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Instructions for use

Anti-Pseudomonas 3x96 Determinations

aeruginosa

RUO For Research Use Only, Not for use in Diagnostic Procedure
Principle of the test Enzyme-linked Immunoassay

Duration (incubation period) 45h

Antigen Alkaline Protease, Elastase, Exotoxin A

Buffer Ready-for-use/ 20x concentrate

Positive and Negative Control | Human Serum

Sample Human Serum / EDTA-Plasma

Sample Volume 10 L

Sample Dilution 1:1000

Intra- / Inter-Assay Variance
AP/ ELA/ Exo A > 1250 [1/Titre]

Result evaluation Titre Interpretation
<1:500 |negative no antibodies in the sample
500 - 1250 | borderline :low amounts antibodies in the sample
> 1250 | positive significant amounts of antibodies in the sample

2 < 20%

1 INTENDED USE

The Mediagnost Anti-Pseudomonas aeruginosa IgG ELISA, E15, is an enzyme immunoassay
for research use and detects IgG-Antibodies in human serum against the extracellular
proteins: Alkaline Protease (AP), Elastase (ELA) and Exotoxin A (Exo A) of Pseudomonas
aeruginosa.

2 INTRODUCTION

Pseudomonas aeruginosa is a Gram-negative bacterium ubiquitously distributed in the moist
environment. An infection provokes a production of antibodies to a large number of P.
aeruginosa antigens.

Due to the use of three P.aeruginosa antigens, which are highly immunogenic and present in
most P.aeruginosa strains, antibodies can be detected at very low concentrations. Depending
on the Pseudomonas aeruginosa species and individual immune reaction, antibodies can be
detected against a single, two or even three antigens simultaneously.

3 PRINCIPLE

The Mediagnost Anti-Pseudomonas aeruginosa IgG ELISA, E15, is a sandwich enzyme
immunoassay. Serum or plasma samples are diluted and added to the wells of a microtiter
plate, which have been previously coated with the Pseudomonas aeruginosa antigens alkaline
protease, elastase or exotoxin A. Specific antibodies in the sample bind to the respective
antigens during an incubation of 2 h at 37°C. After washing, the conjugate (anti-human IgG
peroxidase-labelled immunoglobulin) is added and incubated again 2 h at 37°C. After a final
washing step, substrate is added and incubated for 30 min at room temperature. The color
forming reaction is terminated on addition of stop solution accompanied by a color change from
blue to yellow. The absorbance of the coloured reaction product is measured on a microtiter
plate reader. The colour intensity of the reaction corresponds to the concentration of antibodies
in the sample.



4 WARNINGS AND PRECAUTIONS

For Research Use Only. For Professional use only.

The Mediagnost kit is suitable only for in vitro use and not for internal use in humans and animals. Follow strictly the test
protocol. Use the valid version of the package insert provided with the kit. Be sure that everything has been understood.
Mediagnost will not be held responsible for any loss or damage (except as required by statute) howsoever caused, arising out
of noncompliance with the instructions provided.

Do not use obviously damaged or microbial contaminated or spilled material.

Caution: This kit contains material of human and/or animal origin. Therefore all components and specimens should
be treated as potentially infectious.

Appropriate precautions and good laboratory practices must be used in the storage, handling and disposal of the kit reagents.
The disposal of the kit components must be made according to the local regulations.

Human Serum

Following components contain human serum: PC1, PC2, PC3, NC, CTR

Source human serum for the control sera provided in this kit was tested and found non-reactive for Hepatitis-B surface antigen
(HBsAg), Hepatitis C virus (HCV), and Human Immunodeficiency Virus 1 and 2 (HIV). No known methods can offer total
security of the absence of infectious agents, therefore all components and specimens should be treated as potentially
infectious.

41 Components

All components of the product that contain hazardous substances in declarable concentrations in accordance with European
Regulation 1272/2008 are listed below:

Dilution Buffer DIL / Antibody-HRP-Conjugate DET / Positive Control PC / Negative Control NC / Control CTR
The buffers contain the hazardous ingredients listed below, based on this the following labeling of the two mixtures results:

Hazard pictograms (CLP):

GHSO07
Signal word (CLP): Warning
Hazardous components: 2-methylisothiazol-3(2H)-one (< 0,06 %)

reaction mass of 5-chloro-2-methyl-2H-isothiazol-3-one and 2-methyl-2H-isothiazol-3-
one (3:1) (< 0,015 %)

Hazard statements (CLP): H317 - May cause an allergic skin reaction.

Safety instructions (CLP): P280 - Wear protective gloves/protective clothing/eye protection/face
protection/hearingprotection.
P272 - Contaminated work clothing should not be allowed out of the workplace.
P261 - Avoid breathing dust/fume/gas/mist/vapours/spray.
P333+P313 - If skin irritation or rash occurs: Get medical advice/attention.
P302+P352 - IF ON SKIN: Wash with plenty of Water.
P501 - Dispose of contents/container in accordance with national disposal regulations.

Washing Buffer WB
The buffer contains a mixture of 5-chloro-2-methyl-4-isothiazolin-3-one and 2-methyl-4-isothiazolin-3-one (< 0.015 %) as a
preservative.

EUH208 Contains reaction mass of 5-chloro-2-methyl-2H-isothiazol-3-one and 2-methyl-2H-isothiazol-3-one (3:1).
May produce an allergic reaction.
EUH210 Safety data sheet available on request.

Stop Solution STP
The stop solution contains 0.2 M sulphuric acid.
EUH210 Safety data sheet available on request.

4.2 Protective equipment and first aid measures

After contact with skin: Take off immediately all contaminated clothing. Rinse skin with water or shower. In case of
skin reactions, consult a physician.

After contact with eyes: Rinse cautiously with water for several minutes. Remove contact lenses, if present and easy
to do. Continue rinsing. In case of eye irritation consult an ophthalmologist.

After ingestion: Call a doctor if you feel unwell.

Avoid contact with the ingredients. Detailed information on personal protective equipment and first aid measures can be found
in the safety data sheet for Anti-Pseudomonas aeruginosa IgG ELISA E15. This can be accessed electronically via the
Mediagnost GmbH website at www.mediagnost.de or will be made available on request via contact@mediagnost.de.



5 SAMPLES

5.1 Sample type
Serum and EDTA-Plasma samples

5.2 Specimen collection
Use standard venipuncture for the blood sampling. Haemolytic reactions are to be avoided.

5.3 Required sample volume: 10 yL

5.4 Sample stability
In firmly closed sample vials:

e Storage at 20-25°C: at least 2 days
e Storage at -20°C: at least 2 years
o Freeze-thaw cycles max. 3

After the separation of coagulated and / or corpuscular components, it is recommended to store
the samples as soon as possible at -20°C and to avoid freeze-thaw cycles.

5.5 Sample dilution

Samples should be diluted in PE/PP-tubes. For larger sample numbers usage of a multi-
stepper is recommended. If the signal of the sample exceeds the signal of the positive control
(PC), the measurement must be repeated for an exact titre result with a higher diluted sample
e.g. in three dilutions (1:1000; 1:10000 and 1:100000).

Recommended dilution: 1:1000 with Dilution Buffer DIL.

Exemplary Dilution Protocol

1:10 Pre-Dilution
90 pL Dilution Buffer DIL + 10 yL Serum- or EDTA-Plasma

The pre-diluted sample should then be diluted as follows:

1:1000 Dilution
Add 10 pL of the 1:10 pre-diluted sample to 990 L Dilution Buffer DIL

1:10000 Dilution
Add 100 pL of the 1:1000 dilution to 900 pL Dilution Buffer DIL

1:100000 Dilution
Add 100 pL of the 1:10000 dilution to 900 pL Dilution Buffer DIL

After mixing use 100 pL each of the needed sample dilution per well within 1 hour (Pipetting
control = orange color of the solution in the microtiter plate well).



6 MATERIALS

6.1  Materials provided

The reagents listed below are sufficient for 3x96 tests. The microtiter plates are divided up in
12 strips with separately breakable wells.

MTP 1 | Microtiter plate 1, ready for use: coated with alkaline Protease,
AP | labelled red. (8x12) Wells
MTP 2 | Microtiter plate 2, ready for use: coated with Elastase,
ELA | labelled blue. (8x12) Wells
MTP 3 | Microtiter plate 3, ready for use: coated with Exotoxin A,
Exo A | labelled green. (8x12) Wells
PC1 Positive Control 1, ready for use, calibrated control serum for 1x1.5mL
alkaline Protease, AP, red labelled, shows a titre of 1:2500. )
PC2 Positive Control 2, ready for use, calibrated control serum for 1x1.5mL
Elastase, ELA, blue labelled, shows a titre of 1:2500. )
PC3 Positive Control 3, ready for use, calibrated control serum for 1x1.5mL
Exotoxin A, Exo A, green labelled, shows a titre of 1:2500. )
NC Nega_tlve Control, ready for use,.contalns.human serum, not 2 x 1.5 mL
reactive for Pseudomonas aeruginosa antigens.
Control, ready for use, contains human serum and has to be
CTR determinated as borderline for Pseudomonas aeruginosa 2x1.5mL
antigens in the assay.
Antibody-HRP-Conjugate, 100-fold concentrated, contains
DET horseradish-Peroxidase (HRP)-labelled anti-human IgG. 2x250 L
DIL Dilution Buffer, ready for use 3 x50 mL
WB Washing Buffer, 20-fold concentrated solution. 1x120 mL
s Substrate for horseradish peroxidase (HRP), ready for use, 1x33mL
stabilised Tetramethylbencidine (TMB).
Stop Solution, ready for use,
STP | 0.2 M sulphuric acid. Tx33mL
CF Cover Foil, for covering the microtiter plate. 6 x
CERT | Lot Certificate 1Xx

6.2 Materials required, but not provided

o Distilled (Aqua destillata) or deionized water for dilution of the Washing Buffer WB
(A. dest.), 2400 mL.

Precision pipettes and multichannel pipettes with disposable plastic tips
Polyethylene PE/ Polypropylene PP tubes for dilution of samples
Vortex-mixer

Microtiter plate washer (recommended)

Micro plate reader ("ELISA-Reader") with filter for 450 and > 590 nm
Incubator 37°C




7 TECHNICAL NOTES

Storage Conditions
Store the kit at 2-8°C until its expiry date.

Storage Life
The shelf life of the components after initial opening is warranted for 4 weeks, store the unused strips and microtiter
wells airtight together with the desiccant at 2-8°C in the clip-lock bag, use in the frame provided.

Preparation of reagents
Bring all reagents to room temperature 20-25°C before use. Possible precipitations in the buffers have to be
resolved before usage by mixing and / or warming. Reagents with different lot numbers cannot be mixed.

Dilution
Use the Dilution Buffer DIL for the 1:100 dilution of Antibody-HRP-Conjugate DET. Please dilute only according to
daily requirements.

The required volume of Washing Buffer WB is prepared by 1:20 dilution of the provided 20-fold concentrate with Aqua
dest. The 1:20 diluted Washing Buffer WB is stable 4 weeks at 2-8°C. Please dilute only according to daily requirements.

Incubation
Sample Incubation: 2 h at 37°C, Conjugate Incubation 2 h at 37°C, Substrate Incubation: 30 min at room
temperature 20-25°C. The Substrate S, stabilised Tetramethylbencidine, is photosensitive, store, incubation in the dark.

Incubation at room temperature means: Incubation at 20-25°C.

Washing

Proper washing is of importance for a secure, reliable and precise performance of the test. Incomplete washing is
common and will adversely affect the test outcome. Possible consequences may be uncontrolled unspecific variations
of measured optical densities, potentially leading to false results calculations of the examined samples. Effects like high
background values or high variations may indicate washing problems.

All washing must be performed with the provided Washing Buffer WB diluted to usage concentration. Washing volume
per washing cycle and well must be 300 L at least.

When using an automatic microtiter plate washer, the respective instructions for use must be carefully followed. Device
adjustments, e.g. for plate geometry and the provided washing parameters, must be performed. Dispensing and
aspirating manifold must not scratch the inside well surface. Provisions must be made that the remaining fluid volume of
every aspiration step is minimized. Following the last aspiration step of each washing cycle, this could be controlled, and
possible remaining fluid could then be removed, by inverting the plate and repeatedly tapping it dry on non fuzzy
absorbent tissue.

Manual washing is an adequate alternative option. Washing Buffer may be dispensed via a multistepper device, a
multichannel pipette, or a squirt bottle. The fluid may be removed by dynamically swinging out the microtiter plate over
a basin. If aspirating devices are used, care has to be taken that the inside well surface is not scratched. Subsequent to
every single washing step, the remaining fluid should be removed by inverting the plate and repeatedly tapping it dry on
non fuzzy absorbent tissue.



8 ASSAY PROCEDURE

NOTES: All determinations (controls and samples) should be assayed in duplicate. For optimal results, accurate
pipetting and adherence to the protocol are recommended.

When performing the assay, the Positive Control, Negative Control, Control and the samples should be pipette as
fast as possible (e.g., <15 minutes). To avoid distortions due to differences in incubation times, the diluted Antibody-
HRP-Conjugate DET as well as the following Substrate S should be added to the plate in the same order and in the
same time interval as the samples. Stop Solution STP should be added to the plate in the same order as the Substrate.

1) Pipette in positions* A1/2 100 pL Negative Control NC each
2) Pipette in positions* B1/2 100 pL Positive Control PC each (PC1, PC2 OR PC3, respectively)
3) Pipette in positions *C1/2 100 yL Control CTR each
* of Microtiter plates MTP1/ MTP2/ MTP3
4) Pipette 100 pL each of the diluted sample (generally 1:1000 diluted in Dilution Buffer
DIL) in the rest of the wells, according to requirements.
5) Cover the wells with the sealing tape and incubate the plate for 2 hours at 37°C.
6) After incubation aspirate the contents of the wells and wash the wells 3 times with 300 L
Washing Buffer . Empty the wells thoroughly.
7) Following the last washing step, pipette 100 pL of the 1:100 diluted Antibody-HRP-
Conjugate DET in each well.
8) Cover the wells with the sealing tape and incubate the plates for 2 hours at 37°C.
9) After incubation wash the wells 3 times with Washing Buffer WB
as described in step 6.
10) Pipette 100 pL of the Substrate S in each well.
11) Incubate the plates for 30 Minutes in the dark at room temperature.
12) After incubation pipette 100 uL Stop Solution STP in each well.
13) Measure the absorbance within 30 minutes at 450 nm (Reference filter 2 590 nm)

9 QUALITY CONTROL

The Kit-control must be found within the acceptable range, which has been stated on the QC
Certificate. The test results are only valid, if the test has been performed following the
instructions.

9.1  Quality criteria

For the evaluation of the assay it is preconditioned that the absorbance values of the Negative
Controls NC should be below 0.25. The difference between the extinctions of Negative
Controls NC and the respective Positive Control PC must be at least 0.6.

10 EVALUATION OF RESULTS

10.1 Calculation of results

Calculations should be performed for each antigen (each plate) separately! Calculate the
average of all multiple values.

10



10.2 Qualitative calculation:

The negative control (Blank) average is subtracted from the controls and samples to obtain absolute
values.

The cut-off value is 20% of the absorbance of the Positive Control PC.

1: 1000 diluted samples with extinction values less than the cut off value are classified as negative.
The antibody titre is below 1:500.

1: 1000 diluted samples, having an absorbance in the range of > 20% but < 50% of positive control,
cannot be clearly classified and must therefore be assessed as borderline.

1: 1000 diluted samples, which extinctions are > 50% of PC extinction, are to be classified as
positive.

Exemplary qualitative calculation:

Negative Control NC | Extinction Positive Control PC | Extinction
1.Value 0.041 1.Value 1.120
2.Value 0.056 2.Value 1.136
Mean 0.049 Mean 1.128

Calculation

PC -NC :1.128 — 0.049 =1.079

Cut-off (20% of PC-NC) :0.2 x1.079 =0.216

Borderline (50% of PC-NC) :0.5x1.079 =0.540

All samples with an extinction < 0.216 are determined as negative for Anti-P. aeruginosa IgG.
Samples with an extinction of > 0.216 and < 0.540 are judged as borderline and samples
showing an extinction of > 0.540 are determined as positive for the content of Anti-P.
aeruginosa IgG.

10.3 Semi-Quantitative calculation

The evaluation is carried out graphically or via an appropriate evaluation program.

The extinction values of the negative NC and positive PC controls are plotted on the y-axis in
a double-linear coordinate system against a titre factor. NC = 0 and PC = 2.5 on the x-axis. For
the quantification of the sera values, a straight line is drawn through the NC and PC values and
extended to a titre factor of 3.5.

The titre of the individual serum is determined by reading the titre factor of the measured
extinction value through the NC-PC axis, which is multiplied by the serum dilution factor.

Titre factors lower than 0.25 and higher than 3.5 (x-axis) are not taken into consideration
in these calculations, expect that the titre factors from a 1:1000 dilution below 0.5 are
regarded as negative and titre factors greater than 3.5 are always positive and should be
diluted further and retested for quantitative determination.

Exemplary semi-quantitative calculation:

11

Negative Control NC | Extinction Positive Control PC | Extinction
1.Value 0.041 1.Value 1.220
2.Value 0.056 2.Value 1.176
Mean 0.049 Mean 1.198
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Figure 1: Exemplary graphic for the semi-quantitative evaluation for serum A.

Titer-Factor

Sample Dilution Extinction |  Titre factor Titre Interpretation
of Sample | (average) | (see graphic)
1:1000 2.82 >35 n.a. positive
_ 1:(10000 x 3.05) ositive
Serum A 1:10000 1.45 3.05 —> 1:30500 p
1:100000 0.210 0.3 > 1:30000 p

If an electronic evaluation is used, NC and PC are defined as standards with the titre values of
0 and 2500. The program calculates the titre of the unknown sample. The dilution factor of the

sample has to be taken into account.

10.4

The evaluation of the measured antibody titres has to be done according to the scheme below.
In the literature there are several studies describing the performance of the assay (see table
4). These studies often do not differentiate between borderline and positive and apply only one

Interpretation of results

cut-of value (1:500) to differentiate between negative and positive.

Titre Interpretation

<1:500 negative no antibodies in the sample

1:500 to 1:1.250 borderline low amounts antibodies in the
sample

> 1:1 250 positive Significant amounts of

antibodies in the sample

11 LIMITATION OF PROCEDURE

Basically, the result of immunological test systems can be affected by various sample
components such as medications or lipids. Their influence is reduced by the assay design, but

cannot be excluded completely.
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12 PERFORMANCE CHARACTERISTICS

12.1 Analytical Sensitivity

The analytical sensitivity as a measure for the minimal amount of specific antibody detectable
by this test system was determined by the signal variability of the negative control. Therefore,
the recalculated antibody titre of the negative control was evaluated and the 3-fold standard

deviation was used to determine the limit of detection. The results are shown in table 1.

The limit of detection of antibody titres for AP, ELA, Exo A in 1:1000 diluted samples is

< 1:300.

Table 1 Analytical sensitivity / Limit of Detection based on 3-fold standard deviation of the blank. Shown is the

recalculated antibody titre of three independent experiments.

Dilution AP ELA Exo A
- 0.105 0.268 0.181
1:100 10 27 18
1:1 000 105 268 181

12.2 Analytical Specificity

Staphylococcus aureus, Candida albicans and Hemophilus influenza infections did not result

in antibodies cross reacting with Pseudomonas aeruginosa antigens.

12.3 Precision

Intra-Assay Variance

Serum samples were diluted 1:1000 and measured 16-fold within one assay. The results are

shown in table 2. Mean variance was 4.95, 4.49 and 8.41% for alkaline Protease, Elastase
and Exotoxin A, respectively.

Table 2 Intra-Assay Variance

Sample 1 Sample 2 Sample 3
AP ELA Exo A AP ELA Exo A AP ELA Exo A
Mean Titre 806 529 715 3858 5521 5673 1453 1530 1381
SD 35 43 91 173 135 127 88 44 142
VC [%] 4.3 8.14 12.71 4.47 2.45 2.25 6.08 2.86 10.29
Number[n] 16 16 16 16 14 16 16 16 16
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Inter-Assay Variance

Samples were portioned and stored at -20°C for up to 12 years and measured irregularly during
this time. Table 3 shows the summarized results for 3 different samples. The variability
measured as coefficient of variation does not exceed 20% for any antigen or sample.

Table 3 Inter-Assay Variance

Sample 1 Sample 2 Sample 3
AP ELA Exo A AP ELA Exo A AP ELA Exo A
Mean Titre 1041 958 804 1743 1519 1239 2971 4071 4343
SD 67 60 70 228 231 176 164 309 392
CV [%] 6.39 6.31 8.69 13.09 15.22 14.22 5.51 7.59 9.03
Number [n] 73 73 72 295 295 293 112 112 112

12.4 Linearity

Linearity of sample dilution was evaluated by dilution dependent signal decrease in three serum
samples with high, medium and low antibody titres. In figure 2 the measured signals are shown
in dependence of the sample dilution. Linear regression analysis revealed coefficients of
correlation of >0.9 for all tested samples. The recalculated antibody titres show a good linearity,
too.

Antibodytiter AP Sample]  WSample2 aSampled Antibodytiter ELA oSamgle 1 WSamgle?  aSample3 Antibodytiter ExoA sanpie! WSample? ASampie3

3 25 45
R#=0,9982
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=
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0 T T T T | 0 T T T T d 0 T r T |
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Dilution [1/Titer] Dilution [1/Titer] Dilution [1/Titer]

Figure 2 Linearity of sample dilution. Samples with high, medium and low antibody titre were diluted (1:500 —
1:24000) depending on the expected signal intensity and measured results were analysed by linear regression
analysis.

12.5 Interference

Interference was not investigated, no information regarding the influence of triglycerides,
hemoglobin or bilirubin is available. Therefore lipaemic, hemolytic or icteric samples should not
be used for this assay.
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12.6 Traceability/ Assay Calibration

Neither an international standard preparation, purified human Anti-Pseudomonas aeruginosa
antibodies nor an established reference method for measurement of these antibodies are
available. Thus, the assay calibration is based on manufacturer positive controls with arbitrary
antibody titres of 2500 (Mediagnost [1/Titre]). Selected human serum samples with defined
antibody content are used for assay production and quality control. This panel allows the

traceability of measurement results.

Table 4 Summary of literature results describing sensitivity and specificity in dependence of the applied

cut-off titre value.

Mediagnost s Cut-off
Autor Journal | Year A persons . Sensitivity [%]| Specificity [%]
ssay In] Titre
Kappler et al. | Thorax 2006 | AP/ Ela/Exo A 183 500 86 96
Tramper- 1250 66 96
Stranders et al. Thorax 2006 | AP/ Ela/ Exo A 220 500 79 89
AP >0
220 ELA > 35 96 79
ExoA>0
AP > 285
Ratienetal. | Fedi@lric | 5407 | AP/ Elal Exo A 375 | ELA>300 92.7 93.3
Pulmonol Exo A >
1000
Turkish
Dogru et al. Journal of | 2013 | AP/ Ela/ Exo A 90 500 87.5 70
Pediatrics
Anstead et al. |2 CYSIC | 2013 | AP/ Ela/ Exo A 304 100 78 48
Fibrosis
Daines etal. |2.CYS1C | 5644 | AP/ Ela /Exo A 68 100 66 56
Fibrosis
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14 INTERNATIONALE ASSAY DESCRIPTION

[International Test Description|

1:20 A. dest.
e >
- ISPE|1:1000 DIL | <
- ecl20°C - 25°C [©] max.1h
AP ELA Exo A
100l |NC A1/A2 A1/A2 A1/A2
100 L |PC1 B1/B2 - -
100l |PC2 - B1/B2 -
100l |PC3 - - B1/B2
100uL  |CTR c1/C2 C1/C2 C1/C2
100 uL  |[SPE|1:1000 DIL
2h Pc37°C

3x 300 L 3x

100 L DET 1:100

TAPE
©] 2h pc|37°C

3x 300 pL 3x

100 pL s

0.5 h20°C—25°C
STP

MEASURE
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15 SUMMARY OF THE ASSAY PROCEDURE

(20x)

Preparation of Reagents Dilution
DET Antibody-HRP-Conjugate 1:100 in Dilution Buffer DIL
Concentrate (100x) = DET 1:100
wB Washing Buffer Concentrate |in Aqua dest. (z.B. 100 mL WB mit A.dest

auf 2000 mL auffullen)

> WB 1:20

Dilute samples 1:1000 with Dilution Buffer DIL (qualitative test). For quantitative antibody
assays it is recommended to perform serial dilutions of 1:1000, 1:10000 and 1:100000 with
Dilution Buffer DIL.

Before the assay procedure bring all reagents to room temperature (20°C -25°C).

Assay procedure in double determination

Pipette Reagents Plate 1 AP Plate 2 ELA Plate 3 Exo A

100 pL Negative Control NC |A1/A2 A1/A2 A1/A2

100 pL Positive Control PC1 |B1/B2 -- --

100 pL Positive Control PC2 | -- B1/B2 --

100 pL Positive Control PC3 | -- -- B1/B2

100 pL Control CTR C1/C2 C1/C2 C1/C2

100 pL Sample Dilution Pipette in the rest of the wells according to requirements.

Seal the wells of the 3 microtiter plates with the cover foil.

Incubation: 2 h at 37°C

3x 300 yL |Aspirate the contents of the wells and wash 3x with 300 yL | in each well
each Washing Buffer [ well

100 pL Diluted Antibody-HRP-Conjugate DET 1:100 in each well

Seal the wells of the 3 microtiter plates with the cover foil.

Incubation: 2 h at 37°C

3x 300 uL | Aspirate the contents of the wells and wash 3x with 300 pL |in each well
each Washing Buffer WB 1:20// well

100 pL Substrate S in each well

Incubation: 30 min in the dark at RT (20°C -25°C).

100 pL Stop Solution STP in each well

Measure the absorbance within 30 min at 450 nm with 2 590 nm as reference wavelength.
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