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1 Intended Use 
AESKULISA LKM-1 is a solid phase enzyme immunoassay employing human recombinant 
cytochrome p450 IID6 for the quantitative and qualitative detection of antibodies against 
liver-kidney microsomes (LKM) in human serum.  
The assay is a tool for the diagnosis of autoimmune hepatitis (AIH). 

2 Clinical Application and Principle of the Assay 
Autoimmune hepatitis (AIH) is a chronic progressive liver disease of unknown origin that 
responds well to immunosuppressive therapy, but has a poor prognosis if untreated. Early 
and accurate diagnosis is therefore of great importance. AIH is characterized by histological 
features of periportal hepatitis in the absense of viral markers, by hypergammaglobulinemia 
and, in the majority of patients, by the presence of autoantibodies in serum. Anti-nuclear 
antibodies (ANA), smooth muscle antibodies (SMA), anti-liver kidney microsomal antibodies 
(LKM) and antibodies against soluble liver antigen (SLA) are marker autoantibodies for AIH. 
52% of AIH patients are positive for ANA and/or SMA, 20% for SLA and 3% for LKM-1. 
These antibodies are of diagnostic value for AIH but the only autoantibodies highly specific 
for AIH are SLA. ANA/SMA also occur in 10-15% of patients with viral hepatitis and other 
immune-mediated diseases. LKM-1 are also associated with hepatitis C.  
Three types of LKM antibodies can be distinguished according to the target antigens. LKM-1 
antibodies are directed against cytochrome p450 IID6, a 50 kDa cytoplasmic protein found in 
hepatocytes and renal proximal tubular cells. LKM-2 antibodies are associated with 
ticrynafen (tienilic acid) -induced hepatitis. The target antigen is cytochrome p450 IIC9, a 
cytochrome p450 isoenzyme that catalyzes the metabolic oxidation of the drug. LKM-3 
antibodies are associated with chronic hepatitis D. The target antigen is UDP-1 glucoronosyl 
transferase. 
LKM-1 associated AIH predominantly occurs in girls between 2 and 14 years of age, thus 
determination of LKM-1 is very important in pediatrics. 
 
 
 
 
 
 
 

Principle of the test 
Serum samples diluted 1:101 are incubated in the microplates coated with the specific 
antigen. Patient´s antibodies, if present in the specimen, bind to the antigen. The 
unbound fraction is washed off in the following step. Afterwards anti-human 
immunoglobulins conjugated to horseradish peroxidase (conjugate) are incubated and 
react with the antigen-antibody complex of the samples in the microplates. Unbound 
conjugate is washed off in the following step. Addition of TMB-substrate generates an 
enzymatic colorimetric (blue) reaction, which is stopped by diluted acid (color changes 
to yellow). The intensity of color formation from the chromogen is a function of the 
amount of conjugate bound to the antigen-antibody complex and this is proportional to 
the initial concentration of the respective antibodies in the patient sample.  
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3 Kit Contents 
 

TO BE RECONSTITUTED 

Item Quantity Cap 
color 

Solution 
color Description / Contents 

Sample Buffer (5x) 1 x 20ml White Yellow 
5 x concentrated 
Tris, sodium chloride (NaCl), bovine serum albumin 
(BSA), sodium azide < 0.1% (preservative) 

Wash Buffer (50x) 1 X 20ml White Green 
50 x concentrated 
Tris, NaCl, Tween 20, sodium azide < 0.1% 
(preservative) 

READY TO USE 

Item Quantity Cap 
color 

Solution 
color Description / Contents 

Negative Control 1 x 1.5ml Green Colorless Human serum (diluted), bovine serum albumin (BSA), 
sodium azide < 0.1% (preservative) 

Positive Control 1 x 1.5ml Red Yellow Human serum (diluted), bovine serum albumin (BSA), 
sodium azide < 0.1% (preservative) 

Cut-off Calibrator 1 x 1.5ml Blue Yellow Human serum (diluted), bovine serum albumin (BSA), 
sodium azide < 0.1% (preservative) 

Calibrators 6 x 1.5ml White Yellow * 
Concentration of each cal brator: 0, 3, 10, 30, 100, 
300 U/ml. Human serum (diluted), bovine serum 
albumin (BSA), sodium azide < 0.1% (preservative) 

Conjugate, IgG 1 x 15ml Blue Blue Anti-human immunoglobulins conjugated to 
horseradish peroxidase, bovine serum albumin (BSA) 

TMB Substrate 1 x 15ml Black Colorless Stabilized tetramethy benzidine and hydrogen 
peroxide (TMB/H2O2) 

Stop Solution 1 x 15ml White Colorless 1M Hydrochloric Acid 

Microtiter plate 12 x 8 well 
strips N/A N/A With breakaway microwells. Refer to paragraph 1 for 

coating. 
* Color increasing with concentration 

MATERIALS REQUIRED, BUT NOT PROVIDED 

Microtiter plate reader 450 nm reading filter and recommended 620 nm reference filter (600-690 nm). Glass ware (cylinder 100-
1000ml), test tubes for dilutions. Vortex mixer, precision pipettes (10, 100, 200, 500, 1000 µl) or adjustable multipipette (100-
1000µl). Microplate washing device (300 µl repeating or multichannel pipette or automated system), adsorbent paper. Our tests 
are designed to be used with purified water according to the definition of the United States Pharmacopeia (USP 26 - NF 21) and 
the European Pharmacopeia (Eur.Ph. 4th ed.). 
 

 

4 Storage and Shelf Life 
Store all reagents and the microplate at 2-8°C/35-46°F, in their original containers. Once 
prepared, reconstituted solutions are stable at 2-8°C/35-46°F for 1 month. Reagents and the 
microplate shall be used within the expiry date indicated on each component, only. Avoid 
intense exposure of TMB solution to light. Store microplates in designated foil, including the 
desiccant, and seal tightly. 
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5 Precautions of Use 

5.1 Health hazard data 
THIS PRODUCT IS FOR IN VITRO DIAGNOSTIC USE ONLY. Thus, only staff trained and 
specially advised in methods of in vitro diagnostics may perform the kit. Although this product 
is not considered particularly toxic or dangerous in conditions of the intended use, refer to the 
following for maximum safety:  
Recommendations and precautions 

This kit contains potentially hazardous components. Though kit reagents are not classified 
being irritant to eyes and skin we recommend to avoid contact with eyes and skin and wear 
disposable gloves. 
WARNING ! Calibrators, Controls and Buffers contain sodium azide (NaN3) as a 
preservative. NaN3 may be toxic if ingested or adsorbed by skin or eyes. NaN3 may react 
with lead and copper plumbing to form highly explosive metal azides. On disposal, flush with 
a large volume of water to prevent azide build-up. Please refer to decontamination 
procedures as outlined by CDC or other local/national guidelines.  
Do not smoke, eat or drink when manipulating the kit. Do not pipette by mouth. 
All human source material used for some reagents of this kit (controls, standards e.g.) has 
been tested by approved methods and found negative for HbsAg, Hepatitis C and HIV 1. 
However, no test can guarantee the absence of viral agents in such material completely. 
Thus handle kit controls, standards and patient samples as if capable of transmitting 
infectious diseases and according to national requirements. 
The kit contains material of animal origin as stated in the table of contents, handle according 
to national requirements. 

5.2 General directions for use 
In case that the product information, including the labeling, is defective or incorrect please 
contact the manufacturer or the supplier of the test kit. 
Do not mix or substitute Controls, Calibrators, Conjugates or microplates from different lot 
numbers. This may lead to variations in the results. 
Allow all components to reach room temperature (20-32°C/68-89.6°F) before use, mix well 
and follow the recommended incubation scheme for an optimum performance of the test. 
Incubation: We recommend test performance at 30°C/86°F for automated systems. 
Never expose components to higher temperature than 37°C/ 98.6°F. 
Always pipette substrate solution with brand new tips only. Protect this reagent from light. 
Never pipette conjugate with tips used with other reagents prior. 
A definite clinical diagnosis should not be based on the results of the performed test 
only, but should be made by the physician after all clinical and laboratory findings 
have been evaluated. The diagnosis is to be verified using different diagnostic 
methods. 
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6 Sample Collection, Handling and Storage 
Use preferentially freshly collected serum samples. Blood withdrawal must follow national 
requirements. Do not use icteric, lipemic, hemolysed or bacterially contaminated samples. 
Sera with particles should be cleared by low speed centrifugation (<1000 x g). Blood samples 
should be collected in clean, dry and empty tubes.  
After separation, the serum samples should be used during the first 8h, respectively stored 
tightly closed at 2-8°C/35-46°F up to 48h, or frozen at -20°C/-4°F for longer periods 
 
 

7 Assay Procedure 

7.1 Preparations prior to starting 
Dilute concentrated reagents: 
Dilute the concentrated sample buffer 1:5 with distilled water (e.g. 20 ml plus 80 ml). 
Dilute the concentrated wash buffer 1:50 with distilled water (e.g. 20 ml plus 980 ml). 
To avoid mistakes we suggest to mark the cap of the different calibrators. 

Samples: 
Dilute serum samples 1:101 with sample buffer (1x) 
e.g. 1000 µl sample buffer (1x) + 10 µl serum. Mix well ! 
Washing: 
Prepare 20 ml of diluted wash buffer (1x) per 8 wells or 200 ml for 96 wells 
e.g. 4 ml concentrate plus 196 ml distilled water. 
Automated washing: 
Consider excess volumes required for setting up the instrument and dead volume of robot 
pipette. 
Manual washing: 
Discard liquid from wells by inverting the plate. Knock the microwell frame with wells 
downside vigorously on clean adsorbent paper. Pipette 300 µl of diluted wash buffer into 
each well, wait for 20 seconds. Repeat the whole procedure twice again. 
Microplates: 
Calculate the number of wells required for the test. Remove unused wells from the frame, 
replace and store in the provided plastic bag, together with desiccant, seal tightly (2-8°C/35-
46°F). 
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7.2 Pipetting Scheme 

We suggest pipetting calibrators, controls and samples as follows: 
 

For QUANTITATIVE interpretation For QUALITATIVE interpretation 

  
 1 2 3 4... 

A Cal A Cal E P1  

B Cal A Cal E P1  

C Cal B Cal F P2  

D Cal B Cal F P2  

E Cal C PC P3  

F Cal C PC P3  

G Cal D NC …  

H Cal D NC …  
 

  
 1 2 3 4... 

A NC P2   

B NC P2   

C CC P3   

D CC P3   

E PC …   

F PC …   

G P1 …   

H P1 …   
 

 
CalA: calibrator A CalD: calibrator D PC: positive control P1: patient 1 
CalB: calibrator B CalE: calibrator E NC: negative control P2: patient 2 
CalC: calibrator C CalF: calibrator F CC: cut-off calibrator P3: patient 3 
 

7.3 Test Steps 
Step Description 

1. Ensure preparations from step 7.1 above have been carried out prior to pipetting. 

2. Use the following steps in accordance with quantitative/ qualitative interpretation 
results desired:   

CONTROLS & SAMPLES 

3. 

 

Pipette into the designated wells as described in chapter 7.2 
above, 100 µl of either: 

a. Calibrators (CAL.A to CAL.F) for QUANTITATIVE or  
b. Cut-off Calibrator (CC) for QUALITATIVE interp. 

and 100 µl of each of the following: 
 Negative control (NC) and Positive control (PC), and 
 Patients diluted serum (P1, P2...) 

4. 

 

Incubate for 30 minutes at 20-32°C/68-89.6°F. 

5. 

 

Wash 3x with 300 µl washing buffer (diluted 1:50). 
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CONJUGATE 

6. 

 

Pipette 100 µl conjugate into each well. 

7. 

 

Incubate for 30 minutes at 20-32°C/68-89.6°F. 

8. 

 

Wash 3x with 300 µl washing buffer (diluted 1:50). 

SUBSTRATE 

9. 

 

Pipette 100 µl TMB substrate into each well. 

10. 

 

Incubate for 30 minutes at 20-32°C/68-89.6°F, protected from 
intense light. 

STOP 

11. 

 

Pipette 100 µl stop solution into each well, using the same 
order as pipetting the substrate. 

12. 

 

Incubate 5 minutes minimum. 

13.  Agitate plate carefully for 5 sec. 

14. 

 
Read absorbance at 450 nm (recommended 450/620 nm) 
within 30 minutes. 
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8 Quantitative and Qualitative Interpretation 
For quantitative interpretation establish the standard curve by plotting the optical density 
(OD) of each calibrator (y-axis) with respect to the corresponding concentration values in 
U/ml (x-axis). For best results we recommend log/lin coordinates and 4-Parameter Fit. From 
the OD of each sample, read the corresponding antibody concentrations expressed in U/ml. 

Normal Range Equivocal Range Positive Results 
< 12 U/ml 12 - 18 U/ml >18 U/ml 

 

Example of a standard curve 

Do NOT use this example for interpreting patient´s result 
Calibrators IgG OD 450/620 nm CV % (Variation) 

0 U/ml 0.046 2.4 
3 U/ml 0.171 2.6 

10 U/ml 0.372 1.0 
30 U/ml 0.698 3.8 
100 U/ml 1.456 0.4 
300 U/ml 2.396 2.0 

Example of calculation  

Patient Replicate (OD) Mean (OD) Result (U/ml) 

P 01 0.533/0.569 0.551 19.8 
P 02 1.156/1.196 1.176 68.7 

Samples above the highest calibrator range should be reported as >Max. They should be 
diluted as appropriate and re-assayed. Samples below calibrator range should be reported 
as < Min. 
For lot specific data, see enclosed quality control leaflet. Medical laboratories might perform 
an in-house quality control by using own controls and/or internal pooled sera, as foreseen by 
national regulations.  
Each laboratory should establish its own normal range based upon its own techniques, 
controls, equipment and patient population according to their own established procedures. 
In case that the values of the controls do not meet the criteria the test is invalid and has to be 
repeated.  
The following technical issues should be verified: Expiration dates of (prepared) reagents, 
storage conditions, pipettes, devices, photometer, incubation conditions and washing 
methods. 
If the items tested show aberrant values or any kind of deviation or that the validation criteria 
are not met without explicable cause please contact the manufacturer or the supplier of the 
test kit.  
For qualitative interpretation read the optical density of the cut-off calibrator and the patient 
samples. Compare patient´s OD with the OD of the cut-off calibrator. For qualitative 
interpretation we recommend to consider sera within a range of 20% around the cut-off value 
as equivocal. All samples with higher ODs are considered positive, samples with lower ODs 
are considered negative. 
 

Negative:  OD patient < 0.8 x OD cut-off   
Equivocal: 0.8 x OD cut-off ≤ OD patient ≤ 1.2 x OD cut-off 
Positive:  OD patient > 1.2 x OD cut-off   
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9 Technical Data 
Sample material: serum 
Sample volume: 10 µl of sample diluted 1:101 with 1x sample buffer 
Total incubation time: 90 minutes at 20-32°C/68-89.6°F 
Calibration range: 0-300 U/ml 
Analytical sensitivity: 1.0 U/ml 
Storage: at 2-8°C/35-46°F use original vials only. 
Number of determinations: 96 tests 
 

10 Performance Data 

10.1 Analytical sensitivity 

Testing sample buffer 30 times on AESKULISA LKM-1 gave an analytical sensitivity of 1.0 
U/ml. 
 

10.2 Specificity and sensitivity 
The microplate is coated with recombinant human cytochrome p450 IID6. No 
crossreactivities to other autoantigens have been found. Anti-LKM-1 antibodies show a 
diagnostic specificity of >99% for autoimmune hepatitis type 2. The diagnostic sensitivity of 
anti-LKM-1 antibodies for autoimmune hepatitis type 2 is 84%. 
 

10.3 Linearity 
Chosen sera have been tested with this kit and found to dilute linearly. However, due to the 
heterogeneous nature of human autoantibodies there might be samples that do not follow 
this rule. 

Sample 
No. 

Dilution 
Factor 

Measured 
(U/ml) 

Expected 
(U/ml) 

Recovery 
(%) 

1 1 / 100 78.9 80.0 98.6 
 1 / 200 39.8 40.0 99.5 
 1 / 400 18.9 20.0 94.5 
 1 / 800 9.6 10.0 96.0 
2 1 / 100 34.2 33.0 103.6 
 1 / 200 17.2 16.5 104.2 
 1 / 400 8.1 8.3 97.6 
 1 / 800 4.0 4.2 95.2 
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10.4 Precision 
To determine the precision of the assay, the variability (intra and inter-assay) was assessed 
by examining its reproducibility on three serum samples selected to represent a range over 
the standard curve. 
 

Intra-assay  Inter-assay 
Sample No. Mean (U/ml) CV (%)  Sample No. Mean (U/ml) CV (%) 

1 210.0 1.6  1 207.0 4.2 
2 77.5 2.8  2 73.8 2.3 
3 18.4 3.6  3 17.6 1.5 

 

10.5 Calibration 
Due the lack of international reference calibration this assay is calibrated in arbitrary units 
(U/ml). 
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¨ Descrizione lotto ¨ Lot 
¨ Lot ¨ Lote 
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¨ Conformità europea ¨ EC Declaration of Conformity 
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¨ Conservare a 2-8°C ¨ Store at 2-8°C (35-46°F) 
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¨ Microplaque sensibilisée ¨ Microplaca sensibilizada 
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¨ Tampone di lavaggio ¨ Wash buffer 
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¨ Tampone campione ¨ Sample buffer 
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¨ Probenpuffer ¨ Ρσζκηζ ηηθό δηάι σκα δεηγκάηφλ  
¨ Diluente de amostra  
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PRINCIPLE OF THE TEST

The determination is based on an indirect enzyme linked immune reaction with the following steps:

Specific antibodies in the patient sample bind to the antigen coated on the surface of the reaction wells. After

incubation, a washing step removes unbound and unspecifically bound serum or plasma components.

Subesquently added enzyme conjugate binds to the immobilized antibody-antigen-complexes. After incubation, a

second washing step removes unbound enzyme conjugate. After addition of substrate solution the bound enzyme

conjugate hydrolyses the substrate forming a blue coloured product. Addition of an acid stopps the reaction

generating a yellow end-product. The intensity of the yellow color

correlates with the concentration of the antibody-antigen-complex and can be measured photometrically at 450 nm.

Highly purified Scl-70 is bound to microwells.

•  All reagents of this kit are intended for professional in vitro diagnostic use only.

•  Components containing human serum were tested and found negative for HBsAg, HCV, HIV1 and HIV2

by FDA approved methods. No test can guarantee the absence of HBsAg, HCV, HIV1 or HIV2, and so

all human serum based reagents in this kit must be handled as though capable of transmitting infection.

•  Bovine serum albumin (BSA) used in components has been tested for BSE and found negative.

•  Avoid contact with the substrate TMB (3,3´,5,5´-Tetramethyl-benzidine).

•  Stop solution contains acid, classifiaction is non-hazardous. Avoid contact with skin.

•  Control, sample buffer and wash buffer contain sodium azide 0.09% as preservative. This concentration

is classified as non-hazardous.

•  Enzyme conjugate contains ProClin 300 0.05% as preservative. This concentration is classified as

non-hazardous.

During handling of all reagents, controls and serum samples observe the existing regulations for laboratory safety

regulations and good laboratory practice:

•  First aid measures: In case of skin contact, immediately wash thoroughly with water and soap. Remove

contaminated clothing and shoes and wash before reuse. If system fluid comes into contact with skin,

wash thoroughly with water. After contact with the eyes carefully rinse the opened eye with running

water for at least 10 minutes. Get medical attention if necessary.

•  Personal precautions, protective equipment and emergency procedures:

Observe laboratory safety regulations. Avoid contact with skin and eyes. Do not swallow. Do not pipette by mouth.

Do not eat, drink, smoke or apply makeup in areas where specimens or kit reagents are handled. When spilled,

absorb with an inert material and put the spilled material in an appropriate waste disposal.

•  Exposure controls / personal protection: Wear protective gloves of nitril rubber or natural latex.

Wear protective glasses. Used according to intended use no dangerous reactions known.

•  Conditions to avoid: Since substrate solution is light-sensitive. Store in the dark.

•  For disposal of laboratory waste the national or regional legislation has to be observed.

Observe the guidelines for performing quality control in medical laboratories by assaying control sera.

WARNINGS AND PRECAUTIONS
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•  Collect whole blood specimens using acceptable medical techniques to avoid hemolysis.

•  Allow blood to clot and separate the serum or plasma by centrifugation.

•  Test serum should be clear and non-hemolyzed. Contamination by hemolysis or lipemia should be

avoided, but does not interfere with this assay.

•  Specimens may be refrigerated at 2-8°C for up to five days or stored at -20°C up to six months.

•  Avoid repetitive freezing and thawing of serum or plasma samples. This may result in variable loss of

antibody activity.

•  Testing of heat-inactivated sera is not recommended.

SPECIMEN COLLECTION, STORAGE AND HANDLING

CONTENTS OF THE KIT

•  Microplate reader capable of endpoint measurements at 450 nm; optional: reference filter at 620 nm

•  Data reduction software

•  Multi-channel dispenser or repeatable pipette for 100 μl

•  Vortex mixer

•  Pipettes for 10 μl, 100 μl and 1000 μl

•  Laboratory timing device

•  Distilled or deionised water

•  Measuring cylinder for 1000 ml and 100 ml

•  Plastic container for storage of the wash solution

MATERIALS REQUIRED

1x 1.5 ml

1x 1.5 ml

1x 1.5 ml

1x 1.5 ml

Calibrator A 0 U/ml, containing serum/buffer matrix (PBS, BSA, detergent, NaN3

0.09%), yellow. Ready to use.

Calibrator B 12.5 U/ml, containing Scl-70 antibodies in a serum/buffer matrix (PBS,

BSA, detergent, NaN3 0.09%), yellow. Ready to use.

Calibrator C 25 U/ml, containing Scl-70 antibodies in a serum/buffer matrix (PBS, BSA,

detergent, NaN3 0.09%), yellow. Ready to use.

Calibrator D 50 U/ml, containing Scl-70 antibodies in a serum/buffer matrix (PBS, BSA,

detergent, NaN3 0.09%), yellow. Ready to use.

One divisible microplate consisting of 12 modules of 8 wells each. Ready to use.

Color code on module

1

1x 1.5 ml

1x 1.5 ml

1x 1.5 ml

Calibrator E 100 U/ml, containing Scl-70 antibodies in a serum/buffer matrix (PBS, BSA,

NaN3 0.09%), yellow. Ready to use.

Calibrator F 200 U/ml, containing Scl-70 antibodies in a serum/buffer matrix (PBS, BSA,

detergent, NaN3 0.09%), yellow. Ready to use.

Control positive, containing Scl-70 antibodies in a serum/buffer matrix (PBS, BSA,

detergent, NaN3 0.09%), yellow. Ready to use. The concentration is specified on the

certificate of analysis.

1x 1.5 ml Control negative, containing Scl-70 antibodies in a serum/buffer matrix (PBS, BSA,

detergent, NaN3 0.09%), yellow. Ready to use. The concentration is specified on the

certificate of analysis.

20 ml

15 ml

Sample Buffer P, containing PBS, BSA, detergent, preservative sodium azide 0.09%,

yellow, concentrate (5 x).

Enzyme Conjugate containing anti-human IgG antibodies, HRP labelled; PBS, BSA,

detergent, preservative PROCLIN 0.05%, light red. Ready to use.

15 ml TMB Substrate; containing 3,3’, 5,5’- Tetramethylbenzidin, colorless. Ready to use.

15 ml Stop solution; contains acid. Ready to use.

i

20 ml

1

Wash Buffer, containing Tris, detergent, preservative sodium azide 0.09%; 50 x conc.

Certificate of Analysis

ORG 512 Sufficient for 96 determinationsX96

This ELISA assay is suitable for use on open automated ELISA processors. Each assay has to be validated on the

respective automated system. Detailed information is provided upon request.
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Dilute patient samples 1:100 before the assay: Put 990 µl of prediluted sample buffer in a polystyrene tube and add

10 µl of sample. Mix well. Note:  Calibrators / Controls are ready to use and need not be diluted.

Sample Buffer P: Prior to use dilute the contents (20 ml) of one vial of sample buffer 5x concentrate with distilled or

deionised water to a final volume of 100 ml.

•  Store test kit at 2-8°C in the dark.

•  Do not expose reagents to heat, sun, or strong light during storage and usage.

•  Store microplate sealed and dessicated in the clip bag provided.

•  Shelf life of the unopended test kit is 18 months from day of production.

Unopened reagents are stable until expiration of the kit. See labels for individual batch.

•  Diluted Wash Buffer and Sample Buffer are stable for at least 30 days when stored at 2-8°C.

We recommend consumption on the same day.

STORAGE AND STABILITY

•  Do not use kit components beyond their expiration dates.

•  Do not interchange kit components from different lots and products.

•  All materials must be at room temperature (20-28°C) prior to use.

•  Prepare all reagents and samples. Once started, performe the test without interruption.

•  Double determinations may be done. By this means pipetting errors may become obvious.

•  Perform the assay steps only in the order indicated.

•  Always use fresh sample dilutions.

•  Pipette all reagents and samples into the bottom of the wells.

•  To avoid carryover or contamination, change the pipette tip between samples and different kit controls.

•  Wash microwells thoroughly and remove the last droplets of wash buffer.

•  All incubation steps must be accurately timed.

•  Do not re-use microplate wells.

PROCEDURAL NOTES

PREPARATION OF REAGENTS

Dilute the contents of one vial of the buffered wash solution concentrate (50x) with distilled or deionised water to a

final volume of 1000 ml prior to use.

Preparation of samples
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Calibration

The assay system is calibrated against the internationally recognized reference sera from CDC, Atlanta USA.

Prepare enough microplate modules for all calibrators / controls and patient samples.

1. Pipette 100 µl of calibrators, controls and prediluted patient samples into the wells.

Incubate for 30 minutes at room temperature (20-28 °C).

Discard the contents of the microwells and wash 3 times with 300 µl of wash solution.

2.  Dispense 100 μl of enzyme conjugate into each well.

Incubate for 15 minutes at room temperature.

Discard the contents of the microwells and wash 3 times with 300 μl of wash solution.

3.  Dispense 100 μl of TMB substrate solution into each well.

Incubate for 15 minutes at room temperature

4. Add 100 μl of stop solution to each well of the modules

Incubate for 5 minutes at room temperature.

Read the optical density at 450 nm (reference 600-690nm) and calculate the results.

The developed colour is stable for at least 30 minutes. Read during this time.

TEST PROCEDURE

CALCULATION OF RESULTS

The calculation range of this ELISA assay is

Measuring range

Test results are valid if the optical densities at 450 nm for calibrators / controls and the results for controls comply

with the reference ranges indicated on the Certificate of Analysis enclosed in each test kit.

If these quality control criteria are not met the assay run is invalid and should be repeated.

PERFORMANCE CHARACTERISTICS

Expected values

Interpretation of results

0 - 200 U/ml

< 15 U/ml

15 - 25 U/ml

> 25 U/ml

Negative:

Borderline:

Positive:

For quantitative results plot the optical density of each calibrator versus the calibrator concentration to create a

calibration curve. The concentration of patient samples may then be estimated from the calibration curve by

interpolation.

Using data reduction software a 4-Parameter-Fit with lin-log coordinates for optical density and concentration is the

data reduction method of choice.

In a normal range study with samples from healthy blood donors the following ranges have been established with

this ELISA assay:  Cut-off 25 U/ml

P1, ... patient sample     A-F  calibrators     C+, C-  controls

Example for a pipetting scheme:

VALIDATION

A

B

C

D

E

F

C+

C-

P1

P2

P3

A

B

C

D

E

F

G

H

1 2 3 4 5 6 7 8 9 10 11 12
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Intra-assay precision: Coefficient of variation (CV) was calculated for each of three samples from the results of 24

determinations in a single run. Results for precision-within-assay are shown in the table below.

Inter-assay precision: Coefficient of variation (CV) was calculated for each of three samples from the results of 6

determinations in 5 different runs. Results for run-to-run precision are shown in the table below.

Functional sensitivity was determined to be:

Limit of detection

Linearity

Reproducibility

No interference has been observed with haemolytic (up to 1000 mg/dl) or lipemic (up to 3 g/dl triglycerides) sera or

plasma, or bilirubin (up to 40 mg/dl) containing sera or plasma. Nor have any interfering effects been observed with

the use of anticoagulants (Citrate, EDTA, Heparine). However for practical reasons it is recommended that grossly

hemolyzed or lipemic samples should be avoided.

Study results

Interfering substances

Patient samples containing high levels of specific antibody were serially diluted in sample buffer to demonstrate the

dynamic range of the assay and the upper / lower end of linearity. Activity for each dilution was calculated from the

calibration curve using a 4-Parameter-Fit with lin-log coordinates.

LIMITATIONS OF THE PROCEDURE

This assay is a diagnostic aid. A definite clinical diagnosis should not be based on the results of a single test, but

..

[%]U/mlU/ml

ObservedDilution Expected O/ESample

146.9 146.9 1001 1:100

76.3 73.5 104. 1:200

38.1 36.7 104. 1:400

18.8 18.4 102. 1:800

122.3 122.3 1002 1:100

60.4 61.2 99. 1:200

29.6 30.6 97. 1:400

14.8 15.3 97. 1:800

.. ..

n n PosStudy population %

25 19Scleroderma 76.0

20 0Rheumatoid arthritis 0.0

80 1Normal human sera 1.3

Sensitivity:

Specificity:

Overall agreement:

Clinical Diagnosis

76.0

99.0

94.4

%

%

%

19

6

25

1

99

100 125

POS NEG

POS

NEG

ORG 512

. .

1 U/ml

MeanSample

Inter-Assay

.

Intra-Assay

MeanSample .

157.4

1

2

3

.

1

2

3

45.7

90.4

184.1

U/ml.

4.0

3.2

3.4

CV %

41.1

89.9

U/ml

.

2.8

2.8

2.3

CV %

.

.

.
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should be made by the physician after all clinical and laboratory findings have been evaluated concerning the entire

clinical picture of the patient. Also every decision for therapy should be taken individually.

The above pathological and normal reference ranges for antibodies in patient samples should be regarded as

recommendations only. Each laboratory should establishe its own ranges according to ISO 15189 or other

applicable laboratory guidelines.
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ORGENTEC Diagnostika GmbH
Carl-Zeiss-Straße 49-51

55129 Mainz - Germany

Phone: +49  (0) 61 31 / 92 58-0

Fax: +49  (0) 61 31 / 92 58-58

Internet: www.orgentec.com

SYMBOLS USED ON LABELS

Anti-Cardiolipin IgG/IgM is an ELISA test system for the quantitative measurement of IgG and IgM class

autoantibodies against cardiolipin in human serum or plasma. This product is intended for professional in vitro

diagnostic use only.

INTENDED PURPOSE

ORG 515 Anti-Cardiolipin IgG/IgM

M

h

X96

g

H

2:r
8:

i

w

V In vitro diagnostic medical device

Manufacturer

Catalogue number

Sufficient for 96 determinations

Batch code

Use by

Temperature limitation

Consult instructions for use

Keep away from sunlight

D

N

Do not reuse

Date of manufacture

Microplate

Calibrator

Calibrator

Calibrator

Calibrator

Calibrator

Calibrator

Control positive

Control negative

Sample Buffer P

Enzyme Conjugate

Enzyme Conjugate

TMB Substrate

Stop solution

Wash Buffer

Ready to use

C CE marked according to 98/79/EC

Antiphospholipid syndrome (APS, Hughes Syndrome) is a systemic autoimmune disease that causes thromboses,

recurrent miscarriage or stillbirths, and stroke. Clinical symptoms are accompanied by specific autoantibodies in the

blood, which bind to phospholipids like cardiolipin, or phospholipid-binding proteins like beta-2-glycoprotein I.

Autoantibodies against proteins of the coagulation cascade, e.g. prothrombin or annexin V may also be found in

patients with APS with otherwise negative phospholipid antibody results. In primary APS autoantibodies against

phospholipids appear independently, while in secondary APS phospholipid antibodies are detected in conjunction

with other autoimmune diseases, such as lupus erythematosus, rheumatoid arthritis, or Sjögren’s syndrome.

515_3

515_3 Electronic Instruction For Use: version

i
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PRINCIPLE OF THE TEST

The determination is based on an indirect enzyme linked immune reaction with the following steps:

Specific antibodies in the patient sample bind to the antigen coated on the surface of the reaction wells. After

incubation, a washing step removes unbound and unspecifically bound serum or plasma components.

Subesquently added enzyme conjugate binds to the immobilized antibody-antigen-complexes. After incubation, a

second washing step removes unbound enzyme conjugate. After addition of substrate solution the bound enzyme

conjugate hydrolyses the substrate forming a blue coloured product. Addition of an acid stopps the reaction

generating a yellow end-product. The intensity of the yellow color correlates with the concentration of the antibody-

antigen-complex and can be measured photometrically at 450 nm.

Highly purified cardiolipin is coated on microwells saturated with beta-2-glycoprotein I.

•  All reagents of this kit are intended for professional in vitro diagnostic use only.

•  Components containing human serum were tested and found negative for HBsAg, HCV, HIV1 and HIV2

by FDA approved methods. No test can guarantee the absence of HBsAg, HCV, HIV1 or HIV2, and so

all human serum based reagents in this kit must be handled as though capable of transmitting infection.

•  Bovine serum albumin (BSA) used in components has been tested for BSE and found negative.

•  Avoid contact with the substrate TMB (3,3´,5,5´-Tetramethyl-benzidine).

•  Stop solution contains acid, classifiaction is non-hazardous. Avoid contact with skin.

•  Control, sample buffer and wash buffer contain sodium azide 0.09% as preservative. This concentration

is classified as non-hazardous.

• Enzyme conjugate contains ProClin 300 0.05% as preservative. This concentration is classified as non-

hazardous.

During handling of all reagents, controls and serum samples observe the existing regulations for laboratory safety

regulations and good laboratory practice:

•  First aid measures: In case of skin contact, immediately wash thoroughly with water and soap. Remove

contaminated clothing and shoes and wash before reuse. If system fluid comes into contact with skin,

wash thoroughly with water. After contact with the eyes carefully rinse the opened eye with running

water for at least 10 minutes. Get medical attention if necessary.

•  Personal precautions, protective equipment and emergency procedures:

Observe laboratory safety regulations. Avoid contact with skin and eyes. Do not swallow. Do not pipette by mouth.

Do not eat, drink, smoke or apply makeup in areas where specimens or kit reagents are handled. When spilled,

absorb with an inert material and put the spilled material in an appropriate waste disposal.

•  Exposure controls / personal protection: Wear protective gloves of nitril rubber or natural latex.

Wear protective glasses. Used according to intended use no dangerous reactions known.

•  Conditions to avoid: Since substrate solution is light-sensitive. Store in the dark.

•  For disposal of laboratory waste the national or regional legislation has to be observed.

Observe the guidelines for performing quality control in medical laboratories by assaying control sera.

WARNINGS AND PRECAUTIONS
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•  Collect whole blood specimens using acceptable medical techniques to avoid hemolysis.

•  Allow blood to clot and separate the serum or plasma by centrifugation.

•  Test serum should be clear and non-hemolyzed. Contamination by hemolysis or lipemia should be

avoided, but does not interfere with this assay.

•  Specimens may be refrigerated at 2-8°C for up to five days or stored at -20°C up to six months.

• Avoid repetitive freezing and thawing of serum or plasma samples. This may result in variable loss of antibody

activity.

•  Testing of heat-inactivated sera is not recommended.

SPECIMEN COLLECTION, STORAGE AND HANDLING

CONTENTS OF THE KIT

•  Microplate reader capable of endpoint measurements at 450 nm; optional: reference filter at 620 nm

•  Data reduction software

•  Multi-channel dispenser or repeatable pipette for 100 μl

•  Vortex mixer

•  Pipettes for 10 μl, 100 μl and 1000 μl

•  Laboratory timing device

•  Distilled or deionised water

•  Measuring cylinder for 1000 ml and 100 ml

•  Plastic container for storage of the wash solution

MATERIALS REQUIRED

1x 1.5 ml

1x 1.5 ml

1x 1.5 ml

1x 1.5 ml

Calibrator A 0 GPL-U/ml / 0 MPL-U/ml, containing serum/buffer matrix (PBS, BSA,

detergent, NaN3 0.09%), yellow. Ready to use.

Calibrator B 7.5 GPL-U/ml / 5 MPL-U/ml, containing Cardiolipin antibodies in a

serum/buffer matrix (PBS, BSA, detergent,NaN3 0.09%), yellow. Ready to use.

Calibrator C 15 GPL-U/ml / 10 MPL-U/ml, containing Cardiolipin antibodies in a

serum/buffer matrix (PBS, BSA, detergent, NaN3 0.09%), yellow. Ready to use.

Calibrator D 30 GPL-U/ml / 20 MPL-U/ml, containing Cardiolipin antibodies in a

serum/buffer matrix (PBS, BSA, detergent, NaN3 0.09%), yellow. Ready to use.

One divisible microplate consisting of 12 modules of 8 wells each. Ready to use.

Product code on module: CLP

1

1x 1.5 ml

1x 1.5 ml

1x 1.5 ml

Calibrator E 60 GPL-U/ml / 40 MPL-U/ml, containing Cardiolipin antibodies in a

serum/buffer matrix (PBS, BSA, detergent, NaN3 0.09%), yellow. Ready to use.

Calibrator F 120 GPL-U/ml / 80 MPL-U/ml, containing Cardiolipin antibodies in a

serum/buffer matrix (PBS, BSA, detergent, NaN3 0.09%), yellow. Ready to use.

Control positive, containing cardiolipin antibodies in a serum/buffer matrix (PBS, BSA,

detergent, NaN3 0.09%), yellow. Ready to use. The concentration is specified on the

certificate of analysis.

1x 1.5 ml Control negative, containing cardiolipin antibodies in a serum/buffer matrix (PBS, BSA,

detergent, NaN3 0.09%), yellow. Ready to use. The concentration is specified on the

certificate of analysis.

20 ml

15 ml

Sample Buffer P; containing PBS, BSA, detergent, preservative sodium azide 0.09%,

yellow, concentrate 5x.

Enzyme Conjugate IgG; containing anti-human IgG antibodies, HRP labelled; PBS,

BSA, detergent, preservative PROCLIN 0.05%, light red. Ready to use.

15 ml

15 ml

Enzyme Conjugate IgM; containing anti-human IgM antibodies, HRP labelled; PBS,

BSA, detergent, preservative PROCLIN 0.05%, light red. Ready to use.

TMB Substrate, containing 3,3’, 5,5’- Tetramethylbenzidin. Ready to use.

15 ml Stop solution; contains acid. Ready to use.

i

20 ml

1

Wash Buffer, containing Tris, detergent, preservative sodium azide 0.09%; 50 x conc.

Certificate of Analysis

ORG 515 Sufficient for 96 determinationsX96

This ELISA assay is suitable for use on open automated ELISA processors. Each assay has to be validated on the

respective automated system. Detailed information is provided upon request.
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Dilute patient samples 1:100 before the assay: Put 990 µl of prediluted sample buffer in a polystyrene tube and add

10 µl of sample. Mix well. Note:  Calibrators / Controls are ready to use and need not be diluted.

Sample Buffer P: Prior to use dilute the contents (20 ml) of one vial of sample buffer 5x concentrate with distilled or

deionised water to a final volume of 100 ml.

•  Store test kit at 2-8°C in the dark.

•  Do not expose reagents to heat, sun, or strong light during storage and usage.

•  Store microplate sealed and dessicated in the clip bag provided.

•  Shelf life of the unopended test kit is 18 months from day of production.

Unopened reagents are stable until expiration of the kit. See labels for individual batch.

•  Diluted Wash Buffer and Sample Buffer are stable for at least 30 days when stored at 2-8°C.

We recommend consumption on the same day.

STORAGE AND STABILITY

•  Do not use kit components beyond their expiration dates.

•  Do not interchange kit components from different lots and products.

•  All materials must be at room temperature (20-28°C) prior to use.

•  Prepare all reagents and samples. Once started, performe the test without interruption.

•  Double determinations may be done. By this means pipetting errors may become obvious.

•  Perform the assay steps only in the order indicated.

•  Always use fresh sample dilutions.

•  Pipette all reagents and samples into the bottom of the wells.

•  To avoid carryover or contamination, change the pipette tip between samples and different kit controls.

•  Wash microwells thoroughly and remove the last droplets of wash buffer.

•  All incubation steps must be accurately timed.

•  Do not re-use microplate wells.

PROCEDURAL NOTES

PREPARATION OF REAGENTS

Dilute the contents of one vial of the buffered wash solution concentrate (50x) with distilled or deionised water to a

final volume of 1000 ml prior to use.

Preparation of samples
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Calibration

The assay system is calibrated against the internationally recognised reference sera from E.N. Harris, Louisville

and the specific reference material IRP 97/656 (IgG) and HCAL (IgG) / EY2C9 (IgM).

Prepare enough microplate modules for all calibrators / controls and patient samples.

1. Pipette 100 µl of calibrators, controls and prediluted patient samples into the wells.

Incubate for 30 minutes at room temperature (20-28 °C).

Discard the contents of the microwells and wash 3 times with 300 µl of wash solution.

2.  Dispense 100 μl of enzyme conjugate into each well.

Incubate for 15 minutes at room temperature.

Discard the contents of the microwells and wash 3 times with 300 μl of wash solution.

3.  Dispense 100 μl of TMB substrate solution into each well.

Incubate for 15 minutes at room temperature

4. Add 100 μl of stop solution to each well of the modules

Incubate for 5 minutes at room temperature.

Read the optical density at 450 nm (reference 600-690nm) and calculate the results.

The developed colour is stable for at least 30 minutes. Read during this time.

TEST PROCEDURE

CALCULATION OF RESULTS

The calculation range of this ELISA assay is

Measuring range

Test results are valid if the optical densities at 450 nm for calibrators / controls and the results for controls comply

with the reference ranges indicated on the Certificate of Analysis enclosed in each test kit.

If these quality control criteria are not met the assay run is invalid and should be repeated.

PERFORMANCE CHARACTERISTICS

Expected values

Interpretation of results

IgG:  0 - 120 GPL-U/ml

< 10 GPL-U/ml

≥ 10 GPL-U/ml

Negative:

Positive:

For quantitative results plot the optical density of each calibrator versus the calibrator concentration to create a

calibration curve. The concentration of patient samples may then be estimated from the calibration curve by

interpolation.

Using data reduction software a 4-Parameter-Fit with lin-log coordinates for optical density and concentration is the

data reduction method of choice.

IgM:  0 - 80 MPL-U/ml

In a normal range study with samples from healthy blood donors the following ranges have been established with

this ELISA assay:  Cut-off IgG:  10 GPL-U/ml IgM:  7 MPL-U/ml

< 7 MPL-U/ml

≥ 7 MPL-U/ml

P1, ... patient sample     A-F  calibrators     C+, C-  controls

Example for a pipetting scheme:

VALIDATION

IgG IgM

A

B

C

D

E

F

C+

C-

P1

P2

P3

P4

P5

P6

P7

P8

A

B

C

D

E

F

C+

C-

P1

P2

P3

P4

P5

P6

P7

P8

A

B

C

D

E

F

G

H

1 2 3 4 5 6 7 8 9 10 11 12

IgG IgG IgM IgM
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Intra-assay precision: Coefficient of variation (CV) was calculated for each of three samples from the results of 24

determinations in a single run. Results for precision-within-assay are shown in the table below.

Inter-assay precision: Coefficient of variation (CV) was calculated for each of three samples from the results of 6

determinations in 5 different runs. Results for run-to-run precision are shown in the table below .

Functional sensitivity was determined to be:

Limit of detection

Linearity

Reproducibility

IgM:  0.5 MPL-U/ml

Patient samples containing high levels of specific antibody were serially diluted in sample buffer to demonstrate the

dynamic range of the assay and the upper / lower end of linearity. Activity for each dilution was calculated from the

calibration curve using a 4-Parameter-Fit with lin-log coordinates.

..

[%]GPL/MPL-U/mlGPL/MPL-U/ml

ObservedDilution Factor Expected O/ESample

73.0 73.0 100IgG 1 1

37.1 36.5 102. 2

19.6 18.3 107. 4

10.9 9.1 120. 8

80.5 80.5 100IgG 2 1

42.0 40.3 104. 2

22.2 20.1 111. 4

12.1 10.1 120. 8

66.2 64.4 103IgG 3 1

34.5 32.2 107. 2

16.2 16.1 101. 4

8.1 8.1 101. 8

70.9 70.9 100IgM 1 1

34.1 35.5 96. 2

18.2 17.7 103. 4

10.1 8.9 114. 8

114.0 114.0 100IgM 2 1

50.6 57.0 89. 2

27.3 28.5 96. 4

14.8 14.3 104. 8

48.2 48.2 100IgM 3 1

24.7 24.1 102. 2

12.7 12.1 105. 4

7.1 6.0 118. 8

.. ..

IgG:  1 GPL-U/ml

MeanSample

Inter-Assay IgG

.

Intra-Assay IgG

MeanSample .

70.5

1

2

3

.

1

2

3

10.9

20.5

73.0

GPL-U/ml.

5.5

5.4

5.4

CV %

11.8

21.1

GPL-U/ml

.

5.3

3.7

6.3

..

12.2

31.4

3.5

3.5

1

2

MPL-U/ml CV %..

..

3.7

4.1

1

2

CV %..

..

64.9 4.233.83

12.8

30.7

MPL-U/ml

65.2

CV %

.

Inter-Assay IgMIntra-Assay IgM

MeanSampleMeanSample

.

.
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No interference has been observed with haemolytic (up to 1000 mg/dl) or lipemic (up to 3 g/dl triglycerides) sera or

plasma, or bilirubin (up to 40 mg/dl) containing sera or plasma. Nor have any interfering effects been observed with

the use of anticoagulants (Citrate, EDTA, Heparine). However for practical reasons it is recommended that grossly

hemolyzed or lipemic samples should be avoided.

Study results

Interfering substances

LIMITATIONS OF THE PROCEDURE

This assay is a diagnostic aid. A definite clinical diagnosis should not be based on the results of a single test, but

should be made by the physician after all clinical and laboratory findings have been evaluated concerning the entire

clinical picture of the patient. Also every decision for therapy should be taken individually.

The above pathological and normal reference ranges for antibodies in patient samples should be regarded as

recommendations only. Each laboratory should establishe its own ranges according to ISO 15189 or other

applicable laboratory guidelines.
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Sensitivity:

Specificity:

Overall agreement:

Clinical Diagnosis
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%

%

%

63

10

73

6
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POS NEG
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.

Sensitivity:

Clinical Diagnosis

Specificity:

Overall agreement:
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%

%

%
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IgM
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ORGENTEC Diagnostika GmbH
Carl-Zeiss-Straße 49-51

55129 Mainz - Germany

Phone: +49  (0) 61 31 / 92 58-0

Fax: +49  (0) 61 31 / 92 58-58

Internet: www.orgentec.com

SYMBOLS USED ON LABELS

Anti-PR3 is an ELISA test system for the quantitative measurement of IgG class autoantibodies against proteinase

3 (PR3) in human serum or plasma. This product is intended for professional in vitro diagnostic use only.

INTENDED PURPOSE

ORG 518 Anti-PR3 (cANCA)

M

h

X96

g

H

2:r
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i
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V In vitro diagnostic medical device
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Catalogue number

Sufficient for 96 determinations

Batch code
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Temperature limitation

Consult instructions for use

Keep away from sunlight

D

N

Do not reuse

Date of manufacture

Microplate

Calibrator

Calibrator

Calibrator

Calibrator

Calibrator

Calibrator

Control positive

Control negative

Sample Buffer P

Enzyme Conjugate

TMB Substrate

Stop solution

Wash Buffer

Ready to use

C CE marked according to 98/79/EC

Anti-neutrophil cytoplasmic antibodies (ANCA) are diagnostic markers for ANCA-associated vasculitides. Anti-PR3

characterises granulomatosis with polyangiitis (GPA, formerly: Wegener's granulomatosis). The test supports the

differential diagnosis of vasculitis when used in combination with other laboratory and clinical findings.

518_3

518_3 Electronic Instruction For Use: version

i
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PRINCIPLE OF THE TEST

The determination is based on an indirect enzyme linked immune reaction with the following steps:

Specific antibodies in the patient sample bind to the antigen coated on the surface of the reaction wells. After

incubation, a washing step removes unbound and unspecifically bound serum or plasma components.

Subesquently added enzyme conjugate binds to the immobilized antibody-antigen-complexes. After incubation, a

second washing step removes unbound enzyme conjugate. After addition of substrate solution the bound enzyme

conjugate hydrolyses the substrate forming a blue coloured product. Addition of an acid stopps the reaction

generating a yellow end-product. The intensity of the yellow color

correlates with the concentration of the antibody-antigen-complex and can be measured photometrically at 450 nm.

Highly purified Proteinase 3 (PR3) is bound to microwells.

•  All reagents of this kit are intended for professional in vitro diagnostic use only.

•  Components containing human serum were tested and found negative for HBsAg, HCV, HIV1 and HIV2

by FDA approved methods. No test can guarantee the absence of HBsAg, HCV, HIV1 or HIV2, and so

all human serum based reagents in this kit must be handled as though capable of transmitting infection.

•  Bovine serum albumin (BSA) used in components has been tested for BSE and found negative.

•  Avoid contact with the substrate TMB (3,3´,5,5´-Tetramethyl-benzidine).

•  Stop solution contains acid, classifiaction is non-hazardous. Avoid contact with skin.

•  Control, sample buffer and wash buffer contain sodium azide 0.09% as preservative. This concentration

is classified as non-hazardous.

•  Enzyme conjugate contains ProClin 300 0.05% as preservative. This concentration is classified as

non-hazardous.

During handling of all reagents, controls and serum samples observe the existing regulations for laboratory safety

regulations and good laboratory practice:

•  First aid measures: In case of skin contact, immediately wash thoroughly with water and soap. Remove

contaminated clothing and shoes and wash before reuse. If system fluid comes into contact with skin,

wash thoroughly with water. After contact with the eyes carefully rinse the opened eye with running

water for at least 10 minutes. Get medical attention if necessary.

•  Personal precautions, protective equipment and emergency procedures:

Observe laboratory safety regulations. Avoid contact with skin and eyes. Do not swallow. Do not pipette by mouth.

Do not eat, drink, smoke or apply makeup in areas where specimens or kit reagents are handled. When spilled,

absorb with an inert material and put the spilled material in an appropriate waste disposal.

•  Exposure controls / personal protection: Wear protective gloves of nitril rubber or natural latex.

Wear protective glasses. Used according to intended use no dangerous reactions known.

•  Conditions to avoid: Since substrate solution is light-sensitive. Store in the dark.

•  For disposal of laboratory waste the national or regional legislation has to be observed.

Observe the guidelines for performing quality control in medical laboratories by assaying control sera.

WARNINGS AND PRECAUTIONS
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•  Collect whole blood specimens using acceptable medical techniques to avoid hemolysis.

•  Allow blood to clot and separate the serum or plasma by centrifugation.

•  Test serum should be clear and non-hemolyzed. Contamination by hemolysis or lipemia should be

avoided, but does not interfere with this assay.

•  Specimens may be refrigerated at 2-8°C for up to five days or stored at -20°C up to six months.

•  Avoid repetitive freezing and thawing of serum or plasma samples. This may result in variable loss of

antibody activity.

•  Testing of heat-inactivated sera is not recommended.

SPECIMEN COLLECTION, STORAGE AND HANDLING

CONTENTS OF THE KIT

•  Microplate reader capable of endpoint measurements at 450 nm; optional: reference filter at 620 nm

•  Data reduction software

•  Multi-channel dispenser or repeatable pipette for 100 μl

•  Vortex mixer

•  Pipettes for 10 μl, 100 μl and 1000 μl

•  Laboratory timing device

•  Distilled or deionised water

•  Measuring cylinder for 1000 ml and 100 ml

•  Plastic container for storage of the wash solution

MATERIALS REQUIRED

1x 1.5 ml

1x 1.5 ml

1x 1.5 ml

1x 1.5 ml

Calibrator A 0 U/ml, containing serum/buffer matrix (PBS, BSA, detergent, NaN3

0.09%), yellow. Ready to use.

Calibrator B 5 U/ml, containing PR3 antibodies in a serum/buffer matrix (PBS, BSA,

detergent, NaN3 0.09%), yellow. Ready to use.

Calibrator C 10 U/ml, containing PR3 antibodies in a serum/buffer matrix (PBS, BSA,

detergent, NaN3 0.09%), yellow. Ready to use.

Calibrator D 20 U/ml, containing PR3 antibodies in a serum/buffer matrix (PBS, BSA,

detergent, NaN3 0.09%), yellow. Ready to use.

One divisible microplate consisting of 12 modules of 8 wells each. Ready to use.

Product code on module: PR3

1

1x 1.5 ml

1x 1.5 ml

1x 1.5 ml

Calibrator E 40 U/ml, containing PR3 antibodies in a serum/buffer matrix (PBS, BSA,

NaN3 0.09%), yellow. Ready to use.

Calibrator F 100 U/ml, containing PR3 antibodies in a serum/buffer matrix (PBS, BSA,

detergent, NaN3 0.09%), yellow. Ready to use.

Control positive, containing PR3 antibodies in a serum/buffer matrix (PBS, BSA,

detergent, NaN3 0.09%), yellow. Ready to use. The concentration is specified on the

certificate of analysis.

1x 1.5 ml Control negative, containing PR3 antibodies in a serum/buffer matrix (PBS, BSA,

detergent, NaN3 0.09%), yellow. Ready to use. The concentration is specified on the

certificate of analysis.

20 ml

15 ml

Sample Buffer P, containing PBS, BSA, detergent, preservative sodium azide 0.09%,

yellow, concentrate (5 x).

Enzyme Conjugate containing anti-human IgG antibodies, HRP labelled; PBS, BSA,

detergent, preservative PROCLIN 0.05%, light red. Ready to use.

15 ml TMB Substrate; containing 3,3’, 5,5’- Tetramethylbenzidin, colorless. Ready to use.

15 ml Stop solution; contains acid. Ready to use.

i

20 ml

1

Wash Buffer, containing Tris, detergent, preservative sodium azide 0.09%; 50 x conc.

Certificate of Analysis

ORG 518 Sufficient for 96 determinationsX96

This ELISA assay is suitable for use on open automated ELISA processors. Each assay has to be validated on the

respective automated system. Detailed information is provided upon request.
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Dilute patient samples 1:100 before the assay: Put 990 µl of prediluted sample buffer in a polystyrene tube and add

10 µl of sample. Mix well. Note:  Calibrators / Controls are ready to use and need not be diluted.

Sample Buffer P: Prior to use dilute the contents (20 ml) of one vial of sample buffer 5x concentrate with distilled or

deionised water to a final volume of 100 ml.

•  Store test kit at 2-8°C in the dark.

•  Do not expose reagents to heat, sun, or strong light during storage and usage.

•  Store microplate sealed and dessicated in the clip bag provided.

•  Shelf life of the unopended test kit is 18 months from day of production.

Unopened reagents are stable until expiration of the kit. See labels for individual batch.

•  Diluted Wash Buffer and Sample Buffer are stable for at least 30 days when stored at 2-8°C.

We recommend consumption on the same day.

STORAGE AND STABILITY

•  Do not use kit components beyond their expiration dates.

•  Do not interchange kit components from different lots and products.

•  All materials must be at room temperature (20-28°C) prior to use.

•  Prepare all reagents and samples. Once started, performe the test without interruption.

•  Double determinations may be done. By this means pipetting errors may become obvious.

•  Perform the assay steps only in the order indicated.

•  Always use fresh sample dilutions.

•  Pipette all reagents and samples into the bottom of the wells.

•  To avoid carryover or contamination, change the pipette tip between samples and different kit controls.

•  Wash microwells thoroughly and remove the last droplets of wash buffer.

•  All incubation steps must be accurately timed.

•  Do not re-use microplate wells.

PROCEDURAL NOTES

PREPARATION OF REAGENTS

Dilute the contents of one vial of the buffered wash solution concentrate (50x) with distilled or deionised water to a

final volume of 1000 ml prior to use.

Preparation of samples
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Calibration

This assay system is calibrated in relative arbitrary units, since no international reference preparation is available

for this assay.

Prepare enough microplate modules for all calibrators / controls and patient samples.

1. Pipette 100 µl of calibrators, controls and prediluted patient samples into the wells.

Incubate for 30 minutes at room temperature (20-28 °C).

Discard the contents of the microwells and wash 3 times with 300 µl of wash solution.

2.  Dispense 100 μl of enzyme conjugate into each well.

Incubate for 15 minutes at room temperature.

Discard the contents of the microwells and wash 3 times with 300 μl of wash solution.

3.  Dispense 100 μl of TMB substrate solution into each well.

Incubate for 15 minutes at room temperature

4. Add 100 μl of stop solution to each well of the modules

Incubate for 5 minutes at room temperature.

Read the optical density at 450 nm (reference 600-690nm) and calculate the results.

The developed colour is stable for at least 30 minutes. Read during this time.

TEST PROCEDURE

CALCULATION OF RESULTS

The calculation range of this ELISA assay is

Measuring range

Test results are valid if the optical densities at 450 nm for calibrators / controls and the results for controls comply

with the reference ranges indicated on the Certificate of Analysis enclosed in each test kit.

If these quality control criteria are not met the assay run is invalid and should be repeated.

PERFORMANCE CHARACTERISTICS

Expected values

Interpretation of results

0 - 100 U/ml

< 5 U/ml

≥ 5 U/ml

Negative:

Positive:

For quantitative results plot the optical density of each calibrator versus the calibrator concentration to create a

calibration curve. The concentration of patient samples may then be estimated from the calibration curve by

interpolation.

Using data reduction software a 4-Parameter-Fit with lin-log coordinates for optical density and concentration is the

data reduction method of choice.

In a normal range study with samples from healthy blood donors the following ranges have been established with

this ELISA assay:  Cut-off 5 U/ml

P1, ... patient sample     A-F  calibrators     C+, C-  controls

Example for a pipetting scheme:

VALIDATION

A

B

C

D

E

F

C+

C-

P1

P2

P3

A

B

C

D

E

F

G

H

1 2 3 4 5 6 7 8 9 10 11 12
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Intra-assay precision: Coefficient of variation (CV) was calculated for each of three samples from the results of 24

determinations in a single run. Results for precision-within-assay are shown in the table below.

Inter-assay precision: Coefficient of variation (CV) was calculated for each of three samples from the results of 6

determinations in 5 different runs. Results for run-to-run precision are shown in the table below.

Functional sensitivity was determined to be:

Limit of detection

Linearity

Reproducibility

No interference has been observed with haemolytic (up to 1000 mg/dl) or lipemic (up to 3 g/dl triglycerides) sera or

plasma, or bilirubin (up to 40 mg/dl) containing sera or plasma. Nor have any interfering effects been observed with

the use of anticoagulants (Citrate, EDTA, Heparine). However for practical reasons it is recommended that grossly

hemolyzed or lipemic samples should be avoided.

Study results

Interfering substances

Patient samples containing high levels of specific antibody were serially diluted in sample buffer to demonstrate the

dynamic range of the assay and the upper / lower end of linearity. Activity for each dilution was calculated from the

calibration curve using a 4-Parameter-Fit with lin-log coordinates.

..

[%]U/mlU/ml

ObservedDilution Expected O/ESample

78.9 78.9 1001 1:100

39.8 39.5 101. 1:200

20.6 19.7 105. 1:400

10.6 9.9 107. 1:800

5.3 4.9 108. 1:1600

77.5 77.5 1002 1:100

37.4 38.8 96. 1:200

19.1 19.4 98. 1:400

9.7 9.7 100. 1:800

5.0 4.8 104. 1:1600

.. ..

n n PosStudy population %

61 52Morbus Wegener (c-ANCA pos, 85.2

20 0vasculitis (pANCA-positive) 0.0

150 3infammatory/Non-inflammatory 2.0

80 0Normal human sera 0.0

Sensitivity:

Specificity:

Overall agreement:

Immunological Diagnosis

85.2

98.8

96.1

%

%

%

52

9

61

3

247

250 311

POS NEG

POS

NEG

ORG 518

. .

0.5 U/ml

MeanSample

Inter-Assay

.

Intra-Assay

MeanSample .

60.7

1

2

3

.

1

2

3

10.9

24.6

58.5

U/ml.

4.7

2.8

2.8

CV %

10.4

23.4

U/ml

.

6.2

8.8

3.9

CV %

.

.

.
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LIMITATIONS OF THE PROCEDURE

This assay is a diagnostic aid. A definite clinical diagnosis should not be based on the results of a single test, but

should be made by the physician after all clinical and laboratory findings have been evaluated concerning the entire

clinical picture of the patient. Also every decision for therapy should be taken individually.

The above pathological and normal reference ranges for antibodies in patient samples should be regarded as

recommendations only. Each laboratory should establishe its own ranges according to ISO 15189 or other

applicable laboratory guidelines.

REFERENCES

1. Jennette, J. C. and Falk, R.J . Antineutrophil Cytoplasmic Autoantibodies and Associated Diseases: a Review.
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159 - 163.

5. Hagen, E. C. et al. Antineutrophil cytoplasmic autoantibodies: a review of the antigens involved, the assays, and
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6. Gross, W .L. et al. Immunodiagnostische und immunopathogenetische Bedeutung von Anti-Neutrophilen-
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ORGENTEC Diagnostika GmbH
Carl-Zeiss-Straße 49-51

55129 Mainz - Germany

Phone: +49  (0) 61 31 / 92 58-0

Fax: +49  (0) 61 31 / 92 58-58

Internet: www.orgentec.com

SYMBOLS USED ON LABELS

Anti-MPO is an ELISA test system for the quantitative measurement of IgG class autoantibodies against

myeloperoxidase (MPO) in human serum or plasma. This product is intended for professional in vitro diagnostic use

only.

INTENDED PURPOSE

ORG 519 Anti-MPO (pANCA)
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Catalogue number

Sufficient for 96 determinations

Batch code

Use by

Temperature limitation

Consult instructions for use

Keep away from sunlight
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Do not reuse

Date of manufacture

Microplate

Calibrator

Calibrator

Calibrator

Calibrator

Calibrator

Calibrator

Control positive

Control negative

Sample Buffer P

Enzyme Conjugate

TMB Substrate

Stop solution

Wash Buffer

Ready to use

C CE marked according to 98/79/EC

Anti-neutrophil cytoplasmic antibodies (ANCA) are diagnostic markers for ANCA-associated vasculitides. Anti-MPO

differentiates microscopic polyangiitis (MPA) and eosinophilic granulomatosis with polyangiitis (EGPA) The test

supports differential diagnosis of vasculitis, when used in conjunction with other clinical and laboratory findings.
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PRINCIPLE OF THE TEST

The determination is based on an indirect enzyme linked immune reaction with the following steps:

Specific antibodies in the patient sample bind to the antigen coated on the surface of the reaction wells. After

incubation, a washing step removes unbound and unspecifically bound serum or plasma components.

Subesquently added enzyme conjugate binds to the immobilized antibody-antigen-complexes. After incubation, a

second washing step removes unbound enzyme conjugate. After addition of substrate solution the bound enzyme

conjugate hydrolyses the substrate forming a blue coloured product. Addition of an acid stopps the reaction

generating a yellow end-product. The intensity of the yellow color

correlates with the concentration of the antibody-antigen-complex and can be measured photometrically at 450 nm.

Highly purified myeloperoxidase (MPO) is bound to microwells.

•  All reagents of this kit are intended for professional in vitro diagnostic use only.

•  Components containing human serum were tested and found negative for HBsAg, HCV, HIV1 and HIV2

by FDA approved methods. No test can guarantee the absence of HBsAg, HCV, HIV1 or HIV2, and so

all human serum based reagents in this kit must be handled as though capable of transmitting infection.

•  Bovine serum albumin (BSA) used in components has been tested for BSE and found negative.

•  Avoid contact with the substrate TMB (3,3´,5,5´-Tetramethyl-benzidine).

•  Stop solution contains acid, classifiaction is non-hazardous. Avoid contact with skin.

•  Control, sample buffer and wash buffer contain sodium azide 0.09% as preservative. This concentration

is classified as non-hazardous.

•  Enzyme conjugate contains ProClin 300 0.05% as preservative. This concentration is classified as

non-hazardous.

During handling of all reagents, controls and serum samples observe the existing regulations for laboratory safety

regulations and good laboratory practice:

•  First aid measures: In case of skin contact, immediately wash thoroughly with water and soap. Remove

contaminated clothing and shoes and wash before reuse. If system fluid comes into contact with skin,

wash thoroughly with water. After contact with the eyes carefully rinse the opened eye with running

water for at least 10 minutes. Get medical attention if necessary.

•  Personal precautions, protective equipment and emergency procedures:

Observe laboratory safety regulations. Avoid contact with skin and eyes. Do not swallow. Do not pipette by mouth.

Do not eat, drink, smoke or apply makeup in areas where specimens or kit reagents are handled. When spilled,

absorb with an inert material and put the spilled material in an appropriate waste disposal.

•  Exposure controls / personal protection: Wear protective gloves of nitril rubber or natural latex.

Wear protective glasses. Used according to intended use no dangerous reactions known.

•  Conditions to avoid: Since substrate solution is light-sensitive. Store in the dark.

•  For disposal of laboratory waste the national or regional legislation has to be observed.

Observe the guidelines for performing quality control in medical laboratories by assaying control sera.

WARNINGS AND PRECAUTIONS
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•  Collect whole blood specimens using acceptable medical techniques to avoid hemolysis.

•  Allow blood to clot and separate the serum or plasma by centrifugation.

•  Test serum should be clear and non-hemolyzed. Contamination by hemolysis or lipemia should be

avoided, but does not interfere with this assay.

•  Specimens may be refrigerated at 2-8°C for up to five days or stored at -20°C up to six months.

•  Avoid repetitive freezing and thawing of serum or plasma samples. This may result in variable loss of

antibody activity.

•  Testing of heat-inactivated sera is not recommended.

SPECIMEN COLLECTION, STORAGE AND HANDLING

CONTENTS OF THE KIT

•  Microplate reader capable of endpoint measurements at 450 nm; optional: reference filter at 620 nm

•  Data reduction software

•  Multi-channel dispenser or repeatable pipette for 100 μl

•  Vortex mixer

•  Pipettes for 10 μl, 100 μl and 1000 μl

•  Laboratory timing device

•  Distilled or deionised water

•  Measuring cylinder for 1000 ml and 100 ml

•  Plastic container for storage of the wash solution

MATERIALS REQUIRED

1x 1.5 ml

1x 1.5 ml

1x 1.5 ml

1x 1.5 ml

Calibrator A 0 U/ml, containing serum/buffer matrix (PBS, BSA, detergent, NaN3

0.09%), yellow. Ready to use.

Calibrator B 5 U/ml, containing MPO antibodies in a serum/buffer matrix (PBS, BSA,

detergent, NaN3 0.09%), yellow. Ready to use.

Calibrator C 10 U/ml, containing MPO antibodies in a serum/buffer matrix (PBS, BSA,

detergent, NaN3 0.09%), yellow. Ready to use.

Calibrator D 20 U/ml, containing MPO antibodies in a serum/buffer matrix (PBS, BSA,

detergent, NaN3 0.09%), yellow. Ready to use.

One divisible microplate consisting of 12 modules of 8 wells each. Ready to use.

Product code on module: MPO

1

1x 1.5 ml

1x 1.5 ml

1x 1.5 ml

Calibrator E 40 U/ml, containing MPO antibodies in a serum/buffer matrix (PBS, BSA,

detergent, NaN3 0.09%), yellow. Ready to use.

Calibrator F 100 U/ml, containing MPO antibodies in a serum/buffer matrix (PBS, BSA,

detergent, NaN3 0.09%), yellow. Ready to use.

Control positive, containing MPO antibodies in a serum/buffer matrix (PBS, BSA,

detergent, NaN3 0.09%), yellow. Ready to use. The concentration is specified on the

certificate of analysis.

1x 1.5 ml Control negative, containing MPO antibodies in a serum/buffer matrix (PBS, BSA,

detergent, NaN3 0.09%), yellow. Ready to use. The concentration is specified on the

certificate of analysis.

20 ml

15 ml

Sample Buffer P, containing PBS, BSA, detergent, preservative sodium azide 0.09%,

yellow, concentrate (5 x).

Enzyme Conjugate containing anti-human IgG antibodies, HRP labelled; PBS, BSA,

detergent, preservative PROCLIN 0.05%, light red. Ready to use.

15 ml TMB Substrate; containing 3,3’, 5,5’- Tetramethylbenzidin, colorless. Ready to use.

15 ml Stop solution; contains acid. Ready to use.

i

20 ml

1

Wash Buffer, containing Tris, detergent, preservative sodium azide 0.09%; 50 x conc.

Certificate of Analysis

ORG 519 Sufficient for 96 determinationsX96

This ELISA assay is suitable for use on open automated ELISA processors. Each assay has to be validated on the

respective automated system. Detailed information is provided upon request.
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Dilute patient samples 1:100 before the assay: Put 990 µl of prediluted sample buffer in a polystyrene tube and add

10 µl of sample. Mix well. Note:  Calibrators / Controls are ready to use and need not be diluted.

Sample Buffer P: Prior to use dilute the contents (20 ml) of one vial of sample buffer 5x concentrate with distilled or

deionised water to a final volume of 100 ml.

•  Store test kit at 2-8°C in the dark.

•  Do not expose reagents to heat, sun, or strong light during storage and usage.

•  Store microplate sealed and dessicated in the clip bag provided.

•  Shelf life of the unopended test kit is 18 months from day of production.

Unopened reagents are stable until expiration of the kit. See labels for individual batch.

•  Diluted Wash Buffer and Sample Buffer are stable for at least 30 days when stored at 2-8°C.

We recommend consumption on the same day.

STORAGE AND STABILITY

•  Do not use kit components beyond their expiration dates.

•  Do not interchange kit components from different lots and products.

•  All materials must be at room temperature (20-28°C) prior to use.

•  Prepare all reagents and samples. Once started, performe the test without interruption.

•  Double determinations may be done. By this means pipetting errors may become obvious.

•  Perform the assay steps only in the order indicated.

•  Always use fresh sample dilutions.

•  Pipette all reagents and samples into the bottom of the wells.

•  To avoid carryover or contamination, change the pipette tip between samples and different kit controls.

•  Wash microwells thoroughly and remove the last droplets of wash buffer.

•  All incubation steps must be accurately timed.

•  Do not re-use microplate wells.

PROCEDURAL NOTES

PREPARATION OF REAGENTS

Dilute the contents of one vial of the buffered wash solution concentrate (50x) with distilled or deionised water to a

final volume of 1000 ml prior to use.

Preparation of samples
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Calibration

This assay system is calibrated in relative arbitrary units, since no international reference preparation is available

for this assay.

Prepare enough microplate modules for all calibrators / controls and patient samples.

1. Pipette 100 µl of calibrators, controls and prediluted patient samples into the wells.

Incubate for 30 minutes at room temperature (20-28 °C).

Discard the contents of the microwells and wash 3 times with 300 µl of wash solution.

2.  Dispense 100 μl of enzyme conjugate into each well.

Incubate for 15 minutes at room temperature.

Discard the contents of the microwells and wash 3 times with 300 μl of wash solution.

3.  Dispense 100 μl of TMB substrate solution into each well.

Incubate for 15 minutes at room temperature

4. Add 100 μl of stop solution to each well of the modules

Incubate for 5 minutes at room temperature.

Read the optical density at 450 nm (reference 600-690nm) and calculate the results.

The developed colour is stable for at least 30 minutes. Read during this time.

TEST PROCEDURE

CALCULATION OF RESULTS

The calculation range of this ELISA assay is

Measuring range

Test results are valid if the optical densities at 450 nm for calibrators / controls and the results for controls comply

with the reference ranges indicated on the Certificate of Analysis enclosed in each test kit.

If these quality control criteria are not met the assay run is invalid and should be repeated.

PERFORMANCE CHARACTERISTICS

Expected values

Interpretation of results

0 - 100 U/ml

< 5 U/ml

≥ 5 U/ml

Negative:

Positive:

For quantitative results plot the optical density of each calibrator versus the calibrator concentration to create a

calibration curve. The concentration of patient samples may then be estimated from the calibration curve by

interpolation.

Using data reduction software a 4-Parameter-Fit with lin-log coordinates for optical density and concentration is the

data reduction method of choice.

In a normal range study with samples from healthy blood donors the following ranges have been established with

this ELISA assay:        Cut-off 5 U/ml

P1, ... patient sample     A-F  calibrators     C+, C-  controls

Example for a pipetting scheme:

VALIDATION

A

B

C

D

E

F

C+

C-

P1

P2

P3

A

B

C

D

E

F

G

H

1 2 3 4 5 6 7 8 9 10 11 12
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Intra-assay precision: Coefficient of variation (CV) was calculated for each of three samples from the results of 24

determinations in a single run. Results for precision-within-assay are shown in the table below.

Inter-assay precision: Coefficient of variation (CV) was calculated for each of three samples from the results of 6

determinations in 5 different runs. Results for run-to-run precision are shown in the table below.

Functional sensitivity was determined to be:

Limit of detection

Linearity

Reproducibility

No interference has been observed with haemolytic (up to 1000 mg/dl) or lipemic (up to 3 g/dl triglycerides) sera or

plasma, or bilirubin (up to 40 mg/dl) containing sera or plasma. Nor have any interfering effects been observed with

the use of anticoagulants (Citrate, EDTA, Heparine). However for practical reasons it is recommended that grossly

hemolyzed or lipemic samples should be avoided.

Study results

Interfering substances

Patient samples containing high levels of specific antibody were serially diluted in sample buffer to demonstrate the

dynamic range of the assay and the upper / lower end of linearity. Activity for each dilution was calculated from the

calibration curve using a 4-Parameter-Fit with lin-log coordinates.

..

[%]U/mlU/ml

ObservedDilution Expected O/ESample

87.3 87.3 1001 1:100

44.1 43.7 101. 1:200

21.5 21.8 99. 1:400

9.7 10.9 89. 1:800

5.0 5.5 91. 1:1600

79.9 79.9 1002 1:100

39.3 40.0 98. 1:200

19.0 20.0 95. 1:400

8.5 10.0 85. 1:800

4.3 5.0 86. 1:1600

.. ..

n n PosStudy population %

55 53Crescendic glomerulonephritis 96.4

20 1Morbus Wegener (cANCA pos) 5.0

10 1Non-ANCA kidney disease 10.0

120 3Normal human sera 2.5

Sensitivity:

Specificity:

Overall agreement:

Immunological Diagnosis

98.2

96.7

97.1

%

%

%

54

1

55

5

145

150 205

POS NEG

POS

NEG

ORG 519

. .

0.5 U/ml

MeanSample

Inter-Assay

.

Intra-Assay

MeanSample .

78.3

1

2

3

.

1

2

3

7.5

30.2

59.9

U/ml.

6.4

4.1

3.1

CV %

7.0

33.8

U/ml

.

5.0

4.9

6.3

CV %

.

.

.
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LIMITATIONS OF THE PROCEDURE

This assay is a diagnostic aid. A definite clinical diagnosis should not be based on the results of a single test, but

should be made by the physician after all clinical and laboratory findings have been evaluated concerning the entire

clinical picture of the patient. Also every decision for therapy should be taken individually.

The above pathological and normal reference ranges for antibodies in patient samples should be regarded as

recommendations only. Each laboratory should establishe its own ranges according to ISO 15189 or other

applicable laboratory guidelines.
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1. Jennette, J. C. and Falk, R.J . Antineutrophil Cytoplasmic Autoantibodies and Associated Diseases: a Review.
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2. Gross, W. L. et al. Antineutrophil Cytoplasmic Autoantibody-Associated Diseases: A Rheumatologist’s

Perspective. Am. J. Kidney Dis. 1991, Vol. XVIII, No. 2: 175 - 179.

3. Wieslander, J. How are Antineutrophil Cytoplasmic Autoantibodies Detected ? Am. J. Kidney Dis. 1991, Vol.

XVIII, No. 2: 154 - 158.

4. Lesavre, P. Antineutrophil cytoplasmic antibodies antigen specificity. Am. J. Kidney Dis. 1991,Vol. XVIII,No. 2:

159 - 163.

5. Hagen, E. C. et al. Antineutrophil cytoplasmic autoantibodies: a review of the antigens involved, the assays, and

the clinical and possible pathogenic consequences. Blood 1993, Vol.81: 1996 - 2000.

6. Gross, W .L. et al. Immunodiagnostische und immunopathogenetische Bedeutung von Anti-Neutrophilen-

Cytoplasma-Antikörpern. Deutsche Medizinische Wochenschrift 1993, Vol. 118: 191 - 199.
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ORGENTEC Diagnostika GmbH
Carl-Zeiss-Straße 49-51

55129 Mainz - Germany

Phone: +49  (0) 61 31 / 92 58-0

Fax: +49  (0) 61 31 / 92 58-58

Internet: www.orgentec.com

SYMBOLS USED ON LABELS

Anti-Phospholipid Screen IgG/IgM is an ELISA test system to screen for the presence of IgG and IgM class

autoantibodies against cardiolipin, phosphatidyl serine, phosphatidyl inositol, phosphatidic acid and beta-2-

glycoprotein I in human serum or plasma. This product is intended for professional in vitro diagnostic use only.

INTENDED PURPOSE

ORG 529 Anti-Phospholipid Screen IgG/IgM
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Microplate

Calibrator

Calibrator
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Calibrator
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Control positive

Control negative

Sample Buffer P

Enzyme Conjugate

Enzyme Conjugate

TMB Substrate

Stop solution

Wash Buffer

Ready to use

C CE marked according to 98/79/EC

Antiphospholipid syndrome (APS, Hughes Syndrome) is a systemic autoimmune disease that causes thromboses,

recurrent miscarriage or stillbirths, and stroke. Clinical symptoms are accompanied by specific autoantibodies in the

blood, which bind to phospholipids like cardiolipin, or phospholipid-binding proteins like beta-2-glycoprotein I.

Autoantibodies against proteins of the coagulation cascade, e.g. prothrombin or annexin V may also be found in

patients with APS with otherwise negative phospholipid antibody results. In primary APS autoantibodies against

phospholipids appear independently, while in secondary APS phospholipid antibodies are detected in conjunction

with other autoimmune diseases, such as lupus erythematosus, rheumatoid arthritis, or Sjögren’s syndrome.

529_4
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i

page 1ORG 529_IFU_EN_QM113163_2018-01-02_4

PRINCIPLE OF THE TEST

The determination is based on an indirect enzyme linked immune reaction with the following steps:

Specific antibodies in the patient sample bind to the antigen coated on the surface of the reaction wells. After

incubation, a washing step removes unbound and unspecifically bound serum or plasma components.

Subesquently added enzyme conjugate binds to the immobilized antibody-antigen-complexes. After incubation, a

second washing step removes unbound enzyme conjugate. After addition of substrate solution the bound enzyme

conjugate hydrolyses the substrate forming a blue coloured product. Addition of an acid stopps the reaction

generating a yellow end-product. The intensity of the yellow color

correlates with the concentration of the antibody-antigen-complex and can be measured photometrically at 450 nm.

A mixture of highly purified cardiolipin, phosphatidyl serine, phosphatidyl inositol, phosphatidic acid and human beta

-2-Glycoprotein I is bound to microwells.

•  All reagents of this kit are intended for professional in vitro diagnostic use only.

•  Components containing human serum were tested and found negative for HBsAg, HCV, HIV1 and HIV2

by FDA approved methods. No test can guarantee the absence of HBsAg, HCV, HIV1 or HIV2, and so

all human serum based reagents in this kit must be handled as though capable of transmitting infection.

•  Bovine serum albumin (BSA) used in components has been tested for BSE and found negative.

•  Avoid contact with the substrate TMB (3,3´,5,5´-Tetramethyl-benzidine).

•  Stop solution contains acid, classifiaction is non-hazardous. Avoid contact with skin.

•  Control, sample buffer and wash buffer contain sodium azide 0.09% as preservative. This concentration

is classified as non-hazardous.

• Enzyme conjugate contains ProClin 300 0.05% as preservative. This concentration is classified as non-

hazardous.

During handling of all reagents, controls and serum samples observe the existing regulations for laboratory safety

regulations and good laboratory practice:

•  First aid measures: In case of skin contact, immediately wash thoroughly with water and soap. Remove

contaminated clothing and shoes and wash before reuse. If system fluid comes into contact with skin,

wash thoroughly with water. After contact with the eyes carefully rinse the opened eye with running

water for at least 10 minutes. Get medical attention if necessary.

•  Personal precautions, protective equipment and emergency procedures:

Observe laboratory safety regulations. Avoid contact with skin and eyes. Do not swallow. Do not pipette by mouth.

Do not eat, drink, smoke or apply makeup in areas where specimens or kit reagents are handled. When spilled,

absorb with an inert material and put the spilled material in an appropriate waste disposal.

•  Exposure controls / personal protection: Wear protective gloves of nitril rubber or natural latex.

Wear protective glasses. Used according to intended use no dangerous reactions known.

•  Conditions to avoid: Since substrate solution is light-sensitive. Store in the dark.

•  For disposal of laboratory waste the national or regional legislation has to be observed.

Observe the guidelines for performing quality control in medical laboratories by assaying control sera.

WARNINGS AND PRECAUTIONS
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•  Collect whole blood specimens using acceptable medical techniques to avoid hemolysis.

•  Allow blood to clot and separate the serum or plasma by centrifugation.

•  Test serum should be clear and non-hemolyzed. Contamination by hemolysis or lipemia should be

avoided, but does not interfere with this assay.

•  Specimens may be refrigerated at 2-8°C for up to five days or stored at -20°C up to six months.

•  Avoid repetitive freezing and thawing of serum or plasma samples. This may result in variable loss of

antibody activity.

•  Testing of heat-inactivated sera is not recommended.

SPECIMEN COLLECTION, STORAGE AND HANDLING

CONTENTS OF THE KIT

•  Microplate reader capable of endpoint measurements at 450 nm; optional: reference filter at 620 nm

•  Data reduction software

•  Multi-channel dispenser or repeatable pipette for 100 μl

•  Vortex mixer

•  Pipettes for 10 μl, 100 μl and 1000 μl

•  Laboratory timing device

•  Distilled or deionised water

•  Measuring cylinder for 1000 ml and 100 ml

•  Plastic container for storage of the wash solution

MATERIALS REQUIRED

1x 1.5 ml

1x 1.5 ml

1x 1.5 ml

1x 1.5 ml

Calibrator A 0 GPL-U/ml / 0 MPL-U/ml, containing serum/buffer matrix (PBS, BSA,

detergent, NaN3 0.09%), yellow. Ready to use.

Calibrator B 6.3 GPL-U/ml / 6.3 MPL-U/ml, containing phospholipid antibodies in a

serum/buffer matrix (PBS, BSA, detergent, NaN3 0.09%), yellow. Ready to use.

Calibrator C 12.5 GPL-U/ml / 12.5 MPL-U/ml, containing phospholipid antibodies in a

serum/buffer matrix (PBS, BSA, detergent, NaN3 0.09%), yellow. Ready to use.

Calibrator D 25 GPL-U/ml / 25 MPL-U/ml, containing phospholipid antibodies in a

serum/buffer matrix (PBS, BSA, detergent, NaN3 0.09%), yellow. Ready to use.

One divisible microplate consisting of 12 modules of 8 wells each. Ready to use.

Product code on module: PSC

1

1x 1.5 ml

1x 1.5 ml

1x 1.5 ml

Calibrator E 50 GPL-U/ml / 50 MPL-U/ml, containing phospholipid antibodies in a

serum/buffer matrix (PBS, BSA, NaN3 0.09%), yellow. Ready to use.

Calibrator F 100 GPL-U/ml / 100 MPL-U/ml, containing phospholipid antibodies in a

serum/buffer matrix (PBS, BSA, detergent, NaN3 0.09%), yellow. Ready to use.

Control positive, containing phospholipid antibodies in a serum/buffer matrix (PBS,

BSA, detergent, NaN3 0.09%), yellow. Ready to use. The concentration is specified on

the certificate of analysis.

1x 1.5 ml Control negative, containing phospholipid antibodies in a serum/buffer matrix (PBS,

BSA, detergent, NaN3 0.09%), yellow. Ready to use. The concentration is specified on

the certificate of analysis.

20 ml

15 ml

Sample Buffer P, containing PBS, BSA, detergent, preservative sodium azide 0.09%,

yellow, concentrate (5 x).

Enzyme Conjugate; containing anti-human IgG antibodies, HRP labelled; PBS, BSA,

detergent, preservative PROCLIN 0.05%, light red. Ready to use.

15 ml

15 ml

Enzyme Conjugate; containing anti-human IgM antibodies, HRP labelled; PBS, BSA,

detergent, preservative PROCLIN 0.05%, light red. Ready to use.

TMB Substrate; containing 3,3’, 5,5’- Tetramethylbenzidin, colorless. Ready to use.

15 ml Stop solution; contains acid. Ready to use.

i

20 ml

1

Wash Buffer, containing Tris, detergent, preservative sodium azide 0.09%; 50 x conc.

Certificate of Analysis

ORG 529 Sufficient for 96 determinationsX96

This ELISA assay is suitable for use on open automated ELISA processors. Each assay has to be validated on the

respective automated system. Detailed information is provided upon request.
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Dilute patient samples 1:100 before the assay: Put 990 µl of prediluted sample buffer in a polystyrene tube and add

10 µl of sample. Mix well. Note:  Calibrators / Controls are ready to use and need not be diluted.

Sample Buffer P: Prior to use dilute the contents (20 ml) of one vial of sample buffer 5x concentrate with distilled or

deionised water to a final volume of 100 ml.

•  Store test kit at 2-8°C in the dark.

•  Do not expose reagents to heat, sun, or strong light during storage and usage.

•  Store microplate sealed and dessicated in the clip bag provided.

•  Shelf life of the unopended test kit is 18 months from day of production.

Unopened reagents are stable until expiration of the kit. See labels for individual batch.

•  Diluted Wash Buffer and Sample Buffer are stable for at least 30 days when stored at 2-8°C.

We recommend consumption on the same day.

STORAGE AND STABILITY

•  Do not use kit components beyond their expiration dates.

•  Do not interchange kit components from different lots and products.

•  All materials must be at room temperature (20-28°C) prior to use.

•  Prepare all reagents and samples. Once started, performe the test without interruption.

•  Double determinations may be done. By this means pipetting errors may become obvious.

•  Perform the assay steps only in the order indicated.

•  Always use fresh sample dilutions.

•  Pipette all reagents and samples into the bottom of the wells.

•  To avoid carryover or contamination, change the pipette tip between samples and different kit controls.

•  Wash microwells thoroughly and remove the last droplets of wash buffer.

•  All incubation steps must be accurately timed.

•  Do not re-use microplate wells.

PROCEDURAL NOTES

PREPARATION OF REAGENTS

Dilute the contents of one vial of the buffered wash solution concentrate (50x) with distilled or deionised water to a

final volume of 1000 ml prior to use.

Preparation of samples
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Calibration

Calibration is related to the internationally recognised reference sera from E.N. Harris, Louisville and to IRP 97/656

(IgG) and HCAL (IgG) / EY2C9 (IgM).

Prepare enough microplate modules for all calibrators / controls and patient samples.

1. Pipette 100 µl of calibrators, controls and prediluted patient samples into the wells.

Incubate for 30 minutes at room temperature (20-28 °C).

Discard the contents of the microwells and wash 3 times with 300 µl of wash solution.

2.  Dispense 100 μl of enzyme conjugate into each well.

Incubate for 15 minutes at room temperature.

Discard the contents of the microwells and wash 3 times with 300 μl of wash solution.

3.  Dispense 100 μl of TMB substrate solution into each well.

Incubate for 15 minutes at room temperature

4. Add 100 μl of stop solution to each well of the modules

Incubate for 5 minutes at room temperature.

Read the optical density at 450 nm (reference 600-690nm) and calculate the results.

The developed colour is stable for at least 30 minutes. Read during this time.

TEST PROCEDURE

CALCULATION OF RESULTS

The calculation range of this ELISA assay is

Measuring range

Test results are valid if the optical densities at 450 nm for calibrators / controls and the results for controls comply

with the reference ranges indicated on the Certificate of Analysis enclosed in each test kit.

If these quality control criteria are not met the assay run is invalid and should be repeated.

PERFORMANCE CHARACTERISTICS

Expected values

Interpretation of results

IgG:  0 - 100 GPL-U/ml

< 10 GPL-U/ml

≥ 10 GPL-U/ml

Negative:

Positive:

For quantitative results plot the optical density of each calibrator versus the calibrator concentration to create a

calibration curve. The concentration of patient samples may then be estimated from the calibration curve by

interpolation.

Using data reduction software a 4-Parameter-Fit with lin-log coordinates for optical density and concentration is the

data reduction method of choice.

IgM:  0 - 100 MPL-U/ml

In a normal range study with samples from healthy blood donors the following ranges have been established with

this ELISA assay:  Cut-off IgG:  10 GPL-U/ml IgM:  10 MPL-U/ml

< 10 MPL-U/ml

≥ 10 MPL-U/ml

P1, ... patient sample     A-F  calibrators     C+, C-  controls

Example for a pipetting scheme:

VALIDATION

IgG IgM

A

B

C

D

E

F

C+

C-

P1

P2

P3

P4

P5

P6

P7

P8

A

B

C

D

E

F

C+

C-

P1

P2

P3

P4

P5

P6

P7

P8

A

B

C

D

E

F

G

H

1 2 3 4 5 6 7 8 9 10 11 12

IgG IgG IgM IgM
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Intra-assay precision: Coefficient of variation (CV) was calculated for each of three samples from the results of 24

determinations in a single run. Results for precision-within-assay are shown in the table below.

Inter-assay precision: Coefficient of variation (CV) was calculated for each of three samples from the results of 6

determinations in 5 different runs. Results for run-to-run precision are shown in the table below.

Functional sensitivity was determined to be:

Limit of detection

Linearity

Reproducibility

No interference has been observed with haemolytic (up to 1000 mg/dl) or lipemic (up to 3 g/dl triglycerides) sera or

plasma, or bilirubin (up to 40 mg/dl) containing sera or plasma. Nor have any interfering effects been observed with

the use of anticoagulants (Citrate, EDTA, Heparine). However for practical reasons it is recommended that grossly

hemolyzed or lipemic samples should be avoided.

Interfering substances

IgM:  0.5 MPL-U/ml

Patient samples containing high levels of specific antibody were serially diluted in sample buffer to demonstrate the

dynamic range of the assay and the upper / lower end of linearity. Activity for each dilution was calculated from the

calibration curve using a 4-Parameter-Fit with lin-log coordinates.

..

[%]GPL/MPL-U/mlGPL/MPL-U/ml

ObservedDilution Expected O/ESample

98.0 98.4 100IgG 1 1:100

49.6 49.2 101. 1:200

24.3 24.6 99. 1:400

12.0 12.3 98. 1:800

5.8 6.2 94. 1:1600

92.4 92.4 100IgG 2 1:100

45.9 46.2 99. 1:200

22.7 23.1 98. 1:400

11.4 11.6 99. 1:800

5.4 5.8 94. 1:1600

92.7 92.7 100IgM 1 1:100

45.7 46.4 99. 1:200

22.8 23.2 98. 1:400

11.2 11.6 97. 1:800

5.4 5.8 93. 1:1600

72.4 74.2 100IgM 2 1:100

36.5 37.1 98. 1:200

18.7 18.6 101. 1:400

8.9 9.3 96. 1:800

4.4 4.6 95. 1:1600

.. ..

IgG:  0.5 GPL-U/ml

MeanSample

Inter-Assay IgG

.

Intra-Assay IgG

MeanSample .

57.9

1

2

3

.

1

2

3

10.4

18.7

59.9

GPL-U/ml.

5.1

3.4

5.2

CV %

10.0

17.7

GPL-U/ml

.

3.6

5.4

4.9

..

12.6

31.9

5.3

4.1

1

2

MPL-U/ml CV %..

..

4.1

3.5

1

2

CV %..

..

62.1 4.233.73

12.8

30.8

MPL-U/ml

63.8

CV %

.

Inter-Assay IgMIntra-Assay IgM

MeanSampleMeanSample

.

.
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Study results

LIMITATIONS OF THE PROCEDURE

This assay is a diagnostic aid. A definite clinical diagnosis should not be based on the results of a single test, but

should be made by the physician after all clinical and laboratory findings have been evaluated concerning the entire

clinical picture of the patient. Also every decision for therapy should be taken individually.

The above pathological and normal reference ranges for antibodies in patient samples should be regarded as

recommendations only. Each laboratory should establishe its own ranges according to ISO 15189 or other

applicable laboratory guidelines.

REFERENCES

1. Banzato A, Pozzi N, Frasson R, De F, V, Ruffatti A, Bison E et al. Antibodies to Domain I of beta(2)Glycoprotein I

are in close relation to patients risk categories in Antiphospholipid Syndrome (APS). Thromb Res 2011; 128

(6):583-6.

2. Bertolaccini ML, Amengual O, Atsumi T, Binder WL, de LB, Forastiero R et al. 'Non-criteria' aPL tests: report of a

task force and preconference workshop at the 13th International Congress on Antiphospholipid Antibodies,

Galveston, TX, USA, April 2010. Lupus 2011; 20(2):191-205.

3. de Laat B, de Groot PG. Autoantibodies directed against domain I of beta2-glycoprotein I. Curr Rheumatol Rep

2011; 13(1):70-6.

4. de Laat B, Mertens K, de Groot PG. Mechanisms of disease: antiphospholipid antibodies-from clinical

association to pathologic mechanism. Nat Clin Pract Rheumatol 2008; 4(4):192-9.

5. de Laat B, Pengo V, Pabinger I, Musial J, Voskuyl AE, Bultink IE et al. The association between circulating

antibodies against domain I of beta2-glycoprotein I and thrombosis: an international multicenter study. J Thromb

Haemost 2009; 7(11):1767-73.

6. Espinosa G, Cervera R. Antiphospholipid syndrome. Arthritis Res Ther 2008; 10(6):230.

7. Favaloro EJ, Wong RC. Laboratory testing for the antiphospholipid syndrome: making sense of antiphospholipid

antibody assays. Clin Chem Lab Med 2011; 49(3):447-61.

8. Fischer MJ, Rauch J, Levine JS. The antiphospholipid syndrome. Arthritis Rheum 2007; 27(1):35-46.

9. Giannakopoulos B, Passam F, Ioannou Y, Krilis SA. How we diagnose the antiphospholipid syndrome. Blood

2009; 113(5):985-94.

10. Greaves M, Cohen H, Machin SJ, Mackie I. Guidelines on the investigation and management of the

antiphospholipid syndrome. Br J Haematol 2000; 109(4):704-15.

11. Hughes GR. Hughes syndrome: antiphospholipid syndrome. J R Coll Physicians Lond 1998; 32(3):260-4.

12. Hughes GR. Hughes Syndrome (the antiphospholipid syndrome): ten clinical lessons. Autoimmun Rev 2008; 7

(3):262-6.

13. Hughes GR. Antiphospholipid syndrome, migraine and stroke. Lupus 2010; 19(5):555-6.

14. Hughes GR, Harris NN, Gharavi AE. The anticardiolipin syndrome. J Rheumatol 1986; 13(3):486-9.

15. Koike T, Bohgaki M, Amengual O, Atsumi T. Antiphospholipid antibodies: lessons from the bench. J Autoimmun

2007; 28(2-3):129-33.

16. Lakos G, Favaloro EJ, Harris EN, Meroni PL, Tincani A, Wong RC et al. International consensus guidelines on

anticardiolipin and anti-beta2-glycoprotein I testing: report from the 13th International Congress on

Antiphospholipid Antibodies. Arthritis Rheum 2012; 64(1):1-10.

17. Mackworth-Young C. Primary antiphospholipid syndrome: a distinct entity? Autoimmun Rev 2006; 5(1):70-5.

..

..

..

n Pos IgGStudy population %

8 7Primary APS 87.5

65 60Secondary APS 92.3

150 4Normal human sera 2.7

Pos IgM %

6 75.0

33 50.8

5 3.3

Sensitivity:

Specificity:

Overall agreement:

Clinical Diagnosis

91.8

97.3

95.5

%

%
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Clinical Diagnosis

Specificity:

Overall agreement:
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%

%
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Change Control

Former version: Introduction electronic IFU on homepageReason for revision:

Notice to the user (European Union):

Any serious incident that has occurred in relation to the device shall be reported to the manufacturer and the

competent authority of the EU Member State in which the user and/or the patient is established .
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ORGENTEC Diagnostika GmbH
Carl-Zeiss-Straße 49-51

55129 Mainz - Germany

Phone: +49  (0) 61 31 / 92 58-0

Fax: +49  (0) 61 31 / 92 58-58

Internet: www.orgentec.com

SYMBOLS USED ON LABELS

ANAscreen is an ELISA-based test system for the qualitative measurement of IgG class autoantibodies against SS-

A 60, SS-A 52, SS-B, RNP-70, Sm, RNP/Sm, Scl-70, centromere B, Jo-1 in human serum or plasma samples. This

product is intended for professional in vitro diagnostic use only.

INTENDED PURPOSE

ORG 538 ANAscreen

M

h

X96

g

H

2:r
8:

i

w

V In vitro diagnostic medical device

Manufacturer

Catalogue number

Sufficient for 96 determinations

Batch code

Use by

Temperature limitation

Consult instructions for use

Keep away from sunlight

D

N

Do not reuse

Date of manufacture

Microplate

Calibrator

Control negative

Sample Buffer P

Enzyme Conjugate

TMB Substrate

Stop solution

Wash Buffer

Ready to use

C CE marked according to 98/79/EC

The test is used for screening of patients with suspected autoimmune connective tissue diseases, e.g. systemic

lupus erythematosus, mixed connective tissue disease, Sjoegren’s syndrome, scleroderma, and

polymyositis/dermatomyositis. Evaluation of a test result should always take into account all clinical and laboratory

diagnostic findings.

538_3

538_3 Electronic Instruction For Use: version

i

page 1ORG 538_IFU_EN_QM113172_2018-01-02_3

PRINCIPLE OF THE TEST

The determination is based on an indirect enzyme linked immune reaction with the following steps:

Specific antibodies in the patient sample bind to the antigen coated on the surface of the reaction wells. After

incubation, a washing step removes unbound and unspecifically bound serum or plasma components.

Subesquently added enzyme conjugate binds to the immobilized antibody-antigen-complexes. After incubation, a

second washing step removes unbound enzyme conjugate. After addition of substrate solution the bound enzyme

conjugate hydrolyses the substrate forming a blue coloured product. Addition of an acid stopps the reaction

generating a yellow end-product. The intensity of the yellow color

correlates with the concentration of the antibody-antigen-complex and can be measured photometrically at 450 nm.

A mixture of purified antigens SS-A 60, SS-A 52, SS-B, RNP-70, Sm, RNP/Sm, Scl-70, Centromere B and Jo-1 is

coated on to microwells.

•  All reagents of this kit are intended for professional in vitro diagnostic use only.

•  Components containing human serum were tested and found negative for HBsAg, HCV, HIV1 and HIV2

by FDA approved methods. No test can guarantee the absence of HBsAg, HCV, HIV1 or HIV2, and so

all human serum based reagents in this kit must be handled as though capable of transmitting infection.

•  Bovine serum albumin (BSA) used in components has been tested for BSE and found negative.

•  Avoid contact with the substrate TMB (3,3´,5,5´-Tetramethyl-benzidine).

•  Stop solution contains acid, classifiaction is non-hazardous. Avoid contact with skin.

•  Control, sample buffer and wash buffer contain sodium azide 0.09% as preservative. This concentration

is classified as non-hazardous.

•  Enzyme conjugate contains ProClin 300 0.05% as preservative. This concentration is classified as

non-hazardous.

During handling of all reagents, controls and serum samples observe the existing regulations for laboratory safety

regulations and good laboratory practice:

•  First aid measures: In case of skin contact, immediately wash thoroughly with water and soap. Remove

contaminated clothing and shoes and wash before reuse. If system fluid comes into contact with skin,

wash thoroughly with water. After contact with the eyes carefully rinse the opened eye with running

water for at least 10 minutes. Get medical attention if necessary.

•  Personal precautions, protective equipment and emergency procedures:

Observe laboratory safety regulations. Avoid contact with skin and eyes. Do not swallow. Do not pipette by mouth.

Do not eat, drink, smoke or apply makeup in areas where specimens or kit reagents are handled. When spilled,

absorb with an inert material and put the spilled material in an appropriate waste disposal.

•  Exposure controls / personal protection: Wear protective gloves of nitril rubber or natural latex.

Wear protective glasses. Used according to intended use no dangerous reactions known.

•  Conditions to avoid: Since substrate solution is light-sensitive. Store in the dark.

•  For disposal of laboratory waste the national or regional legislation has to be observed.

Observe the guidelines for performing quality control in medical laboratories by assaying control sera.

WARNINGS AND PRECAUTIONS
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•  Store test kit at 2-8°C in the dark.

•  Do not expose reagents to heat, sun, or strong light during storage and usage.

•  Store microplate sealed and dessicated in the clip bag provided.

•  Shelf life of the unopended test kit is 18 months from day of production.

Unopened reagents are stable until expiration of the kit. See labels for individual batch.

•  Diluted Wash Buffer and Sample Buffer are stable for at least 30 days when stored at 2-8°C.

We recommend consumption on the same day.

STORAGE AND STABILITY

•  Collect whole blood specimens using acceptable medical techniques to avoid hemolysis.

•  Allow blood to clot and separate the serum or plasma by centrifugation.

•  Test serum should be clear and non-hemolyzed. Contamination by hemolysis or lipemia should be

avoided, but does not interfere with this assay.

•  Specimens may be refrigerated at 2-8°C for up to five days or stored at -20°C up to six months.

•  Avoid repetitive freezing and thawing of serum or plasma samples. This may result in variable loss of

antibody activity.

•  Testing of heat-inactivated sera is not recommended.

SPECIMEN COLLECTION, STORAGE AND HANDLING

•  Do not use kit components beyond their expiration dates.

•  Do not interchange kit components from different lots and products.

•  All materials must be at room temperature (20-28°C) prior to use.

•  Prepare all reagents and samples. Once started, performe the test without interruption.

PROCEDURAL NOTES

CONTENTS OF THE KIT

•  Microplate reader capable of endpoint measurements at 450 nm; optional: reference filter at 620 nm

•  Data reduction software

•  Multi-channel dispenser or repeatable pipette for 100 μl

•  Vortex mixer

•  Pipettes for 10 μl, 100 μl and 1000 μl

•  Laboratory timing device

•  Distilled or deionised water

•  Measuring cylinder for 1000 ml and 100 ml

•  Plastic container for storage of the wash solution

MATERIALS REQUIRED

1x 1.5 ml

1x 1.5 ml

Calibrator, containing ANA antibodies in a serum/buffer matrix (PBS, BSA, detergent,

NaN3 0.09%), yellow. Ready to use.

Control negative, containing ANA antibodies serum/buffer matrix (PBS, BSA, detergent,

NaN3 0.09%), yellow. Ready to use.

One divisible microplate consisting of 12 modules of 8 wells each. Ready to use.

Product code on module: Asc

1

20 ml

15 ml

Sample Buffer P, containing PBS, BSA, detergent, preservative sodium azide 0.09%,

yellow, concentrate (5 x).

Enzyme Conjugate containing anti-human IgG antibodies, HRP labelled; PBS, BSA,

detergent, preservative PROCLIN 0.05%, light red. Ready to use.

15 ml TMB Substrate; containing 3,3’, 5,5’- Tetramethylbenzidin, colorless. Ready to use.

15 ml Stop solution; contains acid. Ready to use.

i

20 ml

1

Wash Buffer, containing Tris, detergent, preservative sodium azide 0.09%; 50 x conc.

Certificate of Analysis

ORG 538 Sufficient for 96 determinationsX96

This ELISA assay is suitable for use on open automated ELISA processors. Each assay has to be validated on the

respective automated system. Detailed information is provided upon request.
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Dilute patient samples 1:100 before the assay: Put 990 µl of prediluted sample buffer in a polystyrene tube and add

10 µl of sample. Mix well. Note:  Calibrators / Controls are ready to use and need not be diluted.

Sample Buffer P: Prior to use dilute the contents (20 ml) of one vial of sample buffer 5x concentrate with distilled or

deionised water to a final volume of 100 ml.

•  Double determinations may be done. By this means pipetting errors may become obvious.

•  Perform the assay steps only in the order indicated.

•  Always use fresh sample dilutions.

•  Pipette all reagents and samples into the bottom of the wells.

•  To avoid carryover or contamination, change the pipette tip between samples and different kit controls.

•  Wash microwells thoroughly and remove the last droplets of wash buffer.

•  All incubation steps must be accurately timed.

•  Do not re-use microplate wells.

PREPARATION OF REAGENTS

Dilute the contents of one vial of the buffered wash solution concentrate (50x) with distilled or deionised water to a

final volume of 1000 ml prior to use.

Preparation of samples
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Calibration

The assay system is calibrated against the internationally recognized reference sera from CDC, Atlanta USA.

Prepare enough microplate modules for all calibrators / controls and patient samples.

1. Pipette 100 µl of calibrators, controls and prediluted patient samples into the wells.

Incubate for 30 minutes at room temperature (20-28 °C).

Discard the contents of the microwells and wash 3 times with 300 µl of wash solution.

2.  Dispense 100 μl of enzyme conjugate into each well.

Incubate for 15 minutes at room temperature.

Discard the contents of the microwells and wash 3 times with 300 μl of wash solution.

3.  Dispense 100 μl of TMB substrate solution into each well.

Incubate for 15 minutes at room temperature

4. Add 100 μl of stop solution to each well of the modules

Incubate for 5 minutes at room temperature.

Read the optical density at 450 nm (reference 600-690nm) and calculate the results.

The developed colour is stable for at least 30 minutes. Read during this time.

TEST PROCEDURE

CALCULATION OF RESULTS

not applicable

Measuring range

Test results are valid if the optical densities at 450 nm for calibrators / controls and the results for controls comply

with the reference ranges indicated on the Certificate of Analysis enclosed in each test kit.

If these quality control criteria are not met the assay run is invalid and should be repeated.

PERFORMANCE CHARACTERISTICS

Expected values

First optical density (OD) of cut-off is calculated by multiplying optical density of the calibrator by the test specific

factor 0.5:

OD cut-off =  OD Calibrator * 0.5

Then the optical density of a sample is compared to the optical density of the cut-off:

Negative: OD sample  <  OD cut-off

Positive: OD sample ≥ OD cut-off

For detailed results the optical density of a sample is expressed as Index value:

Index  = OD sample  /  OD cut-off

In a normal range study with samples from healthy blood donors the following ranges have been established with

this ELISA assay:  Cut-off Index 1.0

P1, ... patient sample     CAL  calibrator     C-  Control negative

Example for a pipetting scheme:

VALIDATION

CAL

C-

P1

P2

P3

A

B

C

D

E

F

G

H

1 2 3 4 5 6 7 8 9 10 11 12
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Interpretation of results

Intra-assay precision: Coefficient of variation (CV) was calculated for each of three samples from the results of 24

determinations in a single run. Results for precision-within-assay are shown in the table below.

Inter-assay precision: Coefficient of variation (CV) was calculated for each of three samples from the results of 6

determinations in 5 different runs. Results for run-to-run precision are shown in the table below.

not applicable

Limit of detection

Linearity

Reproducibility

No interference has been observed with haemolytic (up to 1000 mg/dl) or lipemic (up to 3 g/dl triglycerides) sera or

plasma, or bilirubin (up to 40 mg/dl) containing sera or plasma. Nor have any interfering effects been observed with

the use of anticoagulants (Citrate, EDTA, Heparine). However for practical reasons it is recommended that grossly

hemolyzed or lipemic samples should be avoided.

Study results

Index < 1.0

Index 1.0 - 1.2

Index > 1.2

Negative:

Borderline:

Positive:

Interfering substances

Patient samples containing high levels of specific antibody were serially diluted in sample buffer. Activity for each

dilution step was calculated as Index-Value.

..

[%]IndexIndex

ObservedDilution Expected O/ESample

5.8 5.8 1001 1:100

2.7 2.9 93. 1:200

1.6 1.5 110. 1:400

0.8 0.7 110. 1:800

0.4 0.4 106. 1:1600

4.9 4.9 1002 1:100

2.7 2.5 110. 1:200

1.3 1.2 106. 1:400

0.6 0.6 98. 1:800

0.3 0.3 90. 1:1600

.. ..

n n PosStudy population %

63 60SLE 95.2

10 10Sjogren's syndrome 100.0

10 10MCTD 100.0

8 7Poly-/dermatomyositis 87.5

10 10Scleroderma 100.0

9 9CREST syndrome 100.0

148 3Normal human sera 2.0

not applicable

MeanSample

Inter-Assay

.

Intra-Assay

MeanSample .

3.3

1

2

3

.

1

2

3

1.1

1.9

3.2

Index.

3.5

2.4

2.2

CV %

1.2

1.9

Index

.

6.5

4.0

3.8

CV %

.

.

.
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LIMITATIONS OF THE PROCEDURE

This assay is a diagnostic aid. A definite clinical diagnosis should not be based on the results of a single test, but

should be made by the physician after all clinical and laboratory findings have been evaluated concerning the entire

clinical picture of the patient. Also every decision for therapy should be taken individually.

The above pathological and normal reference ranges for antibodies in patient samples should be regarded as

recommendations only. Each laboratory should establishe its own ranges according to ISO 15189 or other

applicable laboratory guidelines.
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ORGENTEC Diagnostika GmbH
Carl-Zeiss-Straße 49-51

55129 Mainz - Germany

Phone: +49  (0) 61 31 / 92 58-0

Fax: +49  (0) 61 31 / 92 58-58

Internet: www.orgentec.com

SYMBOLS USED ON LABELS

Anti-MCV is an ELISA test system for the quantitative measurement of IgG class autoantibodies against mutated

citrullinated vimentin (MCV) in human serum or plasma. This product is intended for professional in vitro diagnostic

use only.

INTENDED PURPOSE
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Measurement of anti-MCV antibodies contributes to early diagnosis of rheumatoid arthritis (RA), where anti-MCV

antibody levels represent one parameter of a multi-criterion diagnostic process, encompassing both clinical and

laboratory-based assessments.
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PRINCIPLE OF THE TEST

The determination is based on an indirect enzyme linked immune reaction with the following steps:

Specific antibodies in the patient sample bind to the antigen coated on the surface of the reaction wells. After

incubation, a washing step removes unbound and unspecifically bound serum or plasma components.

Subesquently added enzyme conjugate binds to the immobilized antibody-antigen-complexes. After incubation, a

second washing step removes unbound enzyme conjugate. After addition of substrate solution the bound enzyme

conjugate hydrolyses the substrate forming a blue coloured product. Addition of an acid stopps the reaction

generating a yellow end-product. The intensity of the yellow color

correlates with the concentration of the antibody-antigen-complex and can be measured photometrically at 450 nm.

Mutated citrullinated vimentin (MCV) is bound to microwells.

•  All reagents of this kit are intended for professional in vitro diagnostic use only.

•  Components containing human serum were tested and found negative for HBsAg, HCV, HIV1 and HIV2

by FDA approved methods. No test can guarantee the absence of HBsAg, HCV, HIV1 or HIV2, and so

all human serum based reagents in this kit must be handled as though capable of transmitting infection.

•  Bovine serum albumin (BSA) used in components has been tested for BSE and found negative.

•  Avoid contact with the substrate TMB (3,3´,5,5´-Tetramethyl-benzidine).

•  Stop solution contains acid, classifiaction is non-hazardous. Avoid contact with skin.

•  Control, sample buffer and wash buffer contain sodium azide 0.09% as preservative. This concentration

is classified as non-hazardous.

•  Enzyme conjugate contains ProClin 300 0.05% as preservative. This concentration is classified as

non-hazardous.

During handling of all reagents, controls and serum samples observe the existing regulations for laboratory safety

regulations and good laboratory practice:

•  First aid measures: In case of skin contact, immediately wash thoroughly with water and soap. Remove

contaminated clothing and shoes and wash before reuse. If system fluid comes into contact with skin,

wash thoroughly with water. After contact with the eyes carefully rinse the opened eye with running

water for at least 10 minutes. Get medical attention if necessary.

•  Personal precautions, protective equipment and emergency procedures:

Observe laboratory safety regulations. Avoid contact with skin and eyes. Do not swallow. Do not pipette by mouth.

Do not eat, drink, smoke or apply makeup in areas where specimens or kit reagents are handled. When spilled,

absorb with an inert material and put the spilled material in an appropriate waste disposal.

•  Exposure controls / personal protection: Wear protective gloves of nitril rubber or natural latex.

Wear protective glasses. Used according to intended use no dangerous reactions known.

•  Conditions to avoid: Since substrate solution is light-sensitive. Store in the dark.

•  For disposal of laboratory waste the national or regional legislation has to be observed.

Observe the guidelines for performing quality control in medical laboratories by assaying control sera.

WARNINGS AND PRECAUTIONS
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•  Collect whole blood specimens using acceptable medical techniques to avoid hemolysis.

•  Allow blood to clot and separate the serum or plasma by centrifugation.

•  Test serum should be clear and non-hemolyzed. Contamination by hemolysis or lipemia should be

avoided, but does not interfere with this assay.

•  Specimens may be refrigerated at 2-8°C for up to five days or stored at -20°C up to six months.

•  Avoid repetitive freezing and thawing of serum or plasma samples. This may result in variable loss of

antibody activity.

•  Testing of heat-inactivated sera is not recommended.

SPECIMEN COLLECTION, STORAGE AND HANDLING

CONTENTS OF THE KIT

•  Microplate reader capable of endpoint measurements at 450 nm; optional: reference filter at 620 nm

•  Data reduction software

•  Multi-channel dispenser or repeatable pipette for 100 μl

•  Vortex mixer

•  Pipettes for 10 μl, 100 μl and 1000 μl

•  Laboratory timing device

•  Distilled or deionised water

•  Measuring cylinder for 1000 ml and 100 ml

•  Plastic container for storage of the wash solution

MATERIALS REQUIRED

1x 1.5 ml

1x 1.5 ml

1x 1.5 ml

1x 1.5 ml

Calibrator A 0 U/ml, containing serum/buffer matrix (PBS, BSA, detergent, NaN3

0.09%), yellow. Ready to use.

Calibrator B 20 U/ml, containing MCV antibodies in a serum/buffer matrix (PBS, BSA,

detergent, NaN3 0.09%), yellow. Ready to use.

Calibrator C 40 U/ml, containing MCV antibodies in a serum/buffer matrix (PBS, BSA,

detergent, NaN3 0.09%), yellow. Ready to use.

Calibrator D 100 U/ml, containing MCV antibodies in a serum/buffer matrix (PBS, BSA,

detergent, NaN3 0.09%), yellow. Ready to use.

One divisible microplate consisting of 12 modules of 8 wells each. Ready to use.

Product code on module: MCV

1

1x 1.5 ml

1x 1.5 ml

1x 1.5 ml

Calibrator E 300 U/ml, containing MCV antibodies in a serum/buffer matrix (PBS, BSA,

NaN3 0.09%), yellow. Ready to use.

Calibrator F 1000 U/ml, containing MCV antibodies in a serum/buffer matrix (PBS, BSA,

detergent, NaN3 0.09%), yellow. Ready to use.

Control positive, containing MCV antibodies in a serum/buffer matrix (PBS, BSA,

detergent, NaN3 0.09%), yellow. Ready to use. The concentration is specified on the

certificate of analysis.

1x 1.5 ml Control negative, containing MCV antibodies in a serum/buffer matrix (PBS, BSA,

detergent, NaN3 0.09%), yellow. Ready to use. The concentration is specified on the

certificate of analysis.

20 ml

15 ml

Sample Buffer P, containing PBS, BSA, detergent, preservative sodium azide 0.09%,

yellow, concentrate (5 x).

Enzyme Conjugate containing anti-human IgG antibodies, HRP labelled; PBS, BSA,

detergent, preservative PROCLIN 0.05%, light red. Ready to use.

15 ml TMB Substrate; containing 3,3’, 5,5’- Tetramethylbenzidin, colorless. Ready to use.

15 ml Stop solution; contains acid. Ready to use.

i

20 ml

1

Wash Buffer, containing Tris, detergent, preservative sodium azide 0.09%; 50 x conc.

Certificate of Analysis

ORG 548 Sufficient for 96 determinationsX96

This ELISA assay is suitable for use on open automated ELISA processors. Each assay has to be validated on the

respective automated system. Detailed information is provided upon request.
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Dilute patient samples 1:100 before the assay: Put 990 µl of prediluted sample buffer in a polystyrene tube and add

10 µl of sample. Mix well. Note:  Calibrators / Controls are ready to use and need not be diluted.

Sample Buffer P: Prior to use dilute the contents (20 ml) of one vial of sample buffer 5x concentrate with distilled or

deionised water to a final volume of 100 ml.

•  Store test kit at 2-8°C in the dark.

•  Do not expose reagents to heat, sun, or strong light during storage and usage.

•  Store microplate sealed and dessicated in the clip bag provided.

•  Shelf life of the unopended test kit is 18 months from day of production.

Unopened reagents are stable until expiration of the kit. See labels for individual batch.

•  Diluted Wash Buffer and Sample Buffer are stable for at least 30 days when stored at 2-8°C.

We recommend consumption on the same day.

STORAGE AND STABILITY

•  Do not use kit components beyond their expiration dates.

•  Do not interchange kit components from different lots and products.

•  All materials must be at room temperature (20-28°C) prior to use.

•  Prepare all reagents and samples. Once started, performe the test without interruption.

•  Double determinations may be done. By this means pipetting errors may become obvious.

•  Perform the assay steps only in the order indicated.

•  Always use fresh sample dilutions.

•  Pipette all reagents and samples into the bottom of the wells.

•  To avoid carryover or contamination, change the pipette tip between samples and different kit controls.

•  Wash microwells thoroughly and remove the last droplets of wash buffer.

•  All incubation steps must be accurately timed.

•  Do not re-use microplate wells.

PROCEDURAL NOTES

PREPARATION OF REAGENTS

Dilute the contents of one vial of the buffered wash solution concentrate (50x) with distilled or deionised water to a

final volume of 1000 ml prior to use.

Preparation of samples
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CALIBRATION

This assay system is calibrated in relative arbitrary units, since no international reference preparation is available

for this assay.

Prepare enough microplate modules for all calibrators / controls and patient samples.

1. Pipette 100 µl of calibrators, controls and prediluted patient samples into the wells.

Incubate for 30 minutes at room temperature (20-28 °C).

Discard the contents of the microwells and wash 3 times with 300 µl of wash solution.

2.  Dispense 100 μl of enzyme conjugate into each well.

Incubate for 15 minutes at room temperature.

Discard the contents of the microwells and wash 3 times with 300 μl of wash solution.

3.  Dispense 100 μl of TMB substrate solution into each well.

Incubate for 15 minutes at room temperature

4. Add 100 μl of stop solution to each well of the modules

Incubate for 5 minutes at room temperature.

Read the optical density at 450 nm (reference 600-690nm) and calculate the results.

The developed colour is stable for at least 30 minutes. Read during this time.

TEST PROCEDURE

CALCULATION OF RESULTS

The calculation range of this ELISA assay is

Measuring range

Test results are valid if the optical densities at 450 nm for calibrators / controls and the results for controls comply

with the reference ranges indicated on the Certificate of Analysis enclosed in each test kit.

If these quality control criteria are not met the assay run is invalid and should be repeated.

PERFORMANCE CHARACTERISTICS

Expected values

Interpretation of results

0 - 1000 U/ml

< 20 U/ml

≥ 20 U/ml

Negative:

Positive:

For quantitative results plot the optical density of each calibrator versus the calibrator concentration to create a

calibration curve. The concentration of patient samples may then be estimated from the calibration curve by

interpolation.

Using data reduction software a 4-Parameter-Fit with lin-log coordinates for optical density and concentration is the

data reduction method of choice.

In a normal range study with samples from healthy blood donors the following ranges have been established with

this ELISA assay:  Cut-off 20 U/ml

P1, ... patient sample     A-F  calibrators     C+, C-  controls

Example for a pipetting scheme:

VALIDATION

A

B

C

D

E

F

C+

C-

P1

P2

P3

A

B

C

D

E

F

G

H

1 2 3 4 5 6 7 8 9 10 11 12
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Intra-assay precision: Coefficient of variation (CV) was calculated for each of three samples from the results of 24

determinations in a single run. Results for precision-within-assay are shown in the table below.

Inter-assay precision: Coefficient of variation (CV) was calculated for each of three samples from the results of 6

determinations in 5 different runs. Results for run-to-run precision are shown in the table below.

Functional sensitivity was determined to be:

Limit of detection

Linearity

Reproducibility

No interference has been observed with haemolytic (up to 1000 mg/dl) or lipemic (up to 3 g/dl triglycerides) sera or

plasma, or bilirubin (up to 40 mg/dl) containing sera or plasma. Nor have any interfering effects been observed with

the use of anticoagulants (Citrate, EDTA, Heparine). However for practical reasons it is recommended that grossly

hemolyzed or lipemic samples should be avoided.

Study results

Interfering substances

Patient samples containing high levels of specific antibody were serially diluted in sample buffer to demonstrate the

dynamic range of the assay and the upper / lower end of linearity. Activity for each dilution was calculated from the

calibration curve using a 4-Parameter-Fit with lin-log coordinates.

..

[%]U/mlU/ml

ObservedDilution Expected O/ESample

882.8 882.8 1001 1:100

386.0 441.4 87. 1:200

205.2 220.7 93. 1:400

110.7 110.4 100. 1:800

52.2 55.2 95. 1:1600

23.4 27.6 85. 1:3200

932.1 932.1 1002 1:100

486.0 466.1 104. 1:200

250.1 233.0 107. 1:400

126.6 116.5 109. 1:800

61.7 58.3 106. 1:1600

28.2 29.1 97. 1:3200

727.9 727.9 1003 1:100

362.4 364.0 100. 1:200

178.2 182.0 98. 1:400

85.7 91.0 94. 1:800

47.1 45.5 104. 1:1600

19.2 22.7 85. 1:3200

.. ..

n n PosStudy population %

490 398Rheumatoid arthritis 81.2

522 14Other diseases 2.7

234 1Normal human sera 0.4

1 U/ml

MeanSample

Inter-Assay

.

Intra-Assay

MeanSample .

451.6

1

2

3

.

1

2

3

22.7

118.8

548.1

U/ml.

6.2

6.4

4.6

CV %

20.2

111.0

U/ml

.

5.3

9.2

7.7

CV %

.

.

.
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LIMITATIONS OF THE PROCEDURE

This assay is a diagnostic aid. A definite clinical diagnosis should not be based on the results of a single test, but

should be made by the physician after all clinical and laboratory findings have been evaluated concerning the entire

clinical picture of the patient. Also every decision for therapy should be taken individually.

The above pathological and normal reference ranges for antibodies in patient samples should be regarded as

recommendations only. Each laboratory should establishe its own ranges according to ISO 15189 or other

applicable laboratory guidelines.
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ORGENTEC Diagnostika GmbH
Carl-Zeiss-Straße 49-51

55129 Mainz - Germany

Phone: +49  (0) 61 31 / 92 58-0

Fax: +49  (0) 61 31 / 92 58-58

Internet: www.orgentec.com

SYMBOLS USED ON LABELS

Anti-CCP hs® (high sensitive) is an ELISA test system for the quantitative measurement of IgG class

autoantibodies against cyclic citrullinated peptides (CCP) in human serum or plasma. This product is intended for

professional in vitro diagnostic use only.
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laboratory-based assessments.

601_3

601_3 Electronic Instruction For Use: version

i

page 1ORG 601_IFU_EN_QM113201_2018-01-02_3

PRINCIPLE OF THE TEST

The determination is based on an indirect enzyme linked immune reaction with the following steps:

Specific antibodies in the patient sample bind to the antigen coated on the surface of the reaction wells. After

incubation, a washing step removes unbound and unspecifically bound serum or plasma components.

Subesquently added enzyme conjugate binds to the immobilized antibody-antigen-complexes. After incubation, a

second washing step removes unbound enzyme conjugate. After addition of substrate solution the bound enzyme

conjugate hydrolyses the substrate forming a blue coloured product. Addition of an acid stopps the reaction

generating a yellow end-product. The intensity of the yellow color

correlates with the concentration of the antibody-antigen-complex and can be measured photometrically at 450 nm.

Highly purified cyclic citrullinated vimentin peptides (CCP) is bound to microwells.

•  All reagents of this kit are intended for professional in vitro diagnostic use only.

•  Components containing human serum were tested and found negative for HBsAg, HCV, HIV1 and HIV2

by FDA approved methods. No test can guarantee the absence of HBsAg, HCV, HIV1 or HIV2, and so

all human serum based reagents in this kit must be handled as though capable of transmitting infection.

•  Bovine serum albumin (BSA) used in components has been tested for BSE and found negative.

•  Avoid contact with the substrate TMB (3,3´,5,5´-Tetramethyl-benzidine).

•  Stop solution contains acid, classifiaction is non-hazardous. Avoid contact with skin.

•  Control, sample buffer and wash buffer contain sodium azide 0.09% as preservative. This concentration

is classified as non-hazardous.

•  Enzyme conjugate contains ProClin 300 0.05% as preservative. This concentration is classified as

non-hazardous.

During handling of all reagents, controls and serum samples observe the existing regulations for laboratory safety

regulations and good laboratory practice:

•  First aid measures: In case of skin contact, immediately wash thoroughly with water and soap. Remove

contaminated clothing and shoes and wash before reuse. If system fluid comes into contact with skin,

wash thoroughly with water. After contact with the eyes carefully rinse the opened eye with running

water for at least 10 minutes. Get medical attention if necessary.

•  Personal precautions, protective equipment and emergency procedures:

Observe laboratory safety regulations. Avoid contact with skin and eyes. Do not swallow. Do not pipette by mouth.

Do not eat, drink, smoke or apply makeup in areas where specimens or kit reagents are handled. When spilled,

absorb with an inert material and put the spilled material in an appropriate waste disposal.

•  Exposure controls / personal protection: Wear protective gloves of nitril rubber or natural latex.

Wear protective glasses. Used according to intended use no dangerous reactions known.

•  Conditions to avoid: Since substrate solution is light-sensitive. Store in the dark.

•  For disposal of laboratory waste the national or regional legislation has to be observed.

Observe the guidelines for performing quality control in medical laboratories by assaying control sera.

WARNINGS AND PRECAUTIONS
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•  Collect whole blood specimens using acceptable medical techniques to avoid hemolysis.

•  Allow blood to clot and separate the serum or plasma by centrifugation.

•  Test serum should be clear and non-hemolyzed. Contamination by hemolysis or lipemia should be

avoided, but does not interfere with this assay.

•  Specimens may be refrigerated at 2-8°C for up to five days or stored at -20°C up to six months.

•  Avoid repetitive freezing and thawing of serum or plasma samples. This may result in variable loss of

antibody activity.

•  Testing of heat-inactivated sera is not recommended.

SPECIMEN COLLECTION, STORAGE AND HANDLING

CONTENTS OF THE KIT

•  Microplate reader capable of endpoint measurements at 450 nm; optional: reference filter at 620 nm

•  Data reduction software

•  Multi-channel dispenser or repeatable pipette for 100 μl

•  Vortex mixer

•  Pipettes for 10 μl, 100 μl and 1000 μl

•  Laboratory timing device

•  Distilled or deionised water

•  Measuring cylinder for 1000 ml and 100 ml

•  Plastic container for storage of the wash solution

MATERIALS REQUIRED

1x 1.5 ml

1x 1.5 ml

1x 1.5 ml

1x 1.5 ml

Calibrator A 0 U/ml, containing serum/buffer matrix (PBS, BSA, detergent, NaN3

0.09%), yellow. Ready to use.

Calibrator B 20 U/ml, containing CCP antibodies in a serum/buffer matrix (PBS, BSA,

detergent, NaN3 0.09%), yellow. Ready to use.

Calibrator C 40 U/ml, containing CCP antibodies in a serum/buffer matrix (PBS, BSA,

detergent, NaN3 0.09%), yellow. Ready to use.

Calibrator D 100 U/ml, containing CCP antibodies in a serum/buffer matrix (PBS, BSA,

detergent, NaN3 0.09%), yellow. Ready to use.

One divisible microplate consisting of 12 modules of 8 wells each. Ready to use.

Product code on module: CCP

1

1x 1.5 ml

1x 1.5 ml

1x 1.5 ml

Calibrator E 300 U/ml, containing CCP antibodies in a serum/buffer matrix (PBS, BSA,

NaN3 0.09%), yellow. Ready to use.

Calibrator F 1000 U/ml, containing CCP antibodies in a serum/buffer matrix (PBS, BSA,

detergent, NaN3 0.09%), yellow. Ready to use.

Control positive, containing CCP antibodies in a serum/buffer matrix (PBS, BSA,

detergent, NaN3 0.09%), yellow. Ready to use. The concentration is specified on the

certificate of analysis.

1x 1.5 ml Control negative, containing CCP antibodies in a serum/buffer matrix (PBS, BSA,

detergent, NaN3 0.09%), yellow. Ready to use. The concentration is specified on the

certificate of analysis.

20 ml

15 ml

Sample Buffer P, containing PBS, BSA, detergent, preservative sodium azide 0.09%,

yellow, concentrate (5 x).

Enzyme Conjugate containing anti-human IgG antibodies, HRP labelled; PBS, BSA,

detergent, preservative PROCLIN 0.05%, light red. Ready to use.

15 ml TMB Substrate; containing 3,3’, 5,5’- Tetramethylbenzidin, colorless. Ready to use.

15 ml Stop solution; contains acid. Ready to use.

i

20 ml

1

Wash Buffer, containing Tris, detergent, preservative sodium azide 0.09%; 50 x conc.

Certificate of Analysis

ORG 601 Sufficient for 96 determinationsX96

This ELISA assay is suitable for use on open automated ELISA processors. Each assay has to be validated on the

respective automated system. Detailed information is provided upon request.
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Dilute patient samples 1:100 before the assay: Put 990 µl of prediluted sample buffer in a polystyrene tube and add

10 µl of sample. Mix well. Note:  Calibrators / Controls are ready to use and need not be diluted.

Sample Buffer P: Prior to use dilute the contents (20 ml) of one vial of sample buffer 5x concentrate with distilled or

deionised water to a final volume of 100 ml.

•  Store test kit at 2-8°C in the dark.

•  Do not expose reagents to heat, sun, or strong light during storage and usage.

•  Store microplate sealed and dessicated in the clip bag provided.

•  Shelf life of the unopended test kit is 18 months from day of production.

Unopened reagents are stable until expiration of the kit. See labels for individual batch.

•  Diluted Wash Buffer and Sample Buffer are stable for at least 30 days when stored at 2-8°C.

We recommend consumption on the same day.

STORAGE AND STABILITY

•  Do not use kit components beyond their expiration dates.

•  Do not interchange kit components from different lots and products.

•  All materials must be at room temperature (20-28°C) prior to use.

•  Prepare all reagents and samples. Once started, performe the test without interruption.

•  Double determinations may be done. By this means pipetting errors may become obvious.

•  Perform the assay steps only in the order indicated.

•  Always use fresh sample dilutions.

•  Pipette all reagents and samples into the bottom of the wells.

•  To avoid carryover or contamination, change the pipette tip between samples and different kit controls.

•  Wash microwells thoroughly and remove the last droplets of wash buffer.

•  All incubation steps must be accurately timed.

•  Do not re-use microplate wells.

PROCEDURAL NOTES

PREPARATION OF REAGENTS

Dilute the contents of one vial of the buffered wash solution concentrate (50x) with distilled or deionised water to a

final volume of 1000 ml prior to use.

Preparation of samples
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Calibration

This assay system is calibrated in relative arbitrary units. It is calibrated against an external anti-CCP Assay, since

no international reference sera for RA diagnostic are available so far.

Prepare enough microplate modules for all calibrators / controls and patient samples.

1. Pipette 100 µl of calibrators, controls and prediluted patient samples into the wells.

Incubate for 30 minutes at room temperature (20-28 °C).

Discard the contents of the microwells and wash 3 times with 300 µl of wash solution.

2.  Dispense 100 μl of enzyme conjugate into each well.

Incubate for 15 minutes at room temperature.

Discard the contents of the microwells and wash 3 times with 300 μl of wash solution.

3.  Dispense 100 μl of TMB substrate solution into each well.

Incubate for 15 minutes at room temperature

4. Add 100 μl of stop solution to each well of the modules

Incubate for 5 minutes at room temperature.

Read the optical density at 450 nm (reference 600-690nm) and calculate the results.

The developed colour is stable for at least 30 minutes. Read during this time.

TEST PROCEDURE

CALCULATION OF RESULTS

The calculation range of this ELISA assay is

Measuring range

Test results are valid if the optical densities at 450 nm for calibrators / controls and the results for controls comply

with the reference ranges indicated on the Certificate of Analysis enclosed in each test kit.

If these quality control criteria are not met the assay run is invalid and should be repeated.

PERFORMANCE CHARACTERISTICS

Expected values

0 - 1000 U/ml

For quantitative results plot the optical density of each calibrator versus the calibrator concentration to create a

calibration curve. The concentration of patient samples may then be estimated from the calibration curve by

interpolation.

Using data reduction software a 4-Parameter-Fit with lin-log coordinates for optical density and concentration is the

data reduction method of choice.

In a normal range study with samples from healthy blood donors the following ranges have been established with

this ELISA assay:  Cut-off 20 U/ml

P1, ... patient sample     A-F  calibrators     C+, C-  controls

Example for a pipetting scheme:

VALIDATION

A

B

C

D

E

F

C+

C-

P1

P2

P3

A

B

C

D

E

F

G

H

1 2 3 4 5 6 7 8 9 10 11 12
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Interpretation of results

Intra-assay precision: Coefficient of variation (CV) was calculated for each of three samples from the results of 24

determinations in a single run. Results for precision-within-assay are shown in the table below.

Inter-assay precision: Coefficient of variation (CV) was calculated for each of three samples from the results of 6

determinations in 5 different runs. Results for run-to-run precision are shown in the table below.

Functional sensitivity was determined to be:

Limit of detection

Linearity

Reproducibility

No interference has been observed with haemolytic (up to 1000 mg/dl) or lipemic (up to 3 g/dl triglycerides) sera or

plasma, or bilirubin (up to 40 mg/dl) containing sera or plasma. Nor have any interfering effects been observed with

the use of anticoagulants (Citrate, EDTA, Heparine). However for practical reasons it is recommended that grossly

hemolyzed or lipemic samples should be avoided.

Study results

< 20 U/ml

≥ 20 U/ml

Negative:

Positive:

Interfering substances

Patient samples containing high levels of specific antibody were serially diluted in sample buffer to demonstrate the

dynamic range of the assay and the upper / lower end of linearity. Activity for each dilution was calculated from the

calibration curve using a 4-Parameter-Fit with lin-log coordinates.

..

[%]U/mlU/ml

ObservedDilution Expected O/ESample

950.2 950.2 1001 1:100

467.3 475.1 98. 1:200

245.4 237.6 103. 1:400

115.6 118.8 97. 1:800

120.0 120.0 1002 1:100

60.5 60.0 101. 1:200

31.4 30.0 105. 1:400

14.2 15.0 95. 1:800

7.3 7.5 97. 1:1600

321.3 321.3 1003 1:100

157.9 160.7 98. 1:200

96.4 80.3 120. 1:400

48.2 40.2 120. 1:800

.. ..

n n PosStudy population %

259 237Rheumatoid arthritis 91.5

22 6Other arthritis 27.3

37 1Other rheumatic disease 2.7

118 1Healthy controls 0.8

1 U/ml

MeanSample

Inter-Assay

.

Intra-Assay

MeanSample .

262.2

1

2

3

.

1

2

3

13.0

144.5

250.6

U/ml.

7.8

9.9

13.6

CV %

12.3

134.9

U/ml

.

6.1

7.1

9.3

CV %

.

.

.
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LIMITATIONS OF THE PROCEDURE

This assay is a diagnostic aid. A definite clinical diagnosis should not be based on the results of a single test, but

should be made by the physician after all clinical and laboratory findings have been evaluated concerning the entire

clinical picture of the patient. Also every decision for therapy should be taken individually.

The above pathological and normal reference ranges for antibodies in patient samples should be regarded as

recommendations only. Each laboratory should establishe its own ranges according to ISO 15189 or other

applicable laboratory guidelines.
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