3 Habopamu
Vitrotest®;

MpumiTka: AoMycKaeTbes BukopucTanus [ WASH TWEEN]20X] [TMB SOLUTION] [SAMPLE PREDILUENT]|

70 [STOP SOLUTIONY| /i cepii.

NiCNA BUKOPUCTAHHA PeareHTy 3aKprBaTh KOXEH (P1aKOoH CBOEID KPULLIKOIO;
nif Yac NPOMMBAHHA KOHTPO/MIOBATM HAaNOBHEHHA Ta MOBHY acnipauiio PO34YMHY 3 /IYHOK;
KOXHOIO pasy BUKOPUCTOBYBATU HOBUIA HAKOHEUHMK NINeTKN ANA BHECEHHA 3pa3kiB abo pe-
areHTiB;

HWKATU MNOTPAMNIAHHA NPAMUX COHAYHUX NMPOMEHIB Ha PeareHTn TecT-cucTemu;
mMae Oyt 6e30apBHUM nepeq BUKOPUCTAHHAM. AKLIO PO34YMH 3abaps-
NIEHUIA B CUHIN abo XOBTWUIA KOAMIp, MOr0 He MOXHa BMKOPWUCTOBYBATU. YHUKATU KOHTAKTYy
3 MeTanamu abo ioHamu metanis. na po6oTi BUKOPUCTOBYBATK NnLIE Y-
CTUR, peTe/IbHO BUMNOMNOCKAHWUI ANCTUIBOBAHOIO BOAOIO MOCYA;
Hi B IKOMY pa3i He BUKOPUCTOBYBATU OAMH i Toi xe nocya ans [CONJUGATE SOLUTION] ta

TMB SOLUTION|

Bupobruk He Hece BIAMOBIAA/IbHICTE 30 OyAb-SKI HEKOPEKTHI Pe3y/IbTaTU TA HECTIPUSTINBI BUNGAKN, 1O BUHNKIIN
BHAC/IAOK MOPYLIEHb BULEHUBEAEHNX 3ACTEPEXEHB. BUPOOHMK HE Hece BIAMOBIAA/IbHICTb 30 Bi3ya/bHUi 007K pe-
3y/1bTATIB AHANI3Y (6€3 BUKOPUCTAHHS CEKTPOHOTOMETPA).

5.2. 3axoam 6e3neku

BCi peareHTn Habopy Npu3HadeHi TinbKK ANK in Vitro 4iarHOCTUKK Ta MOXYTb BUKOPUCTOBYBA-
TUCS TiINbKW KBaNiPikoBaHWM NepcoHanowm;

NMOCTAaHOBKY aHanisy NnpoBOANTN NLLIE B 3aXMCHOMY O3], OAHOPA30BMX PyKaBMYKax Ta 3a-
XWUCHUX OKYyndapax;

He AONYyCKAaETbCA NPUAMaTH XY, NUTK, NannUTn abo KOPUCTYBATUCA KOCMETUKOIO Y KiMHATI BUKO-
HaHHA TecTy;
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- He nineTyBaTh PO34MHU POTOM,;

- Kaniopatopu Ta NO3UTUBHWUI KOHTPO/b TecTt-cuctemm
Vitrotest® Bordetella pertussis Toxin IgG npotecTtoBaHi Ta BU3HaHi HeratuBHMMK Ha HBSAQ Ta
aHTuTiNna po BIJ1, BI'C ta Treponema pallidum, ogHak npautoBaTth 3 Kaniépatopamu, AOCAIAXY-
BaHMMM 3pa3kamu Ta MO3UTUBHUM KOHTPOIEM CNiA §K i3 MOTEHUIMHO HeOe3NeUHUM iHeKLil-
HUM MaTepianowm,

— [eAKi KOMMOHEHTN TECT-CUCTEMU MICTATb HU3bKi KOHUEHTpaLIT WKIANMBUX PEYOBUH Ta MOXYTb
CNPUYNHUTY MOAPA3HEHHA LWKIPWU Ta CNIM30BUX OO0NTOHOK. [pn noTpanaaHHi
[STOP SOLUTION] 1a [CONJUGATE SOLUTION] Ha cnn3oBsi 060M10HKM Ta WKipy HEOBXiAHO He-
ranHoO NPOMUTK ypaxeHe MiCue BENVKOIO KiNTbKICTIO BOAW;

- Yy pasi po30pn3KyBaHHA PO34YMHIB, LLO HE MICTATb KUCNOTY, HAaNpuKAaa, CMpoBaToK, 06pobuTH
NOBEPXHIO Ae3iHPIKYIOUYNUM 3aCOO0M, @ NOTIM BUTEPTM HACyxO (DiNbTpyBanbHUM nanepom. B
iHLWOMY BMNaAKy KUCNOTY cnovaTtky NOTPiOHO HelnTpanisyBatn po3unHom GikapOoHaTy HaTpito,
a NnoTiM BUTEPTU MOBEPXHIO AK ONMNCAHO BULLE.

5.3. Ytunisauia Bigxoais

- PIiAKi BiOXOAM CNif iIHaKTMBYBATW, HAaNPUKAaL, PO3YNHOM NepeKnCy BOAHIO Y KiIHLUEBI KOHLEH-
Tpauii 6 % ynpogosx 3 h 3a kiMHaTHOT TemnepaTtypu, abo rinOX/I0PUTOM HATPIlO Y KiHLEBIN
KOHUeHTpaui’ 5 % npotarom 30 min, a6o iHWKWMKX 4O3BONEHUMM Ae3iHDIKYIOUMMM 3acobamu;

- TBepAi BiAX0oAu CNif iHaKTMBYBaTW LWAAXOM aBTOKNaByBaHHSA 3a Temnepatypu 121°C ynpoaosx
1h;

- He aBTOK/1aByBaTW PO3UMHMU, LLO MICTATb @31 HaTPito ab0 rinoX/10pPUT HaTPIto;

— BWOANEHHS IHAKTMBOBAHWX BiAXOAiIB NPOBOANTM 3riAHO 3 YNHHUM 3aKOHOAABCTBOM YKpPaiHu;

- BWAANEHHSA pelT KOMMOHEHTIB TeCT-CUCTEM MNICNS BUKOPWUCTaHHA nposoauTu 3rigHo GLP
(good laboratory practice) Ta YMHHOIrO 3aKOHOAABCTBA YKpalHN B chepi NMOBOAXEHHA 3 Bia-
xofaamu.

6. 3bEPIFTAHHSA TA CTABI/IbHICTb

PeareHtn tect-cuctemu ctabinbHi NPOTATOM CTPOKY NPUAATHOCTI, BKA3aHOIO Ha eTUKETL, AKLLO
ix 36epirati 3a Temnepatypu 2-8 °C. He gonyckaeTbCsi 3aMOPOXYBaHHA TECT-CUCTEMMU. TpaHCnop-
TyBaTu Habip 3a Temnepatypu 2-8 °C. [lonyckaeTbCA OAHOPa30Be TPAaHCNOPTYBaHHA 3a TeMnepa-
Typu He Bule 23 °C NpoTarom ABOX AHIB.

[icns nepLworo BigKPUTTS NEPBUHHOrO MNAKYBAHHS KOMAOHEHTU TeCT-CUCTEeMU € CTAOIIbHUMU
poTSrom 3 MicsILiB, OKPIM THX, LL{O 3A3HAY€EHI B 1. 8 A4AHOI IHCTPYKUIT.

7. MIArOTOBKA 3PA3KIB

3pasku cupoBaTtkn Yn nnasmu (EDTA, niTii-renapuH, umMTpart HaTpito, (pTopua Kanito) kposi 36e-
piratn 3a Temnepatypu 2-8 °C He Ginblue 3 AHIB nicna 3adopy. [na 6inbly TpuBanoro 36epiraHHa
3paskun TpUMaTn y MOpOo3unbHiA kamepi 3a Temnepatypu Big -20 go -70 °C. 3aMOpPOXeHi 3pa3ku
nepen BMKOPWUCTAHHAM CNiA PO3MOPO3UTK Ta BUTPMMAaTK 3@ KIMHATHOI TemnepaTtypu ynpoaoBx
30 min. He BukopuctoByBaTK NPOrpiTi 3pa3ku. Iicna po3MopoXyBaHHS 3pa3ku CNif nepemilla-
™M 38409 AOCATHEHHA OAHOPIAHOCTI. YHMKaTV NOBTOPHOIrO 3aMOPOXYBaHHA-BiATalOBaHHA [OCI-
O>XXKYBaHWUX 3pa3kiB. Y pasi MOMYTHIHHA CMPOBATKW (4M Na3Mn) 3BiNbHITbL 3Pa30K Bi HEPO3IUMHHMNX
BKNOYEHb UeHTpudyrysaHHam npu 3000 o6epTis/min npotarom 10-15 min. He BukopucToByBaTh
3pas3ku CMPOBATOK (4K Ma3Mu) i3 BUPAXEHOIO NinNigeMielo, reMoni3om, a Takox BGakTepianbHUM
NpPOpOCTOM. Ha pe3ynbTatu aHanily He BNAMBAE MPUCYTHICTb Y 3pa3ky 6inipyOiHy B KOHLEHTpauil
0o 0,21 mg/ml (361,8 umol/l), remorno6iHy B KOHUeHTpaui’ 4o 10 mg/ml i TpurniuepuaiB B KOHLEH-
Tpauii go 10 mg/ml (11,3 mmol/l).

8. MIArOTOBKA PEATEHTIB

Llyxe BaX/MBO BUTPUMATH BCI PEAreHTH TeCT-CUCTeM 3a KIMHaTHOI Temnepatypwu 18-25 °C nporsrom 30 min nepes
BUKOPUCTAHHAM!

8.1. NigrotoBka I®A-nnaHwWweTa

YNakoBaHO Nif BakyyMOM 3 BOMIOFOMOMIMHAYEM.

[na nonepeaxeHHs KOHAEHCALT BOAN B NyHKax CAif BiAKPUBATY anwe nicns
BUTPUMYBaHHA 30 min 3a KiMHATHOI TemnepaTtypu. [oTiM PO3KPUTU BaKYYMHY YNaKOBKY, BiAOKpe-
MUTN HEOOXIAHY KiNbKICTb IYHOK, @ PeLTY BiApasy X peTesibHO ynakyBaTu 3 BOTOrONoranHayem
Ta 36epirartu LWiIbHO 3aKPUTUMU HO 3AMOK (zZip-lock) 3a Temnepatypu 2-8 °C. 36epiraHHsa B Takuii
cnoci6 ynakoBaHOro nnaHweTa 3abe3mnevye Woro cTabinbHICTb MPOTAroM 3 MicauiB.
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8.2. NpuroTyBaHH: PO34MHY AN NPOMUBAHHS

Ona  npurotyBaHHA pPO34MHYy A79 NPOMMBAHHA HeOoOXiAHO pPO3BeCTM  KOHLEeHTpar
[WASH TWEENJ20X] 1:20 (1+19) anctnunboBaHoo a6o A ioHI30BAHOK BOAOID, MOTIM NepemMiluaTy.
Hanpuknaa, 4 ml KoHueHTpaTty + 76 ml BoAwW, WO AOCTaTHLO A1 8 NYHOK. Y BMNaAKy HagBHOCTI
KPUCTaniB y KOHUEHTPATI PO3UMHY ANA MPOMUBAHHA MNOTPIOHO NPOrpiTM hNakoH 3a Temneparypm
37 °C 0o NOBHOIO Po34MHeHHA kpuctanis (15 - 20 min). Po3BeaeHunii po3ynH MoxHa 36epirat 3a
Temneparypu 2-8 °C He Ginblue 7 AHiB.

8.3. MonepeaHe po3BeeHHS 3pasKiB, KanibpaTopis Ta NO3UTUBHOIO KOHTPONIO

JocnigXxyBaHi 3pa3ku, kaniépaTtopu Ta NO3UTUBHUI KOHTPOb NonepeaHbo po3secTtn y 10 pasis
[SAMPLE PREDILUENT]. [1ns uboro B HeobxiaHy KinbkicTe nyHok [PREDILUTION PLATE] (komnnek-
TYeTbCs B Ha6opi) BHecTr no 90 pl [SAMPLE PREDILUENT]Ta noaati no 10 pl 3paskis, kaniépatopis
Ta NO3UTUBHOIrO KOHTPOA. Mif Yac BHECEHHS 3pa3kiB, KaniopaTopiB Ta MO3UTUBHOIO KOHTPOSIO
06epexHO NineTyBaTu CyMiLl, Npu LibOMY KOIP PO3YMHY ANA NONEPeAHbOro PO3BEAEHHS 3pa3kiB
NOBUHEH 3MIHUTUCh 3 KOPUYHEBO-3€1EHOTO Ha CUHIN.

Micna po3BeAeHHs Ta NepeHeceHHs 3paskiB B1kopucTaHi nyHk [PREDILUTION PLATE| Heo6-
XiAHO 3HEe3apasnTu LWAAXOM 3aMOYyBaHHSA B A€3iH(IKYI0UOMY PO3UMNHi a00 aBTOK/NaBYyBaHHSAM.

[Mpouenypy po3BeaeHHs 3pa3kiB, KanibpaTopiB Ta NO3UTUBHOIO KOHTPO/IIO HEOOXIAHO NPOBO-
AT 6e3nocepeHbo Nepes aHanisom.

9. MPOLEAYPA AHANIZY

9.1. TMigrotyBat HeOOXiAHY KiNbKiCTb NTYHOK ANSA aHanisy (KinbkicTb 4OCNIAXYBa-
HUX 3paskiB, 1 NYHKY ANA NO3UTUBHOIO KOHTPOAIO Ta 4 NyHKW ANs KaniépaTtopis), BCTaBUTU
X B pamky |IQA-nnaHwera. JlyHkn 3 KanibpatopaM Ta NO3UTUBHUM KOHTPOEeM 0O0B'A3KOBO
BKOYATK 0 KOXHOT MOCTAHOBKW aHanisy.

9.2. 3anoBHUTK 6NaHK BHECEHHA NPOO.

9.3. MNpuroTtyBaTtn pO34nH ANA NPOMUBAHHS 3rigHO 3 MYHKTOM 8.2.

9.4. NpoBecTu NonepeaHeE po3BEeAEHHA 3pa3kiB, KanibpaTtopiB Ta MO3UTUBHOIO KOHTPO/IO BiAMO-
BiAHO 4O NyHKTY 8.3.

9.5. B nyHku ctpunis I®A-nnaHweta sHecTn no 90 pl .

9.6. BHecTn B nyHkn no 10 pl nonepeaHbo po3BefeHunx 1:10 kaniépaTopis, MO3UTUBHOIMO KOHTPO/O
Ta AOC/IAXYBaHMX 3pa3KiB B HACTYNHOMY NopsiaKy: B AyHky Al - [CAL 200] B1 - [CAL 100],
C1-[CAL 40] D1 - [CAL 0] ra E1 - , B peLuTy NYHOK — AOCAIAXYBaHi 3pasku. Ta-
KUM YMHOM, KiHL|leBe pO3BEeeHHS 3pa3KiB, KaniopaTopiB Ta MO3UTUBHOIO KOHTPOSIIO B /TYHKAX
I®A-nnaHweTa mae ctaHoBnTM 1:100. OB6epexHo nineTysaTn CyMmill B yHKax, He gonyckatum
niHOyTBOpEeHHS. [ig 4ac BHECEHHA 3pa3kiB BiAOYBAETLCSA 3MiHA KOMbOPY PO3YMHY 3 XKOBTOIO
Ha 3e1eHn.

3 orng4y Ha TexHiYHi 0Co6/MBOCTI OO/IGAHAHHS, O BUKOPUCTOBYETLCH /15 AHA/IIZY, MOPS-
[OK BHECEHHSI Kani6paTopis Moxe OyTu 380pOTHIM: B /iyHKY Al - [CAL O} B1 - [CAL 40] Cr-
[CAL100] D7-[CAL 200]

9.7. 3akneitn CTpunu KNerkoto NAiBkoto Ta iHkyOyBaTn npotarom 30 min 3a Temnepatypu 37 °C.
9.8. Mo 3akKiH4YeHHI iHKyObaLiT 06epexXHO 3HATU KNelKy NAIBKY Ta NPOMUTU NYHKN M'ATb pasis 3
BUKOPWCTaHHAM @aBTOMaTMYHOIroO NpoMmBaYda abo 8-kaHanbHOI NiNeTKN HAaCTYMHUM YUHOM:

— BWAANTU BMICT JTYHOK B KOHTEWHEP A4 PIOKWX BIAXOAIB;

— HaNOBHUTW NYHKN CTPMNIB He MeHLW Hix no 300 pl po34nMHOM ANA NPOMUBAHHS, 3aAULWNTU HE
MeHLW 9K Ha 30 s;

— acnipyBaTi pO34MH 3 IYHOK, 3a/IMLLKOBWNIA 06’eM PO34MHY Nicas acnipauii Ha BCix eTanax npo-
MMBaHHS Ma€ cKagatu He 6inbuie 5 ul;

— MOBTOPUTU NpOLEeAypY NPOMUBAHHSA LLE YOTUPWU pasu;

— nicng oCcTaHHbOT acnipaui’l N1036aBUTUCE 3aMBOT BOIOM M, NOCTYKYIOUM NNAHWETOM NO (iNbTpy-
BaslbHOMY Manepy.

9.9. B nyHkun ctpunis BHectn no 100 pl [CONJUGATE SOLUTION]. CTpunn HakpuTv HOBOIO Knei-
KO0 MNiBKOtO Ta iHKyByBaTu npotarom 30 min 3a Temnepatypu 37 °C.

9.10.T10 3aKiH4eHHI IHKyOaL il 00epexHO 3HATU KNelKy NAiBKY Ta MPOMUTA NYHKN M'ATb PasiB, 9K
onucaHo B n. 9.8.

9.11. He Topkato4mnch AHa Ta CTIHOK TYHOK nnaHuweTa, BHecTi no 100 pl B lyHKW.

9.12. IHkybyBaTn |IOA-nnaHweT npotaroMm 15 min B TeMHOMY MicuUi 3a KiMHaTHOI TemnepaTtypwu

18-25 °C. He BMKOpUCTOBYBATU KKy NNIBKY Ha AaHOMY eTani.
9.13. s 3ynuHeHHa dhepMeHTaTMBHOI peakuii BHecTr B iyHky 10 100 pl [STOP SOLUTION| notpu-
MYIOUMCb TIET X NOCNIAOBHOCTI, WO i Npy BHeCeHHi [TMB SOLUTION|.
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9.14. Bumipatu Ha pigepi Ol B KOXHI nyHUi npu 4oBXuHi xBunni 450/620-695 nm npotarom 5 min
nicNga 3ynuHeHHs peakuil. Jlo npoBefeHHA BUMIPIOBAHHA NEPEKOHATUCA Y YNCTOTI 30BHILLHBLOT
NOBEPXHI AHa TyHOK Ta BiACYTHOCTI OyNb0aLloK.

O6nik pe3y/bTatiB aHasi3y MOXHA MPOBOANTH B OQHOXBU/ILOBOMY PEXUMI NPy AOBXMHI xBuU/1i 450
nm, B UbOMY BUNAAKY C/1i4 3A/IMLUNTU JTYHKY A/19 BCTAHOB/IEHHS O/1GHKY (B TAKY /1YHKY BHOCUTU /IULLE
[TMB SOLUTION] 7a [STOP SOLUTION].

10. OBJIK PE3Y/IbTATIB TA IX IHTEPMPETALLIS

10.1. loCTOBIpHICTb pe3ynbTaTiB aHanisy

[aHi TecTy BBaXaloTbCs [OCTOBIPHNMM, AKLLO BOHM BiANOBIAAI0TL HACTYMHUM BUMOraM:

Or 0,100
Or 0,200
Or > 0,800
Or >1,400
it misil o
KOHTpONem Ta B cepTtudikaTi SKoCTi

10.2. O6nik pe3ynbratiB aHanisy

[Ans BU3HauYeHHS KOHUeHTpauiT aHTuTtin knacy IgG B IU/ml no6yayBatun kaniépyBanbHuii rpadik:
Ha oci OY Bigknaaite 3HadyeHHs O YOTUPbLOX KanibpaTopis [cAL o] [CAL 40] [CAL100] [CAL 200],
a Ha oci OX— BignoBigHi M KoHUeHTpauii- 0, 40, 100, 200 IU/ml, BignoBigHo. 3a AONOMOrot0
KaniépyBanbHoro rpadiky Bu3Haute kKoHueHTpauito (IU/ml) cneundivHmnx IgG y gocnigxysaHumx

3paskax Ta [CONTROL] + } #ika Bianosigae 3HayeHHo oTpumaHor O

Mpuknaa kanibpyBanbHOro rpadiky HaBeAEHO Ha PUCYHKY:

3.5

3,0

25

2,0

OnTtnyHa ryctuHa, OO

o

20 40 60 80 100 120 140 160 180 200
KoHueHTpauis, [U/ml

[pumitka: He BukopucToBywiTe Leid rpagik 47151 BUSHAQYEHHS KOHLEHTPauil cneyngidHmnx aHTITin y
Bawomy aHanisi.

Y pasi, 9KLWOo ONTUYHa ryCcTrHa AOCNIAXYBaHMX 3pa3kiB BuLLe 3HaYeHHa O , pesynbrat
Moxe O6yTn BuaaHuii «>200 1U/ml». nsg oTpumMaHHA TOYHOI KOHUEHTPaUIl Taki 3pa3ku MaTb OyTn
NOBTOPHO AOCNIAXEHI 3 [04aTKOBUM MnonepeaHiM po3BedeHHAM 1:4, a OoTpyMMaHy KOHLEeHTpaLilo
NEePEeMHOXMNTH Ha CTyNiHb PO3BeAEHHS 4.

[lpuknag 4oAATKOBOIro pO3BEAEHHS 3pa3KiB 1:4:

Y [PREDILUTION PLATE|a60 B uncTy HoBy npo6ipky BHectn 60 il [SAMPLE PREDILUENT] Ta 20 pl
3pasky, peTesibHO NepemiwaT (OTPUMYEMO A0AAaTKOBE po3BeAeHHs 1:4).

[ani npoBecTn po3BeAeHH:A 3pa3kiB Ta BCo npoueaypy IPA 3rigHo n. 8.3 Ta N. 9 gaHol IHCTPYKLUIT,
BUKOPWCTOBYIOUM ANA AOCNIAKEHHSA HE LiNbHWUIA, @ BXXe 404aTKOBO pO3BeAeHUi 1:4 3pa3ok.
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B LubOMy BMNaaky BU3Ha4eHy 3a rpadikomM KOHLEHTPALI0 CNeUndiYHUX aHTUTIN CNig NEPEMHOXNUTA
Ha CTyniHb PO3BeAeHHA 4:

KIHUEeBA KOHLEeHTPAaLisl = KOHLEHTPayiss 3a rpagikom x 4

AKLWIO NpU MOBTOPHOMY OOCAIAXEHHI B [AOAATKOBOMY pO3BeAeHHi 1:4 ontuuHa rycTuHa
AOCNIMKYBaHNX 3PasKiB BCE OOHO BULLe 3HayeHHs O PEKOMEHA0BAHO TaKi 3pasku
NOBTOPHO AOCNIAUTM Yy AOAATKOBOMY possegerHi 1:10. B ubOMy BUNaAKy BU3HAuYEHY 3a rpadikom
KOHUEHTPaLito CneumngivHnx aHTUTIN CNig NEPEMHOXUTU Ha CTyMiHb po3BeaeHHA 10.

[Npuknag 4oaaTkoBoro possegeHHs 3paskis 1:10:

¥ [PREDILUTION PLATE]a60 B uncty HoBy NpoGipky BHect 90 pl [SAMPLE PREDILUENT] 1a 10 i
3paskKy, peTenibHO nepemiat (0TpuMyeMo foaaTkose posseaerHs 1:10).

[ani npoBecTv po3BeAeHH:A 3pa3kiB Ta BClo npoueaypy I®A 3rigHo n. 8.3 Ta n. 9 gaHol IHCTPYKLUIT,
BUKOPUCTOBYIOUN ANS AOCNIAXEHHA He LiNbHWUIA, a BXe A40AaTKOBO po3sedeHruii 110 3pa3ok.

B uboMmy BMNaaKy B1M3HauyeHy 3a rpadikom KOHLEHTPaUio cneuntidHux aHTUTiN cnig nepeMHOXUTH
Ha CTyniHb po3BeaeHHA 10:

KIHL€BA KOHLEHTPALiS = KOHUEeHTpaLis 3a rpagikom x 10

[Ons 3py4HOCTi 00MiKy pe3ynbraTiB peakuii MOXHa BUKOPUCTOBYBATWM KOMM'IOTEPHI Mporpamu
34YUTYBAHHA Ta OOPaxyHKy pe3ynbTaTiB A0CIAXEHb.

10.3. IHTepnpeTauis pe3ynbratiB

KoHueHTpauia IgG IHTepnpeTauin

>100 |U/ml NO3UTUBHUIA
40-100 1U/ml HEBU3HAYEHNIA*

<40 |U/ml HETATVBHNI

* HeBW3HaueHi 3pa3kn PEKOMEeHAYETbCS AOCNIANTU MOBTOPHO. AKLLO pe3ynbTatn 3HOBY OyayTh B
MeXax HeBM3HauyeHux, cnia NpoBecTu Biabip HOBOro 3paska Yyepes 7-10 AHiB Ta 4OCNiANTA NOBTOPHO
napanenbHo 3 nonepenHiM 3paskoM.

1. AIATHOCTUYHI XAPAKTEPUCTUKW TECTY
11.1. CneundiyHicTb Ta YyTIMBICTb

B nopiBHANbHUX gocnigxeHHax TecT-cuctemu Vitrotest® Bordetella pertussis Toxin IgG 3
aHanorivyHolo IMyHO(EePMEHTHOK TecT-cucTemoto, Wo Mmae CE-mapkyBaHHS, 3 BUKOpPUCTaHHAM 81
3pas3Ky CMPOBATOK KPOBI 3 BMICTOM aHTWTIN knacy IgG fo TokcuHy Bordetella pertussis B Mmexax O —
420 IU/ml koediuieHT kopenauil (R) otpumaHmnx pesynbtaTtis ctaHoBuB 0,982, koediuieHT geTepMiHauil
(R?) — 0,964.

11.2. ToyHicTb

[1oBTOPIOBAHICTL PE3Y/ILTATIB y MEXAX OAHIET MocTaHOBKM aHanidy (Intra assay repeatability)

KoediuieHT Bapiauii (CV) 4ns 4BOX CMPOBATOK 3 Pi3HUM PIBHEM Cneun@iYHMX aHTUTIN OLiHIOBanu B
32 noBTOpax Ha oAHil cepil TecT-cnctemu.

N°3spaska  KoHueHTpauia, IU/ml CV, %
3s M2 49
1254 436 37

BinTBoptoBaHicTb pe3ynbTaria Mix piaHumu noctaHoBkamu aHanisy (Inter assay reproducibility)
KoediuieHT Bapiauii (CV) ana ABOX CMPOBATOK 3 PiSHUM piBHEM CneungidHMX aHTUTIN ouiHioBanu
NPOTArOM YOTUPLOX AHIB B YOTMPbLOX MOCTAHOBKAX aHanisy no 8 NOBTOPIB B KOXHOMY aHanisi.

N°3paska KoHueHTpauis, IU/ml CV, %
3s 125,0 74
1254 477 5,2
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11.3. AHaniTMYHa YyTAUBICTb

«Mexa BuABNEeHHS» (LoD) — HalMeHLWa KOHLEeHTpaLia aHanisoBaHO! PeYOBUHM B 3pasky, Lo
BUABNAETLCS i3 3aABNEHOO MMOBIPHICTIO Anga TecT-cuctemu Vitrotest® Bordetella pertussis Toxin 1gG
CcTaHoBUTL 3,22 IU/ml.

11.4. [liana3oH NiHinHOCTI
[ianasoH niHiiHocTi TecT-cuctemmn Vitrotest® Bordetella pertussis Toxin IgG 3Haxoantbcst B Mexax
3,5-1811U/ml.

11.5. BignogigHictb kanibpatopiB Tect-cuctemu MixHapogHomy CtaHgapTy

Kani6patopu Tect-cuctemu Vitrotest® Bordetella pertussis Toxin IgG Bianosigatots 1-My MixkHapogHOMY
ctaHgapty WHO International Standard Pertussis Antiserum (Human) 1st IS NIBSC code: 06/140 (NIBSC,
Benvika BpwutaHia). KoediuieHT getepminauii (R?) ctaHoBuTb 0,992.

12. OBMEXEHHA AHANIZY

[o3nTnBHUIA pe3ynetaT B TecT-cuctemi Vitrotest® Bordetella pertussis Toxin IgG € cBigYeHHAM
HasBHOCTI Yy MauieHTa aHTUTIn knacy |gG, cneumdiyHnx [0 TOKCWHY Bordetella pertussis, ki
NPOAYKYIOTbCA OpraHiaMom npu iHdiKyBaHHI GakTepiclo abo nicna BakuuHauil. HaaBHICTb aHTUTIN
LbOro Knacy y HOBOHapO[AXKEHNX HE € I0KA30M iH(PiKyBaHHS B. pertussis.

BctaHoBNeHUiA piBeHb aHTWTIN Knacy IgG ao TokcuHy Bordetella pertussis > 100 1U/ml moxe
CBIAYMTM NPO HeLWloAaBHI KOHTAKT 3 aHTUreHOM (Hanpuknaa, Npu rocTpin iHekuii abo BakUMHaLl).

[ONA KOPEeKTHO! AiarHOCTUKW aKTMBHOrO H(EKLUIMHOrO NpoLecy pPeKOMEHAYETbCA MNPOBECTH
OOCNIAXKEHHS Ha HasBHICTb IgG aHTUTIN Yy NapHUX 3pa3kax, OTpPUMaHWX 3 iHTepBasiom 3a60py KPOBi B
2-4 TVXKHI, @ TAKOX NPOBECTN TeCTyBaHHA Ha HaABHICTb cneundidHmx aHTuTin knacy IgM, Hanpuknag,
y TecT-cuctemi Vitrotest® Bordetella pertussis IgM.

FAKLLO 3pa30K OTPUMAHO Yepes3 HEeBEMKUI MPOMIKOK Yacy Nicna iHikyBaHHS, TO aHTUTINa knacy
IgG MOXYTb HE BUABNATUCEH.

OcTaTouHNIA AiarHO3 He Moxe OyTW BCTAHOBIEHWI NULLIE Ha NiACTaBi pe3ynbTaTiB CeponoriyHoOro
Tecty. [Npw BCTAHOBAEHHI AiarHO3y cnig BpaxoByBaTW pe3ynbTaTn KOMMNAEKCy nabopaTopHUx Ta
IHCTPYMEHTA/IbHUX AOCIAXEHD, @ TAKOX K/THIUHI MPOABN 3aXBOPIOBAHHS.

13. MPOBNIEMI, AKI MOXYTb BUHUKHY TU MPU NMPOBEAEHHI |DA,
TA CMTOCOBM IX YCYHEHHS

Moxnsi npnanHm Criocobu ycyHeHHs npobnem

BCOKMIT GhOH Y JTyHKAX BCbOrO MAIAHLIETA

[oYnCTUTM rONOBKY NPOMKMBAYA Ta MPOMUTH
3abpyaHeHuii npommneay 30 % pO34YMHOM eTUI0BOro CAMPTY, NOTIM
AVCTUIbOBAHOIO BOAOIO

BVIKODVICTOByBaTVI o4nleHy Boay 3 MMTOMUM

Hn3bka gkicTb ab0 3a0pyAHEHHA BOAK onopom = 10 MQ-cm.

BrkopuctaHHs noraHo NMoMUTOro nocyay BukopunctoByBaTh XiMIYHO YNCTWIA NocCya
BukopucrtaHHa aesiHgikyoumnx 3aco0is, LWo He BukopucTtoByBaTU XNOPBMICHI
MICTATb X/10Pp nesiHdikyodi 3acobu
BrikopuctaHHa 3a0pyaAHEHNX HAKOHEYHWKIB BukopuncTtoByBaTW HOBI HAKOHEYHWKN
36inbWweHo Yac iHkybaui’l abo 3MiHEHO [oTtpumyBaTuca pexnmy iHkybauii BignosigHo
TeMnepaTtypHuii pexmm [0 IHCTPYKLUIT 3 BUKOPUCTAHHA

Bucokuii ¢hoH B 0Okpemmx psaax
MoBTOpHE BHECEHHS po34nHy TMb PosunH TMB BHOCUTM 0AMH pa3
3abpyAHEeHHS KOHYCY aBTOMaTUYHOI NineTku [MpoyunctnTm ninetky i o6epexHo HabupaTtu
PO34YNHOM KOHloraty piavHy
3abpyAHEeHU OAWH i3 KaHaniB npommneaya MoYyncTnT KaHan NpoMmBaYa, NPOMUTK BOLLEP
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3rnaqerHs: O Mo3uTMBHOrO KOHTPOJIKO T4 KQ/IIOPATOPIB HIXKYe BCTAHOB/IEHOT MEXI

HenpaBnnbHO BHeCeHnn abo BiACYTHIM oanH i3 [ToBTOpHO npoBecTn IGA, 3BEPHYTH yBary Ha
peareHTiB (KoH’torat abo po3umH TMB) NPaBWIbHICTb BHECEHHS LIMX peareHTis

[MpoBoanTh iHKy6auito BignoBiaAHO A0

CkopoyeHo Yac iHkybalil Ha ogHOMY 3 eTanis IHCTPYKLIT 3 BUKOPUCTaHHS

[HTeHCUBHICTb 3000PB/IEHHSI JIYHOK HE BIAMNOBIAAE OTPUMAHINA ONTUYHIN IYCTUHI

3MileHnA ONTUYHUIA NPOMIHb [MepeBipnTM KOPEKTHICTL POOOTK pigepa
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B iHCTpYKLil BUKOPUCTOBYIOTLCSI MO3HAYEHHS OANHULL BUMIPIOBAHHS Y BiANoBiaHoCTi 4o Hakasy
MinekoHompo3sutky Yrpainn N° 914 sig 04.08.2015 p.

OpvHuua
Hassa BennunHmn NO3HAYEeHHA
Ha3Ba
Mi>KH. YKP.
rogmHa h rog
Yac XBUNMHA min XB
cekyHaa s c
caHTMeTp cm cM
[oBXxWHa MinimeTp mm MM
HaHomeTp nm HM
nitp | n
O6’eM, MICTKICTb mininiTp ml MmN
MiKponiTp ul MK
MONb mol MOfb
KinbkicTb peyoBuHM MiniMonb mmol MAMONb
MiKpOMOsb pmol MKMONb
Maca Minirpam mg M
EnekTpuynunii onip meraom MQ MOwm
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Vitrotest® Bordetella pertussis Toxin IgG
CXEMA AHAJI3Y

RT Butpumatn BCi peareHtu Ta 3pasku miHimym 30 min npu 18-25 °C nepepg
BUKOPUCTaAHHSAM

B nyHku [PREDILUTION PLATE]| BHecTu no 90 ul [SAMPE PREDILUENT]
E[Eufu:uj (kopuyHeBo-3e1eHui Koip) Ta no 10 ul kaniépaTopis, NO3UTUBHOMO KOHTPO/IO
Ta 3pa3kKiB (KO/1ip 3MIHIOETLCS 3 KOPUYHEBO-3€/1€HOrO HA CUHIl)

BHectn B nyHku [ELISA STRIPS| no 90 ul |[SAMPLE DILUENT| (xoBTuii kos1ip) Ta

no 10 ul nonepeaHbo po3BeaeHux KaniépaTopis, MO3UTUBHOMO KOHTPO/IO Ta

3paskKiB BiAMOBIAHO:
@iﬂ!ﬂ:ﬂj B nyHku A1, B1, C1, D11a E1-10 pl possegenux 1:10 kani6paTopis ,
[CAL 100], [CAL 40] [CAL 0] ra[CONTROL[ +] signosigHo.
B pewty nyHok — no 10 pl po3segeHunx 1:10 gocnigXXyBaHUX 3paskKis.
(KO/ip 3MIHIOETHCS 3 XKOBTOIrO HA 3€/1€HMIA)

Jil§c7 Hakputu cTpunu knekoto nniBkoto Ta iHkyoysaTtn 30 min npu 37 °C

Mpomntin NyHkn 5 pasiB possegeHuM 1:20 (1+19) po34nHOM ANS NPOMUBAHHS
Tw20 no 300 pl B nyHKy 3 30 s 3aMOYyBaHHAM

66000

E[E[lfu:ﬂj Nopnatv 100 pl [CONJUGATE SOLUTION] B KOXHY NYHKY (chioseTosmii kosip)
ﬁl?Z Hakputu cTpmnm HOBOIO KNelikoto NNiBKO Ta iHKyOyBaTtn 30 min npu 37 °C

Mpomut NyHKK 5 pasis posseaeHum 1:20 (1+19) po34MHOM ANA NPOMUBAHHSA
Tw20 no 300 pl B nyHKy 3 30 S 3aMO4yBaHHSM

Brectn no 100 pl [TMB SOLUTION| B KOXHY TyHKY

JﬂRT IHKy6yBaTh 15 min B TeMHoTi Npwn 18-25 °C 6e3 KNenkoi NNiBku

ﬁ 3ynuHnTK peakuito goaasanHam 100 pl [STOP SOLUTION

(KoAip 3MIHIOETHCS 3 CMHBOIrO HA XOBTMIA)

66000

. BuzHaumtn ontnuny ryctuny (OD) npu 450/620-695 nm

[Mo6yaysatu kaniopyBanbHy KpMBY, BUSHAUNTV KOHLEHTPALLIIO CneumndidHmx 40 TOKCUHY Bordetella pertussis aHTutin
knacy IgG (IU/ml) B nocniaxysaHux 3pa3kax. [TpoBecTr 06k pe3ynbTaTiB aHanisy 3rigHo Tabnuui:

KoHueHTpauis IgG IHTepnpeTauis
>100 |U/ml NO3NTUBHUIA
40-100 1U/ml HEBU3HAYEHNIA*
<40 1U/ml HETATUBHWIA
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