Declaration of Conformity

NovaTec Immundiagnostica GmbH
Waldstrafe 23 A6, 63128 Dietzenbach, Germany

herewith declare under our own responsibility, that the products listed
below are in accordance with the requirements of the IVD Directive
98/79/EC of the European Parliament and Council of Oct. 27,1998 in
regard to in vitro diagnostic medical devices (IVDs).

The accordance was shown by conformity assessment procedures in
Annex Il (2 - 5), resp. Annex IV.3.

Dietzenbach, 2017-10-23 )
\\ \\l}/ll.“ s 1

Dr. Claudia Rezmer
Management Representative

The conformity of the sbove mentioned sroducthis checked at legst every 3 years
M5 documented by rechecking and signing the gensrai requirements.

Prod. No.

1 ADVAGD10
2 ADVG0010
3 ADVMOO10
4, ASCGO020
5. ASPGOB8D
6. ASPMGEE0
7 BOPADO3D
8. BOPGOO30
9. BOPMO020
10. BPTA0B10
11 BPTGO610
12 BORGO040
13, BORMO040
14. BRUGO050
185. BRUMOOS0
16. CANAODSD
17. CANGO0E0
18. CANMOOB0
19. CHAGO560
20. TRYPO570
21, CHIGO580
22 CHIMO590
23. CHLAGOT0
24, CHLGOO70
25, CHLMOO70
26. CHLAD510
27. CHLG0510
28. CHLMO510
29, CMVG0110
30. ACMVT 110
31. CMVMO110
32. CORGO0S0
33. CORGS5009
34, PCORGO009
38, COX1G0800
36. COXzGos00
37. COX2Mee00
38. DENGO0120
39. DENMO120
40. DVMG450
41. ECHGO130
42. ENTGO140
43. EBVAQ150
44 - EBVGO150
45. AEBV7150
46. EBVMG150
47. EBVGO580

Name and Description

Adenovirus IgA

Adenovirus 1gG

Adenovirus g

Ascaris lumbricoides 1gG

Aspergillus fumigatus IgG

Aspergillus fumigatus M
Bordetella pertussis IgA

Bordetelia pertussis 19G

Bordetalla pertussis fgh

Bordetella pertussis toxin (PT) IgA

Bordetella pertussis toxin (PT) 1gG

Borrelia burgdorferi igG

Borrelia burgdorferi 1gM

Brucella 1gG

Brucella IgM

Candida albicans IgA

Candida aibicans IgG

Candida albicans g

Chagas (Trvpanosoma cruzi) IgG

Chagas

Chikungunya 1gG capture
Chikungunya IgM p-capture
Chlamydia trachomatis gA
Chlamydia trachomatis igG
Chlamydia trachomatis aM

Chlamydia pneumoniae fgh

Chlamydia pneumoenize lgG

Chlamydia pneumaniae gl

Cytomegalovirus (CMV) IgG

Avidity Cytomegalovirus (CMV) 1gG
Cytomegalovirus (CMV) 1gM
Corynebacterium diphtheriae toxin 10G
Corynebacterium diphtheriae toxin 55 lgG
Corynebacterium diphtheriae toxin 55 1gG plus
Coxiella burnetii (Q-Fever) Phase 1 1gG
Coxiella burnetii (Q-Fever) Phase 2 IgG
Coxiella burneti (Q-Fever) Phase 2 lgh
Dengue Virus IgG

Dengue Virus ight

Dengue Virus ig H-Capture

Echinococcus laG

Entarmoeba histolytica laG

Epstein-Barr Virus (VCA) igA

Epstein-Barr Virus (VCA) igG

Avidity Epstein-Barr Virus (VCA; laG
Epstein-Barr Virus (MCA) IgM

{ e

cpsiein-Barr Virus (EBNA) lgG
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FILO780
GIAD1B0S
HANGGETD
HANMOG70
HELAD220
PHELAO22
HELG0220
PHELGQ22
HSWVG0z250
HSVMOD250
HSV1G0500
HSVIMO500
HSV2G0540
H8V2M0540
INFAG220
INFGO220
INFMC280
INFAD300
INFGO3G0
INFMOD300
LEGGO850
LEGMOB50
LEIGO310
LEPGOS60
LEPMOBS0
LEIGO310
MALBB20
MEAGO330
AEAT7330
MEAMO330
MUMG0340
MUMMO340
MYCAD350
MYCG0350
MYCMO350
PAIAD380
PAIG03860
PARGO370
PARMO370
RSVAQ350
RSVGO380
RSVMO0380
RUBGO400
ARUB7400
RUBMO400
SCHGO0410
SCHMO410
STROO0G9¢
TAEGD42¢
TETGO430
TETG5043

Filariasis

Giardia lamblia antigen

Hantavirus igG

Hantavirus igM

Helicobacter pylo IgA

Helicobacter pylori IgA plus
Helicabacter pylori IgG

Helicobacter pylori IgG plus

Herpes simplex Virus 142 {(HSV} laG
Herpes simplex Virus 1+2 {HSV) Ight
Herpes simples Virus 1 (HSV 1) 1aG
Herpes simplex Virus 1 (HSV 1) g
Herpes simplex Virus 2 {HSV 2) Iga
Herpes simplex Virus 2 (HSV 2) gt
Influenza Virus A Iga

Influenza Virus A IgG

infiuenza Virus A IgM

Influenza Vicus B igA

Influenza Virus B 196

influenza Virus B fgM

Legicnella pneumophiia laG
Legionelta pneumophila igh
Leishmania infantum IgG

Leptospira I9G

Leplospira ight

Leishmania infaniupy fgG- -~ = - = -
Maiaria

Measles Virus igG

Avidity Measles Virus IgG

Measles Virus IgM

Mumps Virus 19G

Mumps Virus igh

Mycoplasma prneumoniae lgA
Mycoplasma pneumoniae lgG
Mycoplasma pneumoniae gt
Parainfluenza \irus 1,23 IgA
Parainfluenza Virus 1.2.3 IgG
Parvovirus B19 IgG

Parvovirus B19 IgM

Respiratory Syncytial Virus IgA
Respiratory syncytial Virus lgG
Respiratory syncytial Virus g
Rubetia Virus 19G

Avidity Rubella Virus IgG

Rubella Virus Igi u-capture
Schistosoma mansoni 19G
Schistosoma mansoni IgM
Strongyloides

Taenia-sofium 1gG -

Clostridium tetani toxin 19G
Clostridium tetani toxin 58 e

The conformity of the above mentioned product s checkad at least avery 3 years

This is documented by rechecking an sigring the

I requirements

2] 4

99. PTETG043
100, TICG0440
101 TICM0449
102. PTICG044
103. TOCGO450
104. TOXA0460
105 TOXG0460
108. ATOX7480
107. TOXMO480
108. TRIG0480
109 - wZvaQaeg -
110 VZVG0490
111. VZVM0480
112. 2VG0790
113. ZVMO780
114, ATG1010
115. ATPO1020
116. TSH1030
117, RFM3010-
118, DNOV001
119, DNOVG02
120. DNOV003
121 DNOVO04
122. DNOVDOS
123. DNCV006
24— DNOVoo7 —
125. DNOV008
126 DNOV009
127. DNOV010
128. DNOV011
129, DNOVQ12
130. DSNOV20
131. DSNOV21
132. DSNOV22
133, DSNOV24
134, DSNOV25
135. DSNOV28
136. DSNOV27
137. DNOV030
138. DNOV031
139. DNOV032
140, DNOV033
141, DNOV034
142 DNOWV051
143 CNOVos2
144, DNOV053
145 DNOV054
146.  _DNOVD57
147 DNOV0B0
148 DNOV081
149 DNOVOB2

Clostridium tetani toxin 58 igG plus

TBE/ FSME 195G

TBE/ FSME Ig

TBE/ FSME IgG plus
Toxocara canis IgG
Toxoplasma gondii lgA
Toxoplasma gondii IgG
Avidity Toxoplasma gondii IgG
Toxoplasma gondii ighl p-capture
Trichinella spiralis 1gG
Varicedia-Zoster Virus (VZV) IgA
Variceila-Zoster Virus (VZV) 1gG
Varicella-Zoster Virus (VZV) g
Zika Virus 1gG capture

Zika Virus Ighd u-capture
Anti-TG

Anti-TPO

TSH

Rheumatoid Factor IgM
Cortisol

Testosterone

17 beta-Estradiol

+7-OH Progesterone

DHEA-S

Progesterone

Free Estriol

Androstenedicne

Free Testosterone

Urinary Cortisot

Total Estrio!

Aldosterone

Cortisol Saliva

Testosterone Saliva

17 beta-Estradiol Saliva
DHEA-S Saliva

Progesterone Saliva

Estriol Saliva
Androstenedione Saliva

LH

FSH

Prolactin

AFP

beta-HCG

Free T3

Free T4

Total T3

Total T4

Thyroglobutin
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Product Number: ASCG0020 (96 Determinations)

ENGLISH
1. INTRODUCTION

Ascaridae are big nematodes. The male individuals are up to 25 cm, the female anes are up to 40 cm long

Is among the Ascaridae the species with the highes! importance for human medicine, because it is the only one with humans as
main host

The sexually mature roundworm lives in the small intestine. The females produce up to 200 000 eggs daily, which atiain lo the
environment by faeces. Infectious larvae develop inside the eggs and after oral ingestion they hatch in the upper par of the
small intestine. They penetrate the walt of the intestine and get into the venaus blood with which they get into liver and lung,
where they leave the vessels and skin in the aveoles. The larvae migrate into the trachea and through the pharynx after
swallowing back to the small intestine where the maturation to the adult worm takes place. Ca. 10-12 weeks after infeslation the

TOUNGWaTIS th faeces The ad ves forarotnd 18 months?

"be excreted == S B

Ascaris lumbricoides is one of the most abundant exciter of infectious diseases worldwide. Main endemic areas are Eastern
Asia, Africa and Middle and South America. Children are more oflen affecled than adulis. The infestation leads tc Ascariasis
mostly with latent progression, The migrating larvae can lead to inflammatory, eosinophile infiltration of the fung and cause
cough, dyspnoea and light fever. Conglomerates of the worms can cause intestinal blockage. !f the worms migrate into ga
pancreas or stomach the correspending clinical symptoms result,

Species Disease Symptoms (e.g.) | Transmission route
Ascaris Ascariasis Adult worms cause no symptoms in general Ingestion of infectious |
lumbricoides Conglomerates of worms can cause abdominal pain Ascaridae eggs
and ileus (classical way of
Infection of gall, stomach or pancreas leads to infestation is the
corresponding symptoms. consumption of
Migrating larvae are able to cause puimaonal insufficient washed
| 1 symploms like cough and dyspnaea. | salad)

The presence of pathogen or infection may be identified by
. Microscopy: Detection of eggs in faeces
= Serology:  Detection of antibodies by El

2. INTENDED USE

The Ascaris lumbricoides 1gG ELISA is intended for the qualitative determination of IgG class antibodies against Ascaris
iumbricoides in human serum or piasma {citrate, heparin}.

3. PRINCIPLE OF THE ASSAY

The qualitative immunoenzymatic determination of specific antibodies is based on Ihe ELISA (Enzyme-linked Immunosorbent
Assay) technique

Microplates are coated with specific antigens to bind corresponding antibodies of the sample. After washing the wells to remove
all unbound sample material a horseradish peroxidase (HRP) labelled conjugate is added, This conjugate binds to the captured
antibodies. In a second washing step unbound conjugate is removed. The immune complex formed by the bound conjugate is
visualized by adding Tetramethylbenzidine (TMB) substrate which gives a blue reaction product.

The intensity of this product is proportional to the amount of specific anlibodies in the sample. Sulphuric acid is added o stop
the reaction. This produces a yellow endpoint colour. Absorbance at 450/620 nm is read using an ELISA microweli plate reader




4. MATERIALS

4.1. . Reagents supplied

- Ascaris lumbricoides Coated Micropiate ({IgG): 12 break-apart 8-weli snap-cff strips coated
lumbricoides antigens; in resealable aluminium foil

19G Sample Diluent: 1 botile containing 100 ml of phosphate buffer (10 mM) for sample dilution; pH 7.2 + 0.2; coloured
yellow; ready to use; white cap,
. Stop Solution: 1 bottle containing 15 ml sulphuric acid, 0.2 mol/l; ready to use; red cap.

Washing Buffer (20x conc.): 1 bottle containing 50 ml of a 20-fold concentrated phosphate buffer (0.2 M),
pH 7.2 £ 0,2, for washing the wells: white cap

- Protein A Conjugate: 1 boltle containing 20 ml of peroxidase labelled Protein A in phosphate buffer (10 mM); celoured
- _blue, ready to_use; black cap. . _ _ _ S s R
= TMB Substrate Soluticn: 1 bottle containing 15 ml 3 w._mAm_Am:mBmEV\_cm:N_ ine (TMB), < 0.1 %; ready to use; yeilow

cap; <5 % NMP.

Ascaris lumbricoides IgG Positive Control: 1 vial containing 2 m! control (human serum or plasma); coloured yellow;
ready to use; red cap

. Ascaris lumbricoides igG Cut-off Control: 1 vial containing 3 m! control (human serum or piasma); coloured yeliow:
ready to use; green cap.

Ascaris lumbricoides 1gG Negative Control: 1 vial containing 2 ml control (human serum or plasma); coloured
yellow; ready to use; blue cap
For potentiai hazardous substances please check the safety data sheet

4.2, Materials supplied

. 1 Cover foil
= 1 Instruction for use (JFU)
] 1 Plate layout

4.3. Materials and Equipment needed

= ELISA microw
Ll Incubator 37 °C
Manuatorautomaticequipment-for rinsing wells—
. Pipettes to deliver volumes between 10 and 1000 ul
- Vortex tube mixer

- Distilled water

. Disposable tubes

S. STABILITY AND STORAGE

ie reader, equipped for the measurement of absorbance al 450/52¢ n

Store the kit at 2...8 °C. The opened reagents are stable up to the expiry date stated on the Jabel when stored at 2...8 °C.
6. REAGENT PREPARATION

it is very important to bring all reagents and samples to room temperature (20...25 °C) and mix them before
starting the test run!

6.1. Coated Microplate

The break-apart snap-off strips are coated with Ascaris lumbricoides antigens, Immediately after removal of the strips, the
remaining strips should be resealed in the aluminium foil along with the desiccant supplied and stored at 2.8 °C

6.2.  Washing Buffer (20x conc.)

ute Washing Buffer 1 + 19; e.g. 10 ml Washing Buffer + 190 ml ed water The diluted buffer is stable for 5 days at room
temperature {(20...25 °C}. Ini case ciystals appear in the concentrate, warm up the solution to 37 °C e.g. in a water bath. Mix weii
before dilution.

6.3. TMB Substrate Solution

The reagent is _.mma< to use and has to be stored at 2.8 °C, away from the light. The solution should be colourless or could
the substraie iurns into biue, it may have become contaminated and shouid be thrown away.

7. SAMPLE COLLECTION AND PREPARATION

Use human serum or plasma (citrate, heparin) samples with this assay. For nUﬂ o_mmmm use the Bm:_._nzo: ﬂoa use ABVL00O1. If
the assay is performed within-5 days-aftersample. collection—the {

= ket %
aliquoted and stored deep-frozen (-70...-20 °C). If samples are stared wONm:, mix thawed wmau_mm well before testing Avoid
Eummﬁmn freezing and thawing

tion of samples is not recommended

7.1. Sample Dilution

Before assaying, all samples should be diluted 1+100 with IgG Sample Diluent. Dispense 10 ul sample and 1 mi IgG Sample
Ciluenl into tubes 1o obtain a 1+100 dilution and thoroughly mix with a Vortex

8. ASSAY PROCEDURE

8.1. Test Preparation

Please read the instruction for use carefully before performing the assay. Result reliability depends an strict adherence to the
instruction for use as described. The following test procedure is only validated for manual procedure If performing the test on
ELISA automatic systems we recommend increasing the washing steps from three to five and the volume of Washing Buffer
from moo pl to 350 ul to avoid washing effects. Pay attention to chapter 12. Priar o commencing the assay, the distribution and
identi n plan for all samples and standards/controls (duplicates recommended) should be carefully established on the plate
layout supplied in-the-kit-Select-the required number-of-microtiterstrips-or wells-and-insert-them inlo-the holder. - - S

Perform all assay steps in the order given and without any delays

A clean, disposable tip should be used for dispensing each standard/control and sample.
Adjust the incubator to 37 £ 1 °C,

1. Dispense 100 ul standards/controls and diluted samples into their respective wells. Leave well A1 for the Substrate
Blank

2. Cover wells with the foil supplied in the kit
3. Incubate for 4 hour 5 min at 37 1 °C."
4. When incubation has been completed, remove the fail, aspirate the content of the wells and wash each well three times

with 300 pl of Washing Buffer. Avoid overflows from the reaction weils. The interval between washing and aspiration
should be > 5 sec. At the end carefully remove remaining fluid by tapping strips on tissue paper prior to the next step!

Note: Washing is important! Insufficient washing results in poor precision and faise results.

5. Dispense 100 pl Conjugate into all wells except for the Substrate Blank well A1

6. Incubate for 30 min at room temperature (20...25 °C). Do not expose to direct sunlight,

7. Repeatstep 4.

8. Dispense 100

9. Incubate for exactly 15 min at rcom temperature Amc...Nm °C} in the dark. A blue colour occurs due to an enzymatic
—Teacton——— T ——

10. Dispense 100 pl Stop Solution into all wells in the same order and at the same rate as for the TMB Substrate Solution,
thereby a colour change from blue to yellow occurs.

11. Measure the absorbance at 450/620 nm within 30 min after addition of the Stop Solution

8.2, Measurement
Adjust the ELISA microwell plate reader to zero using the Substrate Blank.

If - due to technical reasons - the ELISA microwell plate reader cannot be adjusted to zero using the Substrate Blank, subtract
its absorbance value from all other absorbance values measured in order to obtain reliable results!
Measure the absorbance of all wells at 450 nm and record the absorbance vaiues for each standard/contr
plate layout.

and sample in the

Bichromatic measurement using a reference wavelength of 620 nm is recommended,
Where applicable calculate the mean absorbance values of all duplicates

9. RESULTS

9.1. Run Validation Criteria

In order for an assay to be considered valid, the following criteria must be met:
- Substrate Blank:  Absorbance value < 0.100

Absorbance value < 0.200 and < Cut-off

= Cut-off Control: Absorbance value 0.150 - 1.300

. Positive Control:  Absorbance value > Cut-off

= Negative Control

are nol met, the testis

9.2, Calculation of Results

The Cut-off is the mean absorbance value of the Cut-off Control determinations

Exampie: Absorbance value Cut-off Control 0.44 + absorbance value Cut-off control 0.42 = 0.86 /2 =0 .43
Cut-off =043



9.2.1.  Results in Units [NTU]

Sample (mean) absorbance value x 10
Cut-off

Example: 1.591x10 = 37 NTU
0.43

= [NovaTec Units = NTU]

9.3. Interpretation of Results

12. PRECAUTIONS AND WARNINGS

Cut-off 10 NTU -

> 11 NTU Anlibodies againsi the pathogen are present
There has been a contact with the antigen (pathogen resp. vaccine).

Antibodies against the pathogen could not be detected clearly

itis recommended to repeat the tesi with a fresh sampie in 2 to 4 weeks. If the result is
equivacal again the sample is judged as negative.

<9NTU The sample contains no antibodies against the pathogen

Negative " X y NN .
9 A previous contact with the antigen (pathogen resp. vaccine) is untikely

Diagnosis of an infectious disease should not be established on the basis of 2 single test resuit. A precise diagnosis should
take into cansideration clinical history, symptomatology as well as serological data.
In immunocompromised patients and newborns serological data only have restricted vaiue

10. SPECIFIC PERFORMANCE CHARACTERISTICS

The results refer to the groups of samples investigated; these are not guaranteed specifications
For further information about the specific performance characteristics please contact NovaTec Immundiagnostica GmbH

10.1. Precision

Intraassa n

#1 24 0.295 3.54
#2 24 0.539 455
#3 24 0,657 6.16
Interassay N Mean [NTU}Y CV %)l
#1 12 18.48 277
#2 12 6.35 8.02
#3 12 22.58 403

10.2. Diagnostic Specificity

The diagnostic specificity is defined as the probability of the assay of scoring negative in the absence of lhe spec
itis 95.0 % (95% confidence interval: 87.69% - 98.62%).

10.3. Diagnostic Sensitivity

The diagnostic sensitivity is defined as the probability of the assay of scoring positive in the presence of the spe
Itis 100.0 % {95% confidence interval: 47.82% - 100.0%)

10.4. Interferences

Interferences with hemolytic, lipemic or icteric samples are not observed up to a concentra
triglycerides and 0.5 mg/ml bilirubin.

n of 10 mg/ml hemoglobin, 5 mg/mi

10.5. Cross Reactivity

Cross reaction with antibodies against Toxocara canis, Trichinella, Fasciola, Filaria_and. Strangyloides cannol be excluded. -

11. LIMITATIONS OF THE PROCEDURE

Bacterial contamination or repeated freeze-thaw cycies of the sample may affect the absorbance values.

*  In compliance with article 1 paragraph 2b European directive 98/79/EC the use of the in vitro diagnostic medicai devices is
intended by the manufacturer lo secure suitability, performances and safety of the product. Therefore the test pracedure,
the information, the precautions and warnings in the instructions for use have to be strictly followed, The test procedure,
the information, the precautions and warnings in the instructions for use have 1o be strictly followed. The use of lhe testkits
with analyzers and similar equipment has to be validated. Any change in design, composition and test procedure as weli as
for any use in combination with other products not approved by the manufacturer is not authorized; the user himself is
responsible for such changes. The manufacturer is not liabie for false results and incidents for these reasons. The
manufacturer is not liable for any results by visual analysis of the patient samples

- Only for in-vitro diagnostic use.

should be regarded and handied as potentiaiiy infectious.

= All components of human origin used for the production of these reagents have been tested for anti-HIV antibedies, anti
HCV antibodi i HBsAg and bave been found fo he eaclive. o T

= Do not interchange reagents or strips of different production lots

- No reagents of other manufacturers should be used along with reagents of this test kit.

= Do not use reagents after expiry date stated on the label.

= Use only clean pipette lips, dispensers, and lab ware

* Do notinterchange screw caps of reagent vials to avoid cross-contamination

= Close reagent vials tightly immediately after use te avoid evaporation and microbial contamination.

*  After first opening and subsequent storage check conjugate and slandard/control vials for microbial contamination prior to
further use

. To avoid cross-contamination and falsely elevated results pipette patient samples and dispense reagents without splashing
accurately into the wells.

= The ELISA is only designed for qualified personnel who are familiar with good laboratory practice.

12.1. Disposal Considerations

Residues of chemicals and preparations are generally considered as hazardous waste, The disposal of this kind of wasle is
regulated through national and regional laws and regulations. Contact your focal authorities or waste management companies
which will give advice on how to dispose hazardous waste.

13.ORDERING INFORMATION

Prod. No.: ASCG0020 Ascaris lumbricoides IgG ELISA (96 Determinations)

o
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ENGLISH
1. INTRODUCTION

is a respiralory pathogen that causes pertussis, commonly known as whooping cough, a iccaiized infection
of the ciliated epithelium of the bronchial tree. Pertussis is characterized by a protonged paroxysmal cough often accompaniec
by an inspiralory whoop

The disease affects mainly chiidren, but adults have also been increasingly reported to be affecled The pathegen preduces
loxins which cause local damage to the ciiia of epithelial cells, which leads to prolonged illness and pertussis. Disease
presentation varies with age and tory of previous exposure or vaccination. Severe disease is infrequent in heaithy,
vaccinated persons. Infants, particulady ihose who have not received the primary vaccination series against periussis, are at
risk for complications and mortality.

In_addilion_to B_ pertussis,_three_olher_Bordetella_species can_cause disease in.humans: B. parapertussis, B, hoimesii, and
B. bronchiseptica, B. parapertussis causes a pertussis-ike illness that is generally milder than pertussis because the bacteria do
not produce pertussis toxin, Co-infection of B. pertussis and B, parapertussis is not unusual,

B, pertussis is of worldwide prevalence. Globally, 2040 million cases of pertussis cccur each year, 90 % of which are in
developing countries, and there are up to 400,000 fatalilies each year, mostly in young infants

Transmission of B. pertussis occurs primarily via close direct contact with an infected person or inhalation of airborne droplets,
Symptoms develop foilowing inhalation of the airborne pathogen. The organism is highly contagious. with up to 80 % of
household contacts developing the disease. Infected persons are most contagious in the catarrhal and the paroxysmal stages,
The incubation period is usually seven to 10 days, with a range of 4-21 days

Typical pertussis symptoms occur in three different stages: catarrhal, paroxysmal, and convalescent

The catarrhal stage lasts for about 1-2 weeks, and is characterized by non-specific symptoms such as rhinorrhea, sneezing,
low-grade fever and cough, The second stage is the paroxysmal stage, lasting for about 4-6 weeks, and is characterized by
various pathognomonic symploms of pertussis such as episodes of paroxysmal cough with a characteristic whooping scund.

The final stage is the convalescent stage. During this stage, the respiratory symptoms gradually decrease althcugn cough can
continue for months

Many factors can alter the usual course of pertussis, causing an atypical presentation. Previously vaccinated adolescents and
adults may have less severe paroxysmal symptoms.

Species Disease Symptoms {e.g.] Transmission route
Bordetella__ ___| Parfussis 1. Stadium catarrhale: symiptoms-of 3 cold with-siight — | Highly contagious
pertussis whooping cough fever (1-2 weeks) dropiet infection

2. Stadium convulsivum: severe, spasmodic
coughing; after deep inspiration follows a coughing
staccato (2-6 weeks)
3. Stadium decrementi
| symptoms of a bronch

Ease of disease with
is (up to 6 weeks)

The presence of pathogen or infection may be identified by

e Microscopy
= PCR
» Serology: e.g. ELISA

2. INTENDED USE

The Bordetella pertussis IgM ELISA is intended for the qualitative determination of IgM class anlibodies against Bordetella
perlussis in human serum or plasma (citrate, heparin)

3. PRINCIPLE OF THE ASSAY

The qualitative immunoenzymalic determination of specific antibodies is based on the ELiSA (Enzyme-linked immunosorbent
Assay) technique

Micropiates are coated with specific antigens to bind corresponding antibodies of the sample. After washing the wells to remove
all unbound sample material a horseradish peroxidase (HRP) labelled conjugale is added. This conjugate binds to the captured
antibodies. In a second washing step unbound conjugate is removed. The immune complex formed by the bound conjugate is
visualized by adding Tetramethylbenzidine (TMB) substrate which gives a blue reaction product

The intensity of this product is proportional to the amount af specific antibodies in the sample . Sulphuric acid is added to stop
the reaction. This produces a yellow endpoint colour. Absorbance at 450/620 nm i1s read using an ELISA microwell piate reader

Product Number: BOPMOO030 (96 Determinations)
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- MATERIALS

4.1. Reagents supplied

Bordetella pertussis Ccated Microplate (igM): 12 break-apart 8-well snap-off strips coated with Bordetelia pertussis

antigens; in resealable aluminium feil

IgM Sample Diluent: 1 bottle containing 100 ml of phosphate buffer (10 mM) for sample dilution; pH 7.2 £ 0.2; anti-

human IgG (RF Absorbent); coloured green; ready to use; white cap

= Stop Solution: 1 bottle cont:

. Washing Buffer (20x conc.
pH 7.2 20.2, for washing the well

ng 15 mi suiphuric acid, 0.2 mo

ready to use; red cap

1 batile containing 50 ml of a 20-fold concentrated phosphate buffer (0.2 M),
white cap

Bordetella pertussis anti-igM Conjugate: 1 bottle containing 20 ml of peroxidase labelled antibody to human _@Z_ in

phosphate buffer (10-mM);-colourea-red; ready-to-use-black cap: - S

- TMB Substrate Sclution: 1 bettle containing 15 ml 3,3',5,5-tetramethylbenzidine (TMB), < 0.1 %; ready to use; yellow
cap; <5 % NMP_

Bordetella pertussis IgM Positive Control: 1 vial containing 2 ml control (human serum or plasma); coloured yellow;
ready to use; red cap

Bordetella pertussis igM Cut-off Control: 1 vial containing 3 m! contrai {thuman serum or piasma); colourad yeliow;
ready to use; green cap

Bordetella pertussis igM Negative Control: 1 vial containing 2 mi contral (human serum or plasmay); coloured yellow;
ready to use; blue cap

For potential hazardous substances please check the safety data sheet

4.2. Materials supplied
= 1 Cover fo
. 1 Instruction for use (IFU)
- 1 Plate layout

4.3. Materials and Equipment needed

. ELISA microweli piate reader, equipped for the measurement of absorbance ai 450/620 nm
. Incubator 37°C

- Manual or automatic equipment for rinsing wells

- Pipettes to deliver volumes between 10 and 1000 pl

- Vortex tube mixer

. Distilled water

. Disposable tubes

5. STABILITY AND STORAGE

Store the kitat 2...8 °C. The opened reagenis are slable up to the expiry date stated on ihe label when stored at 2.8 °C
6. REAGENT PREPARATION

It is very important to bring all reagents and samples to room temperature (20...25 °C) and mix them before
starting the test run!
6.1. Coated Microplate

The break-apart snap-off strips are coated with Bordetella pertussis antigens. Immediately after removal of the strips, the
remaining strips should be resealed in the aluminium foil along with the desiccant suppiied and stored at 2...8 °C

6.2. Washing Buffer (20x conc.)

Dilute Washing Buffer 1 + 19; e. g. 10 ml Washing Buffer + 190 ml distiled water. The diluted buffer is stable for 5 days at room

temperature (20...25 °C). In case crystals appear in the concentrale, warm up the solution to 37°C e.g. in a water bath. Mix well
before dilution.

6.3. TMB Substrate Solution

The reagent is ready to use and has o be siored at 2. 8 °C, away from the light. The solution should be colourless or could
nave a slight blue tinge. If the substrate turns into blue, it may have become contaminated and should be thrown away

7. SAMPLE COLLECTION AND PREPARATION

Use human s or plasma (citrate, heparin) sampies with this assay. For CSF please use the instruction for use ABVLDO001 If
the assay 15 performed-withim S days after sampie coifes

7.1.  Sample Dilution

Before assaying, all samples should be diluted 1+100 with IgM Sample Diiuent. Dispense 10 ul sample and 1 mi igM Sampie
Diluent into tubes to obtain a 1+100 dilution and thoroughly mix with a Vortex.

8. ASSAY PROCEDURE

8.1. Test Preparation

Please read the instruction for use carefully before performing the assay. Resull reliability depends on strict adherence to the
instruction for use as described. The following test procedure is only validated for manual procedure, If performing the tes! on
ELISA automatic systems we recommend increasing the washing steps from three to five and the volume of Washing Buffer
from 300 pi to 350 ul to avoid washing effects, Pay attention to chapter 12. Prior to commencing the assay, the disiribution and
idenlification plan for all samples and standards/controls (duplicates recommended) should be carefully established on the plate
lavout supplied-in-the kit-Select the required number-of microtiter-strios or wells and-insert them into-the hoider. -
Perform all assay steps in lhe order given and without any delays.

A clean, disposable tip should be used for dispensing each standard/control and sampie.

Adjust the incubator to 37 £ 1 °C

1. Dispense 100 p! standards/controls and diluted samples into their respective wells. Leave well A1 for lhe Substrate
Biank.

IN]

Cover wells with the foil supplied in the kit.
3. Incubate for 1 hour + 5 min at37 £1 °C.

IS

When incubation has been completed, remove lhe foil, aspirate lhe content of the wells and wash each well three times
with 300 pl of Washing Buffer, Avoid overflows from the reaction wells. The interval between washing and aspiration
should be > 5 sec. At the end carefully remove remaining fluid by tapping strips on tissue paper prior to the next step!

Note:  Washing is important! Insufficient washing resulis in poar precision and false results.

Dispense 100 pl Conjugate into all wells except for the Substrate Blank well A1

Incubate for 30 min at room temperature (20...25 °C). Do not expose 1o direct sunlight

Repeat step 4.

. Dispense 100 ul TMB Substrate S

. Incubate for exactly 15 min at room temperature ﬁo 25 °C) in the dark. A blue colour occurs due to an enzymati
reaction:

©w~N oo

10. Dispense 100 ul Stop Solution into all wells in the same order and at the same rate as for the TMB Substrate Solution,
thereby a colour change from blue to yellow occurs

Measure the absorbance at 456/620 nm wi

o

n 30 min after addition of the Stop Solution.
8.2. Measurement
Adjust the ELISA microwell plate reader to zero using the Substrate Blank

If - due to technical reasons - the ELISA microwell plate reader cannat be adjusted to zero using the Substrate Blank, subtract
its absorbance value fram all other absorbance values measured in order to obtain reliable results!

Measure the absorbance of all wells at 450 nm and record lhe absorbance values for each standard/contral and sample in the
plate layout,

Bichromatic measurement using a reference wavelength of 620 nm is recommended
Where applicable calculate the mean absorbance values of all duplicates.

9. RESULTS

9.1. Run Validation Criteria

-In order_for an.assay.to be considered valid, the following criteria must be met:
=  Substrate Blank:  Absorbance value < 0.100

= Negative Control:  Absorbance value < 0.200 and < Cut-off

= Cut-off Control: Absorbance value 0.150 — 1.300

. Positive Control:  Absorbance value > Cut-off

the sampigs shouid Te weptat 28— C; otherwise they should e
sampies are stored frozen, mix thawed sampies well before testing. Avoid

aliquoted and stored deep-frozen (-70...-20 °C).
repeated freezing and thawing
Heat inactivation of samples is not recommended



89.2.  Calculation of Results

The Cut-off is the mean absorbance value of the Cut-off Controi determinations

Exam Absorbance vaiue Cut-off Controi 0.44 + absorbance value Cut-off controi 0.42=0.86/2=043
Cut-off =0.43
9.2.1. Results in Units [NTU]
Sample {(mean) absorbance value x 10 = [NovaTec Units = NTU]
Cut-off
Example: 1.581x10 = 37 NTU (Units}
0.43

9.3. Interpretation of Results e -

Cut-off 10NTU | -

I o -
f Antibodies against the pathogen are present.
P . .
ostive > 11NTU _ There has been a caontact with the antigen (pathogen resp. vaccine),
Antibcdies against the pathogen could not be detected ciearly.
Equivocal 9 - 11 NTU It is recommended to repeat the test with a fresh sample in 2 to 4 weeks, If the |
result is equivocal again the sample is judged as negative.
. . | The sample contains no antibodies against the pathogen.

Negative <9NTY _ A previous contact with the antigen (pathogen resp. vaccine) is unlikely

Diagnosis of an infectious disease should rot be established on the basis of a single test result. A precise diagnosis should

take into consideration al history, symptomatology as well as serological data.

|

| T ocompromised patients and newbarns serological data only have restricted value.

9.3.1. Antibody Isotypes and State of Infection

Serology Significance

Characteristic of the primary antibody response
IgMm High oM titer with low g G titer: — suggests a currentar very recent
Rare: — persisting Igh

| Characteristic of the secondary antibody response
| 1gG May persisl for several years
| High IgG titer with low IgM titer: — may indicate a past infection

oA | Produced in mucosal linings throughout the bady (= protective barrier)

Usually produced early in the course of the infection

10. SPECIFIC PERFORMANCE CHARACTERISTICS

The results refer to the groups of samples investigated: these are not guaranteed specifications.
For further information about the specific perfermance characteristics please contact NovaTec Immundiagnostica GmbH

10.1. Precision

Intraassay n Mean (E) CV (%)
#1 24 0363 2.51
#2 24 0.790 2.04
#3 24 0.6809 228
Interassay n Mean (NTU) CV (%)
T # R 20,82 3.57
#2 12 14.81 4.63
#3 12 6.85 553

10.2. Diagnostic Specificity

The diagnostic specificity is defined as the proba

ty of the assay of scoring negative in the absence of the specific an

10.4. Interferences

Interferences with hemolytic, lipemic or icteric sampies are not observed up to a concentration of 10 mg/mi hemoglobin, 5 mg/mi
triglycerides and $.5 mg/ml bilirubin.

10.5. Cross Reactivity

Investigation of a sample panel with antibody activities to potentially cross-reacting parameters did not reveal evidence of false-
positive results due to cross-reactions.

11.LIMITATIONS OF THE PROCEDURE

Bacterial contamination or repeated freeze-thaw cycles of the sample may affect the absorbance values.
¥ o= ik e e B
* In compliance with article 1 paragraph 2b Eurapean directive SBITSEC the use of the in vitio dizgnostic medical devices is

intended by the manufacturar 1o secure suitabi ty, parformances and safety of the product Therefore the test procedure,
the information, the precautions and warmings In the instructions for use have 1o ba strictly followed. The test procedure,
the information. the precaulions and warnings in the instructions for use have fo be stri sty followsd. The use of the testkits
with anatyzers and similar equipment has to be validated. Any changs in design, compesiticn and lest procedure as well as
for any use in combination with other products not approved by the manufacturer is not suthorized: the user himsslf is
responsibie for such changes. The manufacturer i not liable for false results and incidents for these reasons. The
manufaciurer is not iable for any results by visual analysis of the patient samples

= Only for in-vitro diagnostic use.

- All materials of hurman or animal erigin should be regarded and handled as potentialiy infectious.

= Al compenents of human origin used for the production of these reagents have been tested for an
HCV antibodies and HEsAg and have been found to be non-reactive,

- Do not interchange reagents or strips of different production lots.

= Ne reagents of other manufaclurers should be used along with reagents of this test kit

- Do not use reagents after expiry date stated on the label.

- Use only clean pipette tips, dispensers, and lab ware.

- Do not interchange screw caps of reagent vials o avoid crass-contamination,

= Clase reagan! vials tightly immediately after use to avoid evaporation and microbial contamination.

IV anlibodies, anti-

- After first apening and subsequent storage check conjugate and standardfcantrol vials for microbial-contamination-priorto——

further uss.
- To avoid cross-contamination and falsely elevated results pipette patient samples and dispense reagents without splashing
accurately into the wells.
- The ELISA is only designed for qu

ied personnel whe are familiar with good laboratory praclice.

12.1. Disposal Considerations

Residues of chemicals and preparations are generally considered as hazardous waste. The disposal of this kind of wasle is
regulated through national and regional laws and regulations. Contact your local authorities or wasle management companies
which will give advice on how to dispose hazardous waste.

13. ORDERING INFORMATION
Prod. No.: BOPMO0030 Bordetella pertussis igM ELISA (96 Determinations)

Itis 100 % (95% confidence ‘nterval: 96 18% - 100.0%)

10.3. Diagnostic Sensitivity

The diagnostic sensitivity s defined as the probability of the assay of scoring positive in the presence of the specific analyte
Itis 89.19 % (95% confidence :ntervai- 74.58% - 96.97%).

eh
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1. INTRODUCTION i
Bordetella pertussis is a respiralory pathogen that causes pertussis, commonly known as whooping cough, a iocalized infection

of the ciliated epithelium of the bronchial tree. Pertussis is characterized by a prelonged paroxysmal cough often accompanied
by an inspiratory whoop

The disease affects mainly children, but adults have also been increasingly reported to be affected, The pathogen produces
toxins which cause local damage !o the cilia of epithelial ceils, which leads lo prolonged iliness and pertus: Disease
presentation varies with age and history previous exposure or vaccination. Severe disease is infrequent healthy,

vaccinated persons. Infants, particularly those who have not received the ary vaccination series against pertussis, are at

risk for complications and mortality

on to -B-pertussis:-three of! . B: holmesii; and -

B. bronchiseptica. B, parapertussis causes a pertussis-li
not preduce pertussis toxin. Co-infection of B. pertussis and B, parapertussis is not unusual,

B. pertussis is of worldwide prevalence. Globally, 2040 million cases of pertussis occur each year, 90 % of which are in
developing countries, and there are up 10 400,000 fatalities each year, mostly in young infants

Transmission of B. pertussis occurs primarily via close direct contact with an infected person or inhalation of airborne dropiets.
Symptomns develop following inhalation of the airborne pathogen. The organism is highly contagious, with up to 80 % of
household cantacts developing the disease. Infected persons are most contagious in the catarrhal and the paroxysmai stages.

The incubation period is usually seven to 10 days, with a range of 4-21 days

Typical pertussis symptoms occur in three different stages: catarrhal, paroxysmal, and convalescent

The catarrhal stage lasts for about 1-2 weeks, and is characterized by non-specific symptoms such as rhinorrhea, sneezing,
low-grade fever and cough. The second stage is the paroxysmal stage, lasting for about 4-6 weeks, and is characterized by
various pathognomonic symploms of pertussis such as episodes of paroxysmal cough with a characteristic whooping scund
The final stage is the convalescent stage. During this stage, ihe respiratory symptoms gradually decrease although cough can
continue for manths.

Many factors can alter the usual course of pertussis, causing an atypical presentation. Previously vaccinated adolescents and
adults may have less severe paroxysmal symptoms,

Species Disease Symptoms (e.q.} _ Transmission route _
Bordetelta—— — | Pertussis——— 1. Stedium catarrhale: sympitoms-of 3 cold withslight |- Highly contagious
pertussis whooping cough fever (1-2 weeks) droplel infection

2. Stadium convulsivum: severe, spasmodic H
coughing; after deep inspiration follows a coughing |
staccato (2-6 weeks)

3. Stadium decrementi: Ease of disease with _
| symptoms of a hranchitis (up to § weeks) ! |

“The presence of pathogen or Infection may be identified by
= Micrascapy
= PCR
= Serology: e g. ELISA

2. INTENDED USE

The Bordetella pertussis 1gG ELISA is intended for the qu
pertussis in human serum or plasma (citrate, heparin)

3. PRINCIPLE OF THE ASSAY

The_gualitative immunoenzymalic determination of specific antibodies is based on the ELISA (Enzyme.
Assay) technique.

Micropiates are coated with specific antigens to bind corresponding antibodies of the sample. After washing the welts to remove
all_unbound sample materiat-a horseradish peroxidase (HRP) labelled conjugate is added. This_conjugate binds.io-the captured-
antibodies. In a second washing slep unbound conjugate is removed. The immune complex formed by the bound conjugale Is
ualized by adding Tetramethylben: e {TMB) substrate which gives a blue reaction product

The intensity of this product is proportional to the amount of specific antibodies in the sample. Sulphuric acid is added to stop
the reaction. This produices a yellow endpoint colour. Absorbance at 450/620 nm is read using an ELISA microwell plate reader

ative determination of IgG class anlibodies against Bordetella

ked Immunosorbent.-

Product Number: BOPGO0030 {96 Determinations}




4. MATERIALS

Reagents supplied
o Bordetelia pertussis Coated Microplate (IgG): 12 break-apart 8-weli snap-off s
antigens; in resealable aluminium foil.

. 19G Sample Diluent: 1 bottle containing 100 ml of phosphate buffer {10 mM) for sample dilution; pH 7.2 +0.2; coloured
yellow; ready to use; white cap.

s coaled wilh Bordetella perlussis

- Stop Solution: 1 bottle containing 15 ml sulphuric acid, 0.2 molji; ready to use; red cap

= Washing Buffer (20x conc.): 1 botlle containing 50 ml of a 20-fold concentrated phosphate buffer (0.2 M),
pH 7.2 £ 0.2, far washing the wells; white cap.

- Bordetelia pertussis anti-igG Conjugate: 1 Uo:_m (o:_m_:_:m 20ml 2 Umﬂoxammm labe mn an an< to human 1gG in
phosphate buffer{10'mM); colo 7eady {0 Ose] o

- TMB Substrate Selution: 1 botlle contai
cap; <5 % NMP.

Bordetella pertussis IgG Positive Controf: 1 vial containing 2 ml control (human serum or plasma); coloured yellow,
ready to use; red cap.

15 mi m.mxmAm_.»m:mBmEV\_Um:N_n.ﬁm (TMB}, < 0.1 %; ready lo use; yellow

= Bordetella pertussis IgG Cut-off Conirol: 1 vial containing 3 ml contral (human serum or plasma}); coloured yellow;
ready to use; green cap.

. Bordetella pertussis IgG Negative Control: 1 vial containing 2 mi control (human serum or plasma); coloured yellow,
ready to use; blue cap.

For potential hazardous substances please check the safety data sheet.
4.2.  Materials supplied

= 1 Cover foii
= 1 Instruction for use (IFU)
- 1 Plate layout

4.3. Materials and Equipment needed

N ELISA microwell plate reader, equipped for the measurement of absorbance at 450/620 nm
d Incubator 37°C

* Manual or automatic equipment for rinsing walls

) Pipettes to deliver volumes between 10 and 1000 pl

. Vortex tube mixer

- Distilled water

- Disposable tubes

5. STABILITY AND STORAGE

7.1.  Sample Dilution

Before assaying, all samples should be diluted 1+100 with IgG Sampie Diluent. Dispense 10 p! sample and 1 mi !gG Sample
Diluent into tubes to oblain a 1+100 dilution and thoroughly mix with a Vortex.

8. ASSAY PROCEDURE

8.1. Test Preparation

Please read the instruclion for use carefully before performing the assay. Result reliability depends on strict adherence to the
struction for use as described. The following lesi procedure is only validaled for manual procedure. If performing the test on
ELISA automatic systems we recommend increasing the washing steps from three lo five and the volume of Washing Buffer
483 300 pl to 350 pl to avoid washing effects. Pay attention to chapter 12. Prior to commencing the assay, the distribution and
entificall n u_m3 for all samples and standards/conlrols (duplicates ﬁmooaamzamav m:Oc_a be carefully established on the plate

Perform all assay steps in the order given and withoul any delays.
A clean, disposable tip should be used for dispensing each standard/control and sampie.
Adjust the incubator to 37 £ 1 °C

1. Dispense 100 ! standards/controis and
Blank.

2. Cover wells with the foil supplied in the kit

3 Incubate for 1 hour£5minat37 £1°C.

4. When incubation has been compleled, remove the foil. aspirate the content of the wells and wash each well three times
with 300 pi of Washing Buffer. Avoid overflows from the reaction wells The interval between washing and aspiration
should be > 5 sec. At the end carefully remove remaining fluid by tapping strips on tissue paper prior to the next step!

Noie:  Washing Is importanti insufficient washing results in poor precision and faise results

ted sampies info their respective wells. Leave weli A1 for the Substrate

5. Dispense 100 pl Conjugate into all wells except for the Subslrate Blank well A1

6. Incubate for 30 min at room temperature (20...25 °C}. Do not expose lo direct sunlight.
7. Repeal step 4.

8, Dispense 100 pl TMB Substrate Solution into all wells.

D

Store the kitat 2,8 °C. The opened reagents are stable up to the expiry date stated on the label when stored at 2.8 °C
6. REAGENT PREPARATION

It is very important to bring all reagents and samples to room temperature (20...25 °C) and mix them before
starting the test run!
6.1. Coated Microplate

The break-apart snap-off strips are coated with Bordetella pertussis anligens. Immediately after removal of the strips, the
remaining strips should be resealed in the aluminium foil along with the desiccant suppiied and stored al 2...8 °C.

6.2, Washing Buffer (20x conc.)

Dilute Washing Buffer 1 + 19; e. g. 10 ml Washing Buffer + 190 ml distilled water, The diluted buffer is stable for 5 days at room
temperature (20...25 °C}. In case crystals appear in the concentrate, warm up the solution to 37°C e g. in a water bath. Mix well
before dilution

6.3. TMB Substrate Solution

The reagent is ready to use and has to be slored at 2. 8 °C away fro
have a slight blue tinge. If the substrate turns into blue, it may have bec:

7. SAMPLE COLLECTION AND PREPARATION

Use human serum or plasma (citrate, heparin) sampies with this assay, For CSF please use the instruction for use ABVLI001 If

1 b for tly-15-min-at-roem-temperature-(20-=25-°C}-inthe-dark-A-blue-colour-occurs-due-to-an-enzymatic——

reaction.
10. Dispense 16

Stop Solution into all wells in the same order and at the same rate as for the TMB Substrate Solution,
thereby a colour change from blue to yellow occurs
11. Measure the absorbance at 450/620 nm wi 30 min after addition of the Stop Solution.

8.2. Measurement
“Adjust the ELISA microwell plate reader to zero using the Substrate Blank.

If - due to lechnical reasons - the ELISA microwell plate reader cannot be adjusted to zero using the Substrate Blank, subtracl
its absorbance value from ail other absorbance vaiues measured in order to obtain reliable resuits!

Measure the absorbance of all wells at 450 nm and record the absorbance values for each standard/control and sample in the
plate layout,

Bichromatic measurement using a reference wavelength of 620 nm is recommended
Where applicable calculate the mean absorbance values of all duplicales

9. RESULTS

9.1. Run Validation Criteria
in order for an assay to be considered valid, the following criteria must be met:
=  Substrate Blank:  Absorbance value < 0.100

“=" " "Negative Control. ~Absorbance value < 0.200 and < Cut-off
=  Cut-off Control: Absarbance value 0.150 — 1.300

ve Centrel: Abscrbance value > Cut-eff

if these criteria are not met, the test is not vaiid and must be repeated

the assay Is performed within 5 days after sample collection, the sampies should be kept at 2.8 °C; otherwise they should be
aliquoted and siored deep-frozen (-70,..-20 "C). if samples are stored frozen, mix thawed sampies well before testing. Avoid
peated freezing and thawing

Heal inactivation of sampies is not recommended




9.2. Calculation of Results

The Cut-off is the mean absorbance value of the Cut-off Control determinations

Abscrbance value Cut-off Control 0.44 + absorbance value Cut-off control 0.42 = 086/2=043
Cut-off = 0.43

9.2.1.  Results in Units [NTU]

Sample {mean) absorbance value x 10

= [NovaTec Units = NTU]

Cut-off
Example: 1.581x10 = 37 NTU (Units)
0.43
9.3. Interpretation of Results. -
_M:Em _ 10 NTU :
: ——t
| | Antibodies against the pathogen are present.
P
ositive > 1INTY There has been a contact with the antigen (pathogen resp. vaccine),
Antibediss against the pathogen could not be detected clearly.
Equivocal 9-11 NTU It is recommended to repeatl the test with a fresh sample in 2 to 4 weeks. If the

result is equivocal again the sample is judged as negative.

N The sample contains no antibodies against the pathogen.
N L N " " . .
egative <SNTU A previous contact with the antigen (pathogen resp. vaccine) is unlikely,

i
_ Diagnosis of an infectious disease shouid not be established on the basis of a single test result. A precise diagnosis shoutd
take into consideration clinical history, symptomatelogy as well as serological data.
immunocompramised patients and newborns serological data only have restricted value

9.3.1. Antibody Isotypes and State of Infection

Seralogy Significance

Characteristic of the primary antibody ﬂmmvm:mm
Ight High loM titer with low 10 titer- — sugpes!s a current or very-recent-infection
Rare: — persisting IgM

Characteristic of the secondary antibody response
3G May persist for several years
High IgG titer with low IgM liter: — may indicate a past infection

Produced in mucosal linings throughout the body (= protective barrier)

L]
oA | Usually produced early in the course of the infection

10. SPECIFIC PERFORMANCE CHARACTERISTICS

The results refer to the groups of samples investigated; these are nol guaranteed specifications
Far further information about the specific performance characterislics please contact NovaTec Immundiagnostica GmbH.

10.1. Precision

Intraassay n Mean (E) CV (%)
#1 24 0.455 3.55
#2 24 0.940 2.58
#3 24 0.528 274
Interassay n Mean (NTLW) CV {%)
#1 127 2248 8.03
#2 12 11.12 13 56
3 12 1.18 14.08

10.2. Diagnos

The diagnostic speci

Specificity

ly is defined as the probability of the assay of scoring negalive in the absence of the specific analyte

10.4. interferences

Interferznces wilh hemolytic, lipemic or icteric samples are not observed up to a concentration of 10 mg/mi hemogio!
triglycerides and G.5 mg/ml bilirubin.

, 5 mg/m!

10.5. Cross Reactivity

Investigation of a sample panel with antibody acti
positive resulls due to cross-reactions.

11. LIMITATIONS OF THE PROCEDURE

s 10 potentially cross-reacting parameters did net reveal evidence of faise-

Bacterial contamination or repeated freeze-thaw cycles of the sample may affect the absorbance values

12-PRECAHUTIONS -AND WARNINGS -

*  Incompliance with article 1 paragraph 2b European dirsctive S8/749/EC the use of the in vitro diagnostic medical devices is
inlended by the manufaclurer o secure suitability, performances and safety of the product. Therefore the test procedure,
the mfarmation. the precautions and warnings In the instructions for use Have o he strictly followed. The lest procedure,
the infarmation, the precautions and warnings in the instructions for use have to be striclly followed. The use of the lestkits
with analyzers and similar equipmant has to be validated. Any change in design, composition and test procecurs as well as
for any use in combination with other products not approved by the manufacturer is rob autharized: the user himse!f is
responsible for such changes. The manufacturer is not liable for false results and incidents for these reasons. The
manufacturer is nol liable for any resuits by visual analysis of the patient samples

» Only for in-vitro diagnostic use.

- All materials of human or animal origin should be regarded and handied as potentially infectious.

* Al components of human origin used for the production of these reagents have been tested for anti-HIV antibodies, an
HCV antibodies and HBsAc and have been found to be non-reactive.

= Do notinterchange resgents or sirips of different production lots

- No reagents of other manufacturers should be used along wilh reagents of this test kit.

* Do not use reagents after expiry date stated on the label.

- Use only clean pipette tips, dispensers, and lab ware,

= Do not interchange screw caps of reagent vials {o avoid cross-contamination.

=  Close reagent viais tig mmediately after use to avoid evaporation and microbial contamination.

®  After first opening and subsequent storage check conjugate and standard/centrol vials for microbial cantaminat ion_prior to_

7 further use.

*  To avoid cross-contamination and falsely elevated results pipelte patient samples and dispense reagents without sptashing
accurately into the weiis.

. The ELISA is only designed for qualified perscnnel who are familiar with good laboratory practice

12.1. Disposal Considerations

Residues of chemicals and- preparations are generally considered as”hazardous waste. The disposal of thi$ Kind of waste is
regulated through national and regional laws and regulations. Contact your local authorities or waste management companies
which will give advice on how to dispose hazardous waste.

13. ORDERING INFORMATION
Pred. No.: BOPG0030 Bordetella pertussis igG ELISA (96 Determinations)

15-8302%(95

T ContgenceE INtETval BUI9aYE U8 54

10.3. Diagnostic Sensitivity
The diagnostic sensitivily is defined as the probabi ty of the assay of scoring positive in the presence of the specific analyte

It is 98.31% (95% confidence interval: 90.81% - 99 96%).
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toxin IgG

ENGLISH
1. INTRODUCTION

Cerynebacteria are aerobic non spore-forming gram-positive regs of Irragular snape (0.5 —1 pum thick and 2-6 pm long). They
comprise skin commensals, opportunist pathogens and several major pathogens, including Cenynebacterium dighthasias. n
general, they are olated from throat swabs on selective madia containing teflurite. The bacterial infettion caused by C.
dinhtheriae, Diphtherla, has two forms. Respiratory diphtheria s tyoically caused by towin-producing (loxipenic) strains:
aneous diseate can be caused by eilher foxigenic or nonloxigenic strains, In the respiratory form of the oisease, a
mambrans is formed, this membrane is usually visitle on fie throat of tonsils. Persons may die from asphyxiation when the
membrane abstructs breathing. Cther complications are caused by remate effects e dinhtheria toxin (myocarditis, nerve
paralysis} Cutaneous diphthera is usually mild, typically consisting of non-distinctive sores or shallow ulcers and o
volving toxic eomplications {1-2% of infections with towigenic straing). Diphtherla was one of the most sor
ceath ameng children during the prevaccine era,

Since the Introduction and widespread use of diphtherla toxoid vaccine {formalin-inactivated ‘dinhthars toxing In maost
Indusirialized countries the disease is now characierized by speradic cases and intermiltent outoreaks of low intensity, But
recenl large epidemics of diphlhera in several eastern European countries have again drawn attention to his Jforgatten”
disesse — and, the majarily of these cases have sccurred among adolescents and adilts inslead of children

The only effective way to control diphtheria is by prophylactic immunization with diphtheria toxoid. Antibody o the toxoid
pratects against the action of the toxin; immunized persons can be infected by toxin-producing strains of diphtheria, but the
systemic manifestations of diphtheria do not occur. The outcome of the disease proves with early, appropriate treatment
Prompt recognition of the disease is important to assure early, appropriate ireatment with diphtheria anti-toxin

Species | Disease Symptoms (e.g.] | Transmission route

ELISA

q3

diphtheriae | {respiratory)

with malaise, sore throat, ancrexia, low-
ade fever an g of the neck

_ Transmission from person to person

| through ciose physi

and respiratory

Only for in-vitro diagnostic use
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grade fever ang swe
(*bull neck”) from inflammation. contact
Complications: exotoxin-induced damage | Transmission is increased in

to other organs. overcrowded and poor socio-
4 P!
Economic conditions

7 Corynebacterium | Diphtheria
|
[

The presence of pathogen-orinfection-may-be-identified-by:
= Microscopy
= Serolegy: e.g. by ELISA

2. INTENDED USE

The Corynebacterium diphtheriae toxin 1gG ELISA is intended for the quantitative determination of IgG ciass antibodies against
Corynebactlerium diphtheriae toxin in human serum or plasma (citrate, heparin)

3. PRINCIPLE OF THE ASSAY

The quantitative immunoenzymatic determination of specific antibodies is based on the ELISA {Enzyme-linked Immunosorbent

Assay) technique.

Microplates are coated with specific antigens fo bind corresponding antibodies of the sample. After washing the wells to remove
! unbound sample material a horseradish peroxidase (HRP) labelled conjugate is added, This conjugate binds to the caplured

anlibodies. In @ second washing step unbound conjugate ks removed, The immune complex farmed by the bound conjugate is

visualized by adding Tetramethyibenzidine (TME) substrate which gives a blue reaction product

The intensity of this product is proportional to the amount of specific antibodies in the sample. Sulphuric acid is added to stop

the reaction. This preduces a yellow endpoint colour, Absorbance at 450/620 nm is read u g an E_I5A microweil piate reader.

Product Number: CORGO080 (96 Determinations)




4.3.

4. MATERIALS

4.1.  Reagents supplied

- Corynebacterium diphtheriae toxin Coated Microplate {IgG): 12 break apart 8-well snap-off strips coated with
Corynebacterium diphtheriae toxin (toxoid) antigens; in resealable aluminium foil.

L] IgG Sample Diluent: 1 botile conta ing 100 ml of phosphate buffer (10 mM) for sample dilution; pH 7.2 + 0.2; coloured
yellow; ready to use; white cap.

- Stop Selution: 1 bottle containing 15 mi sulphuric acid, 9.2 miol ready lo use; red cap.

- Washing Buffer {(20x conc.): 1 botlle containing 50 ml of a 20-fold concentrated phosphate buffer (0.2 M),
PH 7.2 0.2, far washing the wells; white cap.

- Corynebacterium diphtheriae toxin anti-lgG Conjugate: 1 bottle containing 20 mi of peroxidase labelled antibody to

. Far 10

human lgG in phosphate

Ay

=

ured biue. ready to use; diack cap.

. TME Substrate Solution: 1 bottle coniaming 15 mi 3,35 5-siramethylbenzidine (TMB), < 0,1 %; ready to use; yellow
cap: < 5% NMP

. Corynebacterium diphtheriae toxin IgG Standards: 4 vials, each containing 2 ml standard (human serum or
plasma); coloured yellow; ready to use.
Standaid A; 0.000 iU/mi; blue cap
Standard B: 0.015 IU/ml; green cap
Standard C: 0.075 iU/m!; yellow cap
Standard D: 0.150 [U/ml; red cap
The standards are calibrated in accordance with the “1* International Standard for Diphtheria Antitoxin Human 19G
(WHO, 2012).

For potential hazardous substances please check the safety data sheet.

4.2.  Materials supplied

. 1 Cover foil
. 1Instruction for use (IFU}
U 1 Plate layout
3. Materials and Equipment needed
= ELISA microwell plate reader, equipped for the measurement of absarbance at 450/620 nm
. Incubator 37 °C
- Manual or automatic equipment for rinsing wells
. Pipettes to deliver volumes between 10 and 1000 pl
- Vortex tube mixer
. Distilled water
- Disposable tubes

5. STABILITY AND STORAGE

Store the kit at 2...8 “C. The opened reagents are stable up 1o the expiry date stated on the label when stored at 2.8 °C
6. REAGENT PREPARATION

7. SAMPLE COLLECTION AND PREPARATION

Use human serum or plasma (citrate. heparin} samples with this assay. For CSF please use the instruction for ise ABVLG001
= assay s performed within 5 days after sample collection, the samples should be kept at 2...8 °C, otherwise they shouid be
aliquoted and stored deep-frozen (<70...-20 °C). If samples are stered frozen, mix thawed samptes well before testing. Avoid
repeated freezing and thawing.

Heat inactivation of samples is not recommended.

7.1.  Sample Dilution

Before assaying, all samples should be ted 1+100 with IgG Sample Dituent. Dispense 10 pi sample and 1 mi igG Sampie
Diluent into tubes to obtain a 1+100 dilution ang thoroughly mix with a Vortex.

8:-ASSAY PROCEDUR

= - = ——
AasSAY PROCEDTRE

It is very important to bring all reagents and samples fo room temperature (20...25 °C) and mix them before
starting the test run!

6.1. Coated Microplate

The break-apart snap-off strips are coated with Corynebacterium diphtheriae toxin (toxoid) antigens. Immediately after removal

oF th
of

2.8°C.

6.2.  Washing Buffer (20xconc.) - - -~ - —m e -

Dilute Washing Buffer 1 + 19; e. g. 10 mt Washing Buffer + 190 ml distilled water. The
temperature (20...25 °C). In case cryslals appear in the concentrate, warm up the solution to 37 °C e.g

hefnra it

6.3. TMB Substrate Solution

The reagent is ready to use and has to be stored at 2 .3 °C, away from the light. The solution should be coiourless or could
have a slight blue tinge. if the substrate turns into blue  may have hacome cantaminatad and sha i he . o

a water bath. Mix well

he strips, the remaining™ sirips should be resealed in the aluminium foil along with the desiccant supplied and stored al

uted buffer is stable for 5 days at room

8.1. Test Preparation

Please read the instruction for use carefully before performing the assay, Result reliability depends on strict adhergnce to the
instruction for use as describad, The following 1&st crocedure s only validal ur manual procedure. If performing the test on
ELISA aulomalic syst we recommend increasing the washing sleps from three lo five and the velume of Washing Buffer
from 300 pl lo 350 pi to avoid washing efiects. Pay attention to chapler 12. Prior to commencing the assay, the distributicn ang
identification plan for all samples and standards/controls [duplicates recommended) should be carefully established on the plate
layout supplied in the kit. Select the required number of microtiter strips or welis and insert them inf the hoider

Perform all assay steps in the order given and without any delays.

A clean, disposable tip should be used for dispensing each standard/control and sample .
Adjust the incubator to 37 £1 °C,

ted sampies into their respective welis. Leave well A1 far the Substrate

2. Cover wells with the foil supplied in the kit.

3. Incubate for 1 hour + 5 min at 37 £ 1 °C.

4. When incubation has been compisted, remove the [ aspiats the cantent of the wells and wash each well three times

h 300 yl of Washing Buffer. Avoid overflows from the reaction wells, The interval between washing and aspiration

\\mgc_a&m\Ymdmn,I)i:m\maa\nmaa__ﬂms%oa\m\wm‘a‘m_:En filiid by tapping stips on issue paper prior fo the next step!
Note:  Washing is important! [nsufficient washing results in poor precision and false results,

pense 100 pl Conjugate into aii wells except for the Substrate Blank well A1

B, Incubate for 30 min at room femperature(20...25 °C). Do not expose to direct sunlight

7. Repeatstep 4.

8. Dispense 100 pl TMB Substrate Solution inlo all wells.

2. Incubate for exactly 15 min at room temperature (20...25 °C) in the dark. A blue colour occurs due to an enzymatic
reaction.

10. Dispense 100 ui Stop Solution into ail wells in the same order and at the same rate as for the TMB Substrate Soiution,
thereby a colour change from blue to yellow occurs

11. Measure the absorbance at 450/620 nm within 30 min after ad

5

ion of the Stop Solution.

8.2, Measurement
Adjust the ELISA microwell plate reader to zero using the Substrate Blank

IF - due to technical reasons - the ELISA microwell plate reader cannot be adjusted to zero using the Substrate Blank, subtract
its absarbance value from all other absorbance values measured in order to obtain reliable results!

Measure the absorbance of all wells at 450 nm and record the absorbance values for each standard/control and sample’in the
plate layout.

Bichromatic measurement using a reference wavelength of 620 nm is recommended.
Where applicable calculate the mean absorbance values of ail dugplicates.




9. RESULTS

9.1 Run Validation Criteria
In order for an assay to be considered valid, the following criteria must be met;

- Substrate blank: Absorbance value < 0,100
- Standard A: Absorbance value < 0.200
. Standard B: Absorbance value >0.100
=  Standard C: Absorbance value > 0.500
«  Standard D: Absorbance value > 1.000

Standard 4 < Standard B < Standard C < Standard D
If these criteria are not met, the test is not valid and must be repeated.
9.2. Calculation of Results

In order to oblain quantitative results in IWml biot the imean) absorbance values of the 4 Standards A, B, C and D on
(linearflinear) graph paper ina system of coordinates asgainst their comespanding concentrations {0,000, 0.015, 0.075, 0.150
IUfml) and draw a standard calibration curve (absorbance vaiues on the y-axis, concentrations on the x-axis)

Read resuits from this standard curve employing the (mean) absarbanee values of each pat

! samiple
For the calculation of the standard-curve mathematical Point o Paint function should be ysed
9.3. Typical standard Curve
TE i = =
2
15 {
E
3.5
a - +
9 B0z o4 GO 0,08 Q1 F12 R 016
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9.4.  Interpretation of Results
according lo. RKI 1889
< 0.01 |Wimi | Ne protective antibody levell

| Immediate full course of basle immunization is recommended] |

0.01-0.09 Wiml | No reliable protection!

Immediate booster injection is recommended
0.1— 1.010imi Reliabie protection! O
= 1.0 i [ Reliabiz long term protecton: |

After about 10 years after last booster control and booster injection is recommended

Itis recommended that the basic immunisation or booster is checked 4-6 weeks after
| immiunisation and to recorg the daia on the certificate of varcinati

10. SPECIFIC PERFORMANCE CHARACTERISTICS

The results refer to the groups of samples investigated; these are not guaranteed specifications
For further informalion about the specific performance characteristics please contact NavaTec Immundiagnostica GmbH.

10.1. Precision

Intraassa Maan value (E)

#1 24 1,347 3,85
#2 24 1,843 3.86
#3 24 0,527 3,02
#1 12 7,83 12,95
#2 12 34,47 6,99
#3 12 35,39 6,86

10.2. Diagnostic Specificity

The diagnostic specificity is defined as the probability of the assay of scaring negative in the absence of the specific analyte.
Itis 100.0% (95% confidence interval: 89.42% - 100.0%).

10.3. Diagnostic Sensitivity

The diagnostic sensitivity is defined as the probability of the assay of scoring positive in the presence of the specific analyte.
Itis 100.0% (95% confidence interval: 95.44% - 100.0%).

10.4. Analytical Sensitivity

The analytical sensitivity (according to CLS| EP17-A) is defined as the apparent concentration of the analyte that can be
distinguished from the zera calibrator. It is 0.00092 1U/ml.

10.5. Interferences

Interferences with hemwlytic, lipemic or icteric samples are not observed up to a concentration of 10 mg/ml hemogiabin, 3 malml
triglycendes-and 0.5 mgfmi-bilirubin

10.6. Cross Reactivity

Investigation of a sample panel with antibody activities to potentially cross-reacting parameters did not reveal evidence of false-
positive results due to cross-reactions.

10.7. Measurement range
The measurement range is 0.00082 |Ufm| — 0,15 |Wimi

11. LIMITATIONS OF THE PROCEDURE

Bacterial contamination or repeated freeze-thaw cycles of the sample may affect the absorbance values

Diagnosis of an infectious disease should not be established on the basis of a single test result. A precise diagnosis should take
into consideration clinical history, symptomatology as well as serclogical data.

In immunocompromised patients and newhorns serological data-only-have restricted value.

T



12. PRECAUTIONS AND WARNINGS

compliance with article 1 paragraph 2h Eurcpean directive 98/79/EC the use of the in vitro diagnostic medical devices is

intended by the manufacturer to secure suitabi ity, performances and safety of the product. Therefore the test procedure,
the information, the precautions and warnings in the instructions for use have to be strictly followed. The test procedure,
the information, the precautions and wamings in the instructions for use have to be strictly followed. The use of the testkits
with analyzers and similar equipment has to be validated. Any change in design, composition and test procedure as well as
for any use in combination with other products not approved by the manufacturer is not authorized: the user himself is
responsible for such changes. The manufacturer is not liable for false results and incidents for these reasons. The
rmanufaclurer is not liable for any results by visual analysis of the patient samples.
Only for in-vitro diagnostic use.
All materials of human or animal origin should be regarded and handled as potentially infectious.

_All components of human_origin used for the production-of_these reasents-have-heen-tasted-for=
HOV antibodies and HEsAg and have been found 1a be non-reactive.
Do not interchange reagents or strips of ditferent production iots.

Nao reagents of other manufaciurers shouid be used giong with reagents of this test kit

Do nat use reagents after expiry date stated on the jabal.

Use only clean pipette tips, dispensers, and lab ware

Do not interchange serew caps of reagent vials to avaid cross-cantamination.

Close reagent vials tightly immediately after use to aveid evaperation and micrabial comtanminatian.

After first opening and subsequent storage check cenjugate and standardicontrol vials for microbial contamination prios to

further use

To avoid cross-contamination and falsely elevated results pipette patient samples and dispense reagents without splashing

accurately into the wells.

The ELISA is only designed for qualified personnel who are famitiar with good laboratory practice.

HVartibodios antts

12.1. Disposal Considerations

Residues af chemicals and preparations are generally considered as hazardous waste. The disposal of this kind of waste is
reguiated through national and regional laws and regulations. Contact your local authorities or waste management companies
which will give advice on how to dispose hazardous waste.

13. ORDERING INFORMATION

Prod. No.: CORGO0g0 Corynebacterium diphtherize to

lgG ELISA {96 Determinations)
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ENGLiISH
1. _Z._._NOUCO._._OZ

Echinococci are microscopic cestodes {tapeworms) of 1-5 rm which are dependent on their ganu:
canlds (E. granulosus) or in foxes, coyotes and wolves (S, m

& faund sither in degs o other

locularis). In their larval stage they are the causative agent of
human echinccocsesis (Hydatiosls, or hydatic disease), The adult tapeworms reside in the small bowsel of the definitive hosts,
and gravid progiottids release eggs that are passed in the feces. After ingestion of a suitable intermediate host, the egg ha'ches
in the small bowel and releases an oncosphere that penstrates the intestinal wall and through the circulatory system
organs, especially the liver and lungs, where it develops info a cyst. Echinocoecus infections remain sifent far years before the
enlarging cysts cause syimptoms in the affected organs (iver, lung, and less commonly other argans as brain, bone, heart), E.
granulosus occurs practically worldwide, and mora frequently In rural, grazing areas where dogs ingest organs from

- - animaisE-muitilocutaris occurs In-the northiern hemisphers, mcuding central Europe and the n
and North America, Although human cases are rare, [nfection in humans causes parasitic lumors 1o form in the liver, the |
and less commonly, the brain, and other organs. If left unfreated, infection can be fatal

Species _ Disease

E. granulosus | Cystic chinococcosis
| {Cystic Hydatid

isease, CHD)

Symptoms (e.g.)

{Depends on localization size, and number of cysts)
Liver: Upper abdominal pain, hepatomegaly,
cholestasis, jaundics, etc.

fransmission.
Infection by oral
uptake of eggs.
e.g.: contaminated
wild berries,

Alveolar Lungs: Thoracic pains, cough, expectoration,
Echinococcasis dyspnea, etc.

(Alveolar Hydatid
Disease, AHD}

The presence of pathogen or infection may be identified by
= Microscopy
= Serology: e.gby ELISA

2. INTENDED USE

CNS: Neurological symptoms

The Echinococcus IgG ELISA is intended for the qualitative determination of IgG class antibodies against Echinococcus in
human serum or plasma-{cittate, heparin).

3. PRINCIPLE OF THE ASSAY

The qualitative immunoenzymatic determination of specific antibodies is based on the ELISA (Enzyme:
Assay) tech
Microplates are coated with specific anligens to bind corresponding snlibadies of the samiple. After washing the wells to remove
all unbound semple material 2 horsaradish oeroxidase (HRP) labefled conjugate is added. This conjugate tinds to the captured
antibodies, In a second washing step unbound conjugate |s removed. The Immune complex farmed by the bound conjugste Is
visualized by adding Tetramethylbenzidine (TMB) substrate which glves a blue reaction product,

The intensity of this product is proportional to the amount of specific antibodies in the sample. Sulphuric acid is added to stop
the reaction. This produces a yellow endpoint colour. Absorbance at 450/620 nm is read using an ELISA microwell plate reader.

ked Immunosorbent

Product Number: ECHGO0130 (96 Determinations)




4. MATERIALS

4.1, Reagents supplied

- Echinococcus Coated Microplate (igG): 12 break-apart 8-well snap-off strips coated with Echinococcus antigens; in
resealable aluminium foil.

19G Sample Diluent: 1 bottle containing 106 ml of phosphate buffer (10 mM) for sample dilution; pH 7.2 + 0.2; coloured
yellow; ready to use; white cap.

a Stop Solution: 1 bottle containing 15 ml sulphuric acid, 9 2 mol ready to use; red cap.

. Washing Buffer (20x conc.): 1 botlle containing 50 ml of a 20-fold concentrated phosphate buffer (0.2 My,
pH 7.2 £ 0.2, for washing the welis; white cap.

- Echinococcus anti-lgG Conjugate: 1 bottle containing 20 ml of peroxidase labelled antibody to human IgG in
phosphate buffer (10 d GlLe” fésdy 6 Gse: black can. T T

. TMB Substrate Soluticn: 1 bottle contain
cap: < 5% NMP,

= Echinococcus IgG Positive Control: 1 vial containing 2 ml control (human serum or plasma); coloured yellow; ready
to use; red cap

ing 15 ml 3,3'5,5"-tetramethylbenzidine (TMB), < 0.1 %; ready to use; yellow

ococcus IgG Cut-off Controi: 1 vial conlaining 3 mi control (human serum or plasma
to use; green cap

coloured yellow; ready
Echinococcus IgG Negative Control: 1 vial contai ing 2 mi control (human serum or plasma); coloured yellow; ready
to use; blue cap

For potential hazardous substances please check the safety data sheet

4.2.  Materials supplied

- 1 Cover foii
- 1 Instruction for use (IFU)
. 1 Plate layout

4.3. Materials and Equipment needed

[l ELISA microwell plate reader, equipped for the measurement of absaorbance at 450/620 nm
o Incubator 37°C

. Manual or aulomatic equipment for rinsing wells

- Pipettes to deliver volumes between 10 and 1000 ol

. Vortex tube mixer

- Distilled water

- Disposable tubes

5. STABILITY AND STORAGE

Store the kit at 2...8 °C. The opened reagents are stable up to the expiry date stated on the label when stored at 2,. 8 °C
6. REAGENT PREPARATION

It is very important to bring all reagents and samples to room temperature (20...25 °C) and mix them before
starting the test run!

6.1. Coated Microplate

The break-apart snap-off strips are coated with Echinococcus anligens. Immediately after removal of the strips, the remaining
strips should be resealed in the aluminium fo alang with the desiccant supplied and stored at 2.8 °C.

6.2. Washing Buffer (20x conc.)

Dilute Washing Buffer 1 + 19; e. g. 10 ml Washing Buffer + 190 mi distiiled water. The diluted buffer is stable for 5 days at room
temperature (20...25 °C). In case crystals appear in the concentrate, warm up the solution to 37°C e.g. in a water bath. Mix well
before dilution

6.3. TMB Substrate Solution
A ho ~rlar

The reagent is ready to use and has to be stored at 2.8 °C, Y I be calou
have a slight biue tinge. if ihe substrate lurns into blue, it may have become contaminated and be thrown away,

7. SAMPLE COLLECTION AND PREPARATION

from the

Use human serum or plasma (citrate, heparin) samples with this assay. For CSF pleass use the instruction for uss ABVLOODA

7.1. Sample Diiution

Before assaying, ail sampies should be diluted 1+100 with igG Sample Diluent. Dispense 10 Wl sample and 1§ mi lgG Sample
Diluenl into tubes to oblair a 1+100 dilution and thoroughly mix with a Vortex.

8. ASSAY PROCEDURE

8.1. Test Preparation

Please read the instuction for use careflully before performing the assay. Resull reliabity degends on strict adherence 1o the
instruction for use as described. The following test procsdure is only validated for manual procedure. If performing the test on
ELISA automatic systems we recommend ncreasing the washing steps from three lo five and the volume of Washing Buffer
from 300 pi to 350 pl to avoid washing effects. Pay altention to chapter 12. Prier to commanicing the assay, the distribution and
identification plan for all samples and standards/cantrols (duplicates recommended) shiould be carefu y-established on-the piate
tayout suppiied in the kit, Select the required number of microliter slrips or wells and insert them into the holder.

Perform all assay steps in the order given and without any delays

A clean, disposable tip should be used for dispensing each standard/control and sample..

Adjust the incubator lo 37 + 1 °C.

Dispense 100 pl standards/conirols and d

Blank.

2. Cover wells with the foil supplied in the kit.

3. Incubate for 1 hour 5 min at 37 +1 °C.

4, When incubation has been completed, remove the foil, aspirate the content of the wells and wash each well three times
with 300 pl of Washing Buffer. Avoid overflows from the reaction welils. The interval between washing and aspiration
should be > § sec. At the end carefully remove remaining fluid by tapping strips on tissue paper prior to the next step!

Note:  Washing is important! Insufficient washing results in poor precision and false results,
Dispense 100 ul Conjugate into all wells except for the Substrate Blank well A1
Incubate for 30 min at room temperature (20...25 °C). Do not expose to direct sunl ght.

ited samples inio th

. Leave weil A1 for the Subsirate

Repeat step 4.
Dispense 100 pl TMB Substrate Solution into alt wells

o ® ~N @ »

| bate-for-exactly-15-min-at-room-temperature{26:
reaction.

~-25°C}inthe dark- A blue colour occors due to an enzymatic -

100

10. Dispense 100 i Stop Solution in the same order and at the same rate as for the TMB Substrale Solution,
thereby a colour change from blue to yellow occurs.

11. Measure the absorbance at 450/620 nm within 30 min afler addition of the Stop Solution.

8.2, Measurement
Adjust the ELISA microwell plate reader to zero using lhe Substrate Blank

- due to technicai reasons - the ELISA microweli plate reader cannat be adjusled to zero using the Substrate Blank, subtract
its absorbance value from all other absorbance values measured in order to obtain reliable results!

Measure the absorbance of all wells at 450 nm and record the absorbance values for each standard/contral and sample in the
plate layout.

Bichromatic measurement using a reference wavelength of 626 nm is recommended.
Where applicable calculate the mean absorbance values of all dupiicates.

9. RESULTS

9.1.  Run Validation Criteria
In order for an assay to be considered valid, the following criteria must be met:
. Substrate Blank:  Absorbance value < 0.100

= Negative-Control:- -Absorbance value < 0:200-and < Cut-off

- Cut-off Control: Absorbance value 0.150 — 1.300
Absorbance value > Cut-off

If these criteria are not mel, the test is not valid and must be repeated.

. Positive Control

9.2, Calculation of Results
The Cut-off is the mean absorbance value of the Cut-off Contro| determinalions

IR 5 days after sample collection, the samples should be kept at 2...8 °C; otherwise they should be
ailquoted and stored deep-frazen (-70...-20 °C). if samples are stared frozen. mix thawed samples well before testing. Avoid
repeated freezing and thawing

Heal inactivation of samples is not recommended.

EXamale:;

Cut-off =0.43



9.21.  Resuits in Units {NTU] B

Samale {(mean) absorbance value x 10 = {NovaTec Units = NTU]
Cut-off

Example:  1.591x10 = 37 NTU (Units)
0.43

9.3. Interpretation of Results

Cutoft | 10 NTU -
Positive > 11 NTU }:._w_u_uﬁm against the Umﬁmnmn arg u_.mm.mﬁ.\,
There has been a contact with the al gen (fa
| Antibodies against the pathogen could not be detected clearly.
Equivocal 9—-11NTU Itis recommended to repeat the test with 3 fresh sample in 2 to 4 weeks. If the result is
equivocal again the sample is judged as negative.
Negative < g NTU The mm_.su_m no:»m_zm.:o m:»_wo.a_mm against the um%omm:” ) }
A previous contact with the antigen (pathogen resp. vaccine) is unlikely.
Diagnosis of an infectious disease should not be established on the basis of 2 single test resulf, & precise diagnosis should
fake into consideration clinical history, symptomatology as well 25 serological data.
In immunocompromised patients and newharns serclagical data only have restricted value.

10. SPECIFIC PERFORMANCE CHARACTERISTICS

The results refer to the groups of samples investigated; these are not guaranieed specifications
For further information about the specific performance characleristics please contact NovaTec Immundiagnostica GmbH.

10.1. Precision

Iptraassay n CV (%)
#1 24 0.479 8.00
#2—---- 4 0863 3.43
#3 24 0.657 3.33
interassay n Mean (NTU}) CV (%)
#1 12 17.88 3.87
#2 12 1328 474
#3 12 602 661

10.2. Diagnostic Specificity
The diagnestic speci

icity is defined as the proba ty of the assay of scoring negative in the absence of the spec

Itis 99.41% (95% confidence interval; §6.77% - 99 99%).

analyte

10.3. Diagnostic Sensitivity

The diagnostic sensitivity is defined as the probal

ty of the assay of scoring positive in the presence of the specific analyte.
Iis 87.22% (35% confidence interval: 85.47% - 99,93%)

10.4. Interferences

Interferences with hemoly
triglycerides and 0.5 mg/ml

pemic or icteric samples are not observed up to a conceniration of 10 mg/ml hemoglobin, 5 mg/mi
rubin.

10.5. Cross Reactivity

Investigation of a sample panel with an body activities 1o potent
positive rasults dus to crose-raash

lly cross-reacting parameters did not reveal evidence of failse-

11.LIMITATIONS OF THE PROCEDURE

Bacteriai contamination

7 repeated freeze-thaw cycles of the sample may affect the absorbance values.

12. PRECAUTIONS AND WARNINGS

*  In compliance with articie 1 paragraph 2b European directive S8ITIIED the use of the in viira diagnostic medical devices is
intended by the manufacturer o secure sultability, performances and safety of the product Therafore the est procedure,
the infarmation, the precautions and warnings in the instructions for Use have to be stri y followed, The test pracedure,
the information, the precautions and warnings in the instructions for use have fo be strictly followed. The use of the lesik
with analyzers and similar equinment has to be validated. Any change in design, composition and test procedure as well as
far any use in combination with ather products not aporoved by the manufacturer is not authorized: the user b
responsible for such changes. The manufacturer is not fiable for false results and incidents for
manutacturer is not liable for any results by visual analysis of the patisnt samples.

= Onlyfor in-vitro diagnostic use.

= Allmaterials of huran or animal origin should bs regarded and handied as potentially infectious. .. . _ —

= Al components of human o have been tested for anti-HIV antibodies, anti-

HCV antibodies and HE:

= Donotinterchange reagents or strips of ditferent production lots.

= Noreagents of other manufacturers should be used along with reagents of this test kit,

= Do notuse reagents after expiry date stated on the label

= Useonly clean pipelte tips, dispensérs, and iab ware.

- Do notinterchange screw caps of reagent vials to avaid cross-contamination.

= Close resgent vials tightly immediately after use to avold evaporation and microbial contamination.

= After first opening and subsequent storage che conjugate and standard/control vials for microbial contamination prior to
further uss.

= To avoid cross-contamination and falsely elevated resits pipette patient samples and dispense reagents without splashing
accurately into the wells.

= The ELISAis only designed for qualified personnel who are familiar with good laboratory practice.

12.1. Disposai Considerations

Residues of chemicals and preparations are generally considered as hazardous waste. The disposal of this kind of Emﬂm. is
requlated through national and regional laws and regulations. Contact your local authorities or waste management companies
which will give advice on how to dispose hazardous waste.

13. ORDERING INFORMATION
Prod. No.: ECHG0130 Echinococcus IgG ELISA (96 Determinations)

w»n
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Immunodiagnostica GmbH

Giardia lamblia

ELISA

[peanaraemsiit k ucnonssosanme kommrext Giardia in vitro diagnosticum npenHazsaues ng OB Hapywenna
Giardia lamblia anturena s dexanbHbix obpasuax. Giardia lamblia ssnsetca NPOCTERWNE, KOTOPLIE JAPGEEOT N0
Bonbuuted YacTH ToHKYHO KHUIKY nocne sHeapenua kucT Giardia. 3apakaroTtcs momm yepes fekannmyio sapiaseHyo
8oay Wi nuuty. B Coenvrenusix Ulrarax. 310 - naubonee PACNPOCTPAHEHHBIR MHDEKLIMOHHBLA AreHT B NEPEHOCKHMbiX
M0 80Ae B3pbIBaX noHOca. B nacTodumem spemeny B mupe, Giardia lamblia apnsetcs - O[IHOTO M3 NEPBLIX IHTEPO
NaTOreHoB, 3apaxaroumx aerei 10 10 neT ¢ noxazarensmu pacnpoctpanenus 15 - 20 %. [TpuoGpetenne Lambliasis
TNPOMCXOINT riIaBHbIM OOPA3OM B CPYNNAX I HE COBTIOMAETCS NIMHAS FUIHEHA 1 NEPEAAETCA OT 4enoBeKa K
yenoseky. Takue cnOCo6s1 HHOHUMPOBAHMA HABAN0AAIOTCS NETCKUX Canax , y CeKCYaJlbHO- AKTUBHBIX
FOMOCERCyanueTax (BMioTs 10 19 %) M s yupemacHuax mns npuctapeneix. MHoro unbuumposanmsie ety
CUMMTOMATHYECKHE PACNPOCTPAHAKIT HONEIHE B MPENENAX X JOMOB 1 okpyxeHuax. Giardiasis oxapakTepuzosan kak
OCTPBLA MNHU XPOHHY €CKHIi IOHOC, Mepuon uukyGawsm - 3 8 42 greit, Kminueckoe APOABIEHUE CUMITTOMATHYECKO
OCTPO# MHGEKLIMM - BHE3ANHOE HAYANG BOARMKETOrD AOHOGEA, BPHOUIHEY CYTOPOr 1 METe D
YBCTBA HEAOMOTAHMA, TOUHOTE H ZHOPEKCHS, MEHEE YACTO TOWHOTA K AMXOPAAKA NPOUCXOMNT; KPOBE, CHOM W C,
0BbIMHO OTCYTCTBYIOT

Huarkos Lambhiasis & npouLiom Gbin caenan nocpeacTEOM 06CnEn0BAHMS CTyJ1a Ha TPOHO3ONIOB MAM KUCT
MHMKPOCKOMUUECKHM METOAOM OTYCKHEHHR. DTH METOMbI TPEGYIOT OMbITHBIX nabopantos. Kpome Toro ucenesosatme

AOFKHO OBITE BLINOIHEHO MEPUOAMYECKM MOCKOABKY MOXET POM3ONATU HEPETYNAPHOE BBINENEHNE. DKBUBANEHTHDIf
METOA ABACTCA HOBBIM TecTom ELISA s ofcnenosanus Giardia lamblia antdrena s obpasue cryna.

NPUHLO AN
Musxponranwers: noxpsiti Giardis lamblia - SteunbrinbiMe auTHTetans  Tlpu nepeoi WHEYVOAUWM TREPNAN iusa
OOPROATHIRAETCH PATEEIGHH MY ODPA3IMH JANBATRIBAOTCH, SONH MMEIOTCA & HillHY MK, TREPNOH thazoi [Tocne
CTMLBAHUE DY IHX KOMNOHeHTOB 00pasug, 80 2-i whkyBawim cossasumecn Giardia lamblia OBHAPY MMBAKTCA
NOCPENCTEOM NOD2BNSHKA AHTHIEHA, MEYEHHOrD nepoxcHaazon (HRP)

DHIMM. SEXBAUEHHBI Ha TBEPROA daze. nedicrsys ua cyGeTpaT NpoMoreHYIo check, NOPOAIAET ONTHYSCK A
CHTHA, KOTOPSIR Nponopusosanes konsuectsy Giardia lamblia anrsrena HATHUECTEYIOWKY, B 0Dpa3ie.

KOMIIOHEHTBI

Kaskapiti abop conepxur nocratoqso PEAreHTOB, YTOObI BLINOTHNUTL 96 TeCTOB
E.&.ﬂhsﬂ PIKL, SGRPBEFIBIC ANMUATEAOM

8512 mukponyHrkosee nonocks, noxpuTeie Giardia - cneumdruecknu ahGHHHLMY anTuTenavm 8
MELIDYES C NecHRxaTOM. JafTe MuKpONIaHiTeTe DOCTH L KOMHATHOM Tem MEPATYPEI 210 OTKPRITHA,
TIOBTOPHO SANEUATAHTE HENCNIORI0SEHHEIE HONDCKH § MEHIOUKE C TECHKKAHTOM M xpauuTe ripr 4°C
Pacmeopumens odpasya

1 x 100 mn pacrRopuTear ofpasiy

yPepioe pacTsop NaCl ana pasbasnenus o0pasua;

Mposvisodnnti Gyepusia kongenmpam:
1x100mn/ 8yToimea. Bydep ans npombiski; pH 7.2
iloaoncumensnpii KOUmpoje:

Ix 1.8 mn/nakon. Giardia lamblia anturen rotossit UCTTOTB30BAHUIO.

DHIUMI b Kottbi0zam:
Ix10 ma/dnakon, HRP sHaumnuit konstorat Giardia lamblia .
Cyvaempany Xpomozen:

Ix10ma/dnaxon. Hepukmucs/ TMB, roToBsii K HCOAB30BAHMIO
Hpuseaanue: Xpanuns ¢ samjuménon om ceema secme.

QE\EQZQNQ:A\\N:\:IE i pacmaop:

1x6 ma/pnakon. Conepunt [H pactsopa HaSO,
Hucmpyrygus

NAEN-MV.H‘ERNGN_‘ IO e nocmagsiestnle Mamepuaint

% .SKUO:SDG#KS H CMEHHBIC HaKOHEYHMKH
2. Boaa EIA crenenu 4ncroTbi
3. Tafimep ¢ 60-T1 MHHYTHLIM OMana3oHOM

4-AbcopbenThan Gymara.

5. MUKPONNAHIIETHBIN TEPMOCTATHYCCK T UHKYBATOP, YOTAHOBAEHHLI Ha +37°C.
6. CHMTHIBATEN L MUKPOYHOK ¢ BUIbTPOM Ha 450HM 1 ¢ dunbsTpamu na 620-630Hm
7. [TpombiBaTens Mukporanuer.

TlpenynpexaeHHs 1 Mepbl RPCAOCTOPONHOCTH

Hafiop conepiat uuasTHEMposantsi anturen Giardia lamblia. Tem HE MEHEE, MONOMKUTENMLHLIN , a TaKKe
..._._u_u_::uw._.r-._._v_.;:.m _nD_m.__._quI H DA\qum.u:mz JAQUKHBI CYHUTATHCA NOTEHUHATEHO 33pasHbIMHU U IOO@XOD-‘:SO OpUHKMAaTL
GENACHRE MEPH NMPEAGCTOPOKHOCTH,

TNepekuch MOYEBHMHBL MOXET BLIZBATS npukuranne, Obpamairecs ocTopoxHo!
Cronosoe peaktis conepxut |H cepras xucrora, UsBeratite EREREERY 6
Bee peareThl i MATSPHAIE, BXOMRIIME B KOHTEKT © NOTCHLHATBHAIMH HHIEKUHOHHBIME GOPA3UAMM IO HE]
OOESSEPUAMBATCSR ASIHHJMUMPYIOLIM M CPCACTEAMM Wi asToRnosHposanme npu 121 C s Tenenus ognoro vacs,

SACHATH:

UHCTPYKUMH XpaHeHus peareHTOB
Bee pearesst Aommist Gute coxpanes mp# 2 - § C # morvT Gbris WPAcK0I0BAHE! HA 0 JATH HANEYATAHHOMN Ha
3treTiax, Muxpoluoe sapawesse nomsno GuTs npenyapexnento. FapaTHe KaNecTsa He MoxkeT ObITh NaHa
NOCAE HeTevenne cpoka Habopa. Tovoswd Gydep roey B revcHme 4 nenens npu 2 - & . Butackusaete pearenve
3 XONOUAIBHHED, H1oDs Habpans koMuaTHYW0 TEMASDATY DY MEPefl HENONhIORAHHEM
Becusemimii Substrate/Chromogen aomaen pi7s 3aummen o1 caera,
HectabunsHocTe winu yxyawenns pearentos ONpPENeNseTes NOCNEAYIOUINM KPUTEPHAM:
®  MYTHOCTb WU ChHss okpacka Substrate/Chromogen no ncnonb3oBanms
. BETHYHHA ONITHYECKOH MNIOTHOCTH OTPHUATENLHOIO KOHTPOJA BbILWE YEM 02 \
¢ BENHYMHA ONTUHECKOR MIOTHOCTH TTONOKMTENBHOTO KOHTPONA Hitke. wen (.8
Obpaseu cTyna MoxeT BBIT HCNONB30BAH CBEXKMIT WK 3amopoeHHM. Caesine 0Gpasiisl, 10MKHb BBITh COXpAHEHbI
npu 4 C 1M DOIKHE! SbIT NPOTECTHPOBAHLI B Npenenax 24 yacoe Xpanerma mpu 4 C 00pasew pastasnenHbIi MOKeT
BbITb MPOANEHO B Teueune Apyrux 5 aneit npu2 - § C.
Obpasipl, KOTOPbIE HE MOTYT BHITE APOTECTUPOBAHbLL B TEHCHHE ITOTG MEPHOA 10N HO BHiTE coxpanenc npu -20- C
TIOK@ HE MCCNEN0BaHbl

Tlpoueaypa Tecra
OcTapeTe BCE peareHThl Ha wac IpM KOMHATHOI TeMNepaTyphbl nepea ucnonpsosanmem . Cumelwaiite PEareHThl XOpoLo
TIEpEA MCNONb30OBAHUEM.,

Bocnpousendusiocms

wmmxn—s:, QT TOYHOTO NMHNETUDOBAHUA, Obm‘:\r\uhw‘lxw BpEMeHM

Msderaiite npamMOro CONHEMHOro cscta 8 TeseHUe Beex anryGaunit

SpATYPbi. TPOMbIBAHKA

¢ MNoarotoska Bydepa
THACTh KOHLEHTPMPOBAHHOTO Oydepa pasdapasercs 9 uactamu JAWCTWUINMPOBAHHOHW BOIb! By diep roaeH B TeusHue 4
Henenb npu2 -8 C




e [learoreexa odpazucs,
Pactsopute obpazeu 1)1 - Hadepure okono 100 mxr cryna u pa3baete B 1 mn pacTsopuTens obpasua. CmewusaTs
O4eHL TwatensHo . [locnte 3Toro ocrasuTs kKopoTkoe Bpems (max. 10 MAHYT) NEPEA ACTONb30BAHUEM.

NPOUEAYPA AHAJIN3A

Noxanyiicta ynraere MPOLEAYPY TECTA THIATENLHY NPCHE, HEM BRIMONTHATL TecT. HanesmuocTs PE3yNbTaTa 3aBUCUT OT
€Tpororo cobmonenus Tecta . flomwanyiicTa uutacte TPOLEIVPY TECTa TIMATENBHO NPEAIE. YEM BBIMOMHATE TECT.
Hanexnocts pesynsrara 3asucyt ot CIPOrOre cobmenenss tecta . [Tpu semonnenni Toxocara canis mos
PEKOMEHIYeM yBENNIMBAT TPOMBIBKY OT TPEX A0 NATH pas o 300ul na 350mkn

flomcanyiema pacnpedeaume aynxu a maxoi nocaedosannocmu:

Lnynka (wanp: &Y morer 6aanxa, -

1 nywka (wanp.. B1) ana OTPHUATENLHOrO KOHTPOAs ( pashasumens odpasyos )
Laynxa (nanp.. E 1) ans nonosutensnoro KOHTPOJIA.

Hakanaiite nunerkoit 100 n kontponeit u satem 100 pn 0bpasuor. Hakanabite nunetxoit 100 pn Giardia lamblia

KOHBIOraT2 BO BCE JTYHKHW WCKITIOYas Onanx SIXV\QSUV\—M%O ZSKUO:.:NIE@Q npu_KOMIAnuion mevne) amype &

meuenue 60 mustym.

1. Korna unxydauus IZRLPIICHA, YAAGHTe (PONBIY, OTCACHBATE COLEPAUMOE TYHKH M MOITE KaKAbIH XOPOLLO (ATH
pas no 300ul momomers pacTeopy. Hlaberalite nepenonuesnii TpoiMuBKa Mesuy KamasIM UMKIOM AONKHA ObITH
=5s5ec. B koHeuHoM cueTe TumETensHo YAANHTE, DCTARIYIOCH SEHAROCTE BCTPAXUBAHMEM Ha DHABLTPOBANILHHOR
Gymare!

\N\v-ﬁiﬁ(hZEN.. —umﬂn..—ch.u.ﬂﬁﬂe_ Hay m__u.u:r—wzm YMEHbLIAET TOYHOCTS BEJIUYHHBI ONTHYECKOM TUIOTHOCTH.
Koraa nrxybaums 3aBEpUICHA, YaanuTe fIONsTY, 0TCachIBATH CONEPKHUMOE TYHKH M MOHTE KEXKIbLH XOPOLIO MATL Pas no
300ul motowero pactsopa. Miferaiite nepenontennii . TIpoMbiBka MEATY KAXABIM LIMKTOM [OMKHE GbITh >Ssec. B
KOHEHHOM CYETe TWATENbHO YAATHTE, OCTABLLYIOCH KHIKOCTE BCTPAXHBAHMEM H2 PUIBTPOBATLHHOM Bymare!
2.Haxanaiite muneTroi 100 wr TMB cvBeTpara b ka0 myrmu Wy Supy iite sux
meuncpamype e meyenwe 15 sunym Hsdezaiime npasozo ceema .
3. Haxanafite rmunentroi 30 wa ocranasansamwmero PACTEOPA 8 KAMAVIO TTVHKY. — =
CHIH UBET '8 TEYSHME Miny Barium NEPEXOART i enTs

Mpuseganae: Ouens noaomurensuse 00pasi MOryT BETH NpUHIOH supaseHue cyderpatal 370 snuser
H2 OMTHHECKYH) (I0THOCTS. PastasancTe ofpasen ¢ dinsHonoriecnm PACTROPOM . HAMPUMED 1+] pexomenayercs.
3arem pazdasute ofpaie 1+100 ¢ Gydepom pasdasnenns u ymHOmsiTE PesyaRTaT Ha 2.

Hamepste onmyeckyio moTHocTs obpasua wa 450/620 nm s npenanax 30 muw.

PEIYJILTATHI

®  HeraTue KOHTPONL: BeAMMMHE ONTHUECKON AOTHOCTH BONHHA DBITE HHae yem 0 200,

*  TlonokurentHelii KOHTPOAS © Befiuuna onTHHECKOf MAOTHOCTI nonHa DsITe He menee 0.800
Burruncnenue pesynbtatos avcetin asnaeres CPENHEN BEAMYHHON OMTHYSCKOR MIOTHOCTH KyTOBa .

lpumep :O/1 ueratne kourposs + 0,15 = KYTOB

Wrteprpetauns pesynsratos cunrtaetes TONOKHUTENBHOR SCTM BERHYMHA ONTHYECKON MNOTHOCTH Boie wem | 0% Han
KyTOBOM.

Cepas 3014 - PexomMennnRiHO TIOBTOPATE TeCT CHOBA Yepes 2-4 Henenu co ceexum obpastiom, Ecau
PE3YNbTATH BO BTOPOM TECTE - CHOBA B hﬂgﬂ_ 30He C_.mtm..—n: J0RHEH OBITH cy WTABLIMM HEraTMa.
OBpasLivl CHHTAIOTCA HETETHAOM SCAH B2M MR OATHHECKOR TOTHOCTH Hike, yem 0% Hume oTceukm,

*  Jlnwarmoctrueckas cneunbHuHOCTb onpeneneHs Kak BEPOATHOCTL HEraT1Ba B MPHCYTCTENMH CHIELMBHYECKOrO
analyte. 310 100 %.

e  NMuarugeT

bHOCTE OlpEAC/ICHa KaK BEPOATHOCTL MO3UTHUBA B NpUCYTCTBUM

OTPAHNYEHUS MPOUEAYPBI

mmvn_ﬂ_-.—“..uk._ut_:aﬂ HMAH pervispHoe FAMOPANHMBAHUE Cmﬁm._lﬁ MOCYT NHOBNHATE HA BEN 4HBI OMTUHCCKOF MAOTHOCTH
Muaruos uudiexiuonnof Sonestm e TOMKEH 66T, VETAHOBAHEAN 12 OCHOBE CAMHCTEEHHOTO PE3yNHTATA TECTA.
Touemi guarnos AOMKEH NMPHHUMATLCT BO BHHMAHKME KIHHMYOCKHM AAHHIM, 8 TAaKKE CEPOJIOTMYECKH.

EAYNPEXAEHUA

P
Erponeticiwx ampextaes naparpaga 98/79/EC

Zm_vr_:vthﬁ._,O_uvazoq_,:S:
e B CooTBETCTBHM € ¢TaThelt | - 2R

JANATHOCTUYECKUE MEAMUIMHCKHE NpOOYyKTbl Npeanaraemeie H3TOTOBHUTENEM, NONAKHbI obecneyuBath
COOTBETCTBYE, HCNOJIHEHHE W OE30MNaCHOCTL npoaykTa Ohﬂh.owm.—.ﬂbvzo npouenypa TecTa, SInvOﬁ_SNE.Sm, MEPbI
MIPEAOCTOPOKHOCTH M (PEYNPEAATHIA B HHUTPYRUMAX A% MCTIONLIOBAHMR JOIKHbE GbiTs CTPOFO
COMPOBOXICHbI, Sn:OhT.uCWHI.:ﬂ :uun\vn.-ﬁ.ow < &IFJEUN._.;w.-m_Z: W BHANOIHYHBIM Doo_uv._:_.CENd‘xm?.. $ala HEI ObIT
noaTeepkacHs. JIOG0S KIMEHENNE B HPOERTE. KOMDOSHIMA W MPOLSYPS! TECTA, & TAIAE 118 H06ar0
HCTIQTHh308adHMA B FD.S.MEI::EK _U.ﬂ_.ﬂv..._‘_xen: TIPOOYHTAMHE HE Qhﬁ__nlu—umn._:n—ﬁ H3TFOTOBUTENICM HE paspeieHo; cam
NOAZIOBATEAL OTSETCTBEHHBIA 37 TAKME HIMEHENUS. ArCTOBKTENL HE OTBETCTBEHHDIN 32 NOKHEIE PESYTbTATH!

e Bee komnosenTs Moo, 07D A NPOHIB0ACTES STHX PEAreHTOB NPOTECTUPOBaHSs: Ha aHTHTena HIV, -
antirena HOV w HBsAR w moryT Gt Hewdimporans:. Tem He menee, ace MAaTEPUaNb! DOMKHBI CHWTATLCA
DOTCHUMATEHO HHDEKLEHOMHL M.

- TON._JOI,_.E ApyTHX HW3TOTOBUTENEN HE IONKHBL OBITD HCNOJIL30BAHBI BMECTE C PEAarcHTaMHu 3TOro KOMUIEKTa

- HE SO_._O.:vuu\ﬂ._.m PeareHTbt NOCRE TOro, KaKk UCTEKaeT NlaTa YCTAHABNMBAEMASN HA 3TUKETKE,

. WNKUV_WNN._;W Q:N_AOIE peareHTa TIOTHO HEMEMLIEHHO Nocne HCNOJIB30BAHMSA, 4TOOBI nsberats ACNapeHks 1
MHKPOOHOIO 3apameHms.

HPEAYNPEXKIEHUE:
CepHas KMCNOTA pasfpaxaet rnasa u Kk0xKy. beperure o1 _nereit. B KOHTAKTE ¢ rIasaMu_ApOnOnOCKASTE TINTENEHD ©
BOJOW 1 obpamalitecs k nokTopy!
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ENGLISH
1. INTRODUCTION

Mumps viruses are RMNA viruses of thie family Paramykovirigas. The viriens are spherical particles of 150-250 nm in diameter
consisting of a ribanucleaprotein with helical symmelry and enveloped by matriv protein and a ligid bilayer which contains two
spikeline siructures: viral hemagalutinic {H] and viral neuraminidase (M), Mumps virus involves primarily the parotis ang related
salivary glands! however infection can lead 1o NS disease and accumulation of the virus in CSF. Mumps (Epidemic Parotitis) s
an acule contagious viral disease mostly occuring in children. Nearly 50% of all infections are subclinical, The highest Incidence
of ciinical manifestations is found in the age group of 4 to 15 years. Secondary Infeclions are rare because of long-ast
immunity.

10 to 35 % of

mps cases develop orchitis which cccurs nearly always after puberty. The process is mostly unilateral and the

¢ aood "M A TR TToTY e

s has bes he most importani causes of \

ai CNS disease (meningitis and

is) in USA; vaccine administration has greatly reduced its incidence.

| Species Disease | Symptoms (e.g.) Transmission route
Mumps Virus Mumps Fever and unilateral or bilateral swelling of the parotid Virus transmission occurs by
gland; the sublingual and submaxillary glands may also droplet infection
be invoived
Complications: Orchitis, Meningoencephalitis,

Pancreatitis

The presence of pathogen cr infection may be identified by:
. PCR

= Serology: e.g. ELISA
2. INTENDED USE

The Mumps Virus IgM ELISA is intended for the qualitative determination of IgM class anlibodies against Mumps Virus in human
serum or plasma {(citrate, heparin)

3. PRINCIPLE OF THE ASSAY

The qualitative
Assay} lechnigue.

ropiates are coaled with specific antigens lo bind comresponding antibodies of the sample. After washing the wells to remove
all unbound sample malerial a ho ish peroxidass (HRP) labelled conjugate i added, This conjugate binds to the captured
antibodies. In a second washing step unbound conjugate is removed. The immune complex formed by the bound conjugate is
visualized by adding Tetramethylbanzidine (TMB) substrate which gives a blue reaction product

The intensity of this product is proportional to the amount of specific antibadies in the sample, Sulphuric acid is added to stop
the reaction. This produces a yeflow endpoint colour, Absorbance at 4500620 nm is read using an ELISA microweli plate reader.

4. MATERIALS

unoenzymatic determinalion of specific anlibodies is based on the ELISA (Enzyme-linked Immunosorbent

4.1. Reagents supplied
= Mumps Virus Coated Microplate (IgM): 12 break-apart 8-well snap-off strips coated with Mumps Virus antigens; in

resealable aluminium foil.

. IgM Sample Diluent: 1 bottle conlaining 100 ml of phosphate buffer (10 mM) for sample dilution; pH 7.2 + 0.2; anti-
human IgG (RF Absorbent); coloured green; ready to use; white cap.

* Stop Solution: 1 bottle conlaining 15 ml sulphuric acid, 0.2 molfl; ready to use; red cap

. Washing Buffer (20x conc.): 1 bottle containing 50 ml of a 20-fold concentrated phosphate buffer 0.zmy,
pH 7.2 £ 0.2, for washing the wells; white cap.

= Mumps Virus anti-igM Conjugate: 1 bottle containing 20 mi of peroxidase labelled antibody to human !gM in
rhozphates buffer (10 mM +coloured red; ready fo_use;_black cap_

= TMB Substrate Solution: 1 bottle containing 15 ml 3,35 5 tetramethylbenzidine (TMB), < 0.1 %; ready to use; yeilow
cap; < 5% NMP.

N M

coniroi (human serum or piasma}; coloured yellow; ready
to us:
" M

L IgM Cut-off Contioi: 1 3 mi coniroi (human serum or plasma); coloured yellow; ready
to use; green cap.

. Mumps Virus igM Negative Control:  via| ining 2 mi-contrel{5: -SefdREf-plasmatcoloured yeliow Aty

Product Number: MUMMO0340 {96 Determinations)

to use; blue cap.
For potential hazardous substances please check the safety data sheel

4.2.  Materials supplied
= 1 Cover foil




4.3. Materials and Equipment needed

ELISA microwel! piate reader, equipped for the measurement of absorbance at 450/620 nm
- Incubator 37 °C

Manual or automatic equipment for rinsing welis

. Pipettes to deliver volumes between 10 and 1000 pl

. Vortex tube mixer

- Distilled water

- Disposable lubes

5. STABILITY AND STORAGE

Store the kit at 2,..8 °C. The opened reagents are stable up to the expiry date stated on the label when stored at 2.8 °C

It 1s very important to bring all reagents and samples to room temperature (20...25 °C) and mix them before
starting the test run!

6.1. Coated Microplate

The break-apart snap-off strips are coated with Mumps Virus antigens. Immediately after remaval of the strips, the remaining
strips should be resealed in the aluminium foil along with the desiccant supplied and slored at 2.8 °C.

6.2. Washing Buffer (20x conc.)

Dilute Washing Buffer 1 + 19; e. g. 10 ml Washing Buffer + 190 mi distilled water. The diluted buffer is stable for 5 days at room

temperalure (20...25 °C). In case crystais appear in the concentrate, warm up the solution to 37°C e.g. in a water bath. Mix well
before dilution.

6.3. TMB Substrate Solution

The ﬂmmw.ma is ready o use and has to be stored at 2...8 °C, away from the light. The solution should be colourless or could
have a slight blue tinge. If the substrate turns into biue, it may have become contaminated and should be thrown away.

s should be Giluted 1+100 with IgM Sample Diiuent. Dispense 10 pl sample and 1 ml IgM Sample
Diluent into tubes to obtain a 1+100 dilution and thoroughly mix with a Vortex.

8. ASSAY PROCEDURE

8.1. " Test Preparation

Please read the instruction for use carefuily before performing the assay. Resuit reliability depends on strict agherence to the
instruction for use as described, The follewing test procedure is only validated for manual procedure. If performing the lest on
ELISA automatic systems we recommend increasing the washing steps from three to five and the volume of Washing Buffer
from 300 pi o 350 pl to avoid washing effects, Pay attention to chapter 12, Prior to commencing the assay, the distribution and
identification plan for alf samples and standards/controls {duplicates recommended) should be carefully established on the plate
layout supplied in the kit Select the required number of microtiter strips or wells and insert them into the holder

Perform all assay steps in the order given and without any delays

A clean, disposable tip should be used for dispensing each standard/control and sample
Adjusl-the incubatorto 37 +4-°C: = — . - = e S

1. Dispense 100 p! standards/controls and diluted samples into their respective wells, Leave well A1 for the Substrate
Blank.

Cover wells with the foil supplied in the kil.
3. Incubate for 1 hour x5 min at 37 +1°C.
When incubation has been completed, remove the foil, aspirate the content of the wells and wash each well three times

with 300 p! of Washing Buffer, Avoid overflows from the reaction wells. The interval between washing and aspiration
should be > 5 sec. At the end carefully remove remaining fluid by tapping strips on tissue paper prior to the next step!

Note:  Washing is important! Insufficient washing results in poor precision and false results
Dispense 100 u! Conjugate into all wells except for the Substrate Blank well A1

Incubate for 30 min at roem temperature (20...25 °C). Do not expose to direct sunlight,
Repeal step 4.

Dispense 100 gl TMB Substrate Solution into all wells

- Incubate for exactly 15 min at room temperature (20...25 °C) in the dark. A blue colour occurs due to an enzymatic
reaction,

)

£

© ® N "

Dispense 100 pi Stop Soiution into ail welis in the same order and at the same rate as for the TMB Substrate S
thereby a colour change from blue to yellow occurs,
~Measure the-absorbance at- 450/620 nm wi 30 min after addition of the-Stop Solution:

=1

8.2, Measurement
Adjust the ELISA microwell plate reader to zero using the Substrate Blank

If - due to technical reasons - the ELISA microwell plate reader cannot be adjusted to zero using the Substrate Biank, subtract
s absorbance value from all other absorbance values measured in order to obtain reliable results!

Measure the absorbance of ail wells at 450 nm and record the absorbance values for each standard/controt and sample in the
plate layout

Bichromatic measurement using a reference wavelength of 620 nm is recommended.
Where applicable calculate the mean absorbance values of all duplicates.

9. RESULTS

9.1, Run Validation Criteria

In order for an assay to be cansidered valid, the foliowing criteria must be met:
- Substrate Blank:  Absorbance value < 0.100

- Negative Control:  Absorbance value < 0.200 and < Cut-off

= Cut-off Control: Absorbance value 0,150 — 1.300

= Positive Control:  Absorbance value > Cut-off

If these criteria are not met, the test is not valid and must be repeated.




9.2.  Calculation of Resuits

The Cut-off is the mean.abserbance value of the Cut-off Controi-determinations, - AN DEasS

Example: Absorbance value Cut-off Control 0.44 + absorbance value Cut-off controi 0,42 = 0.86 / 2 = 0,43
Cut-off = 0.43

9.21.  Results in Units [NTU]

Sample {mean) absorbance value x 10

= {NovaTec Units = NTU]

Cut-off
Example: 1,581 x10 = 37 NTU {Units)
0.43
9.3. Interpretation of Resuits =
Cutoff | 10 NTU _ - _
Positive > 11 NTU Antibodies against the pathogen are present,

There has been a contact with the antigen (pathogen resp. vaccine).

Antibodies against the pathogen cauld not be detected ciearly.
Equivocal 9-11NTU It is recommended to repeal the test with a fresh sample in 2 to 4 weeks. If the
result is equivocal again the sample is judged as negative.

. - The sample contains no antibodies against the pathogen.
Negative | N A previous contact with the antigen (pathogen resp. vaccine) is unlikely. |

Diagrosis of an |nfectious disease should not be established on the basis of a single test resuft, A precise diagnosls should
take into consideration clinical history, symptomatology as well as serological data
| n immunocompramised patients and newbarms seroiogical data only have restricled value.

9.3.1. Antibody Isotypes and State of Infection

Serology Significance
Characteristic of the primary antibody response

igh High IgM titer with low 1gG titer: — suggests a current or very recent infection
Rare: — persisting IgM
Characteristic of the secondary antibody response

laz May persist for several years

High IgG titer with low IgM titer: — may indicate a past infection

10. SPECIFIC PERFORMANCE CHARACTERISTICS

10.5. Cross Reactivity

Investigation of a sample panel with antibody activities to potentially cross-reacting paramelers did not reveal evidence of false-
positive results due 1o cross-reaclions

11.LIMITATIONS OF THE PROCEDURE

Bacterial contamination or repeated freeze-thaw cycles of the sample may affect the absorbance values.

12.PRECAUTIONS AND WARNINGS

The results refer to the groups of samples investigated; these are not guaranteed specifications.
For further information about the specific performance characteristics please contact NovaTec immundiagnostica GmbH.

10.1. Precision

Intraassa n Mean (E CV (%)

Intraassay _Mean (E)

#1 24 0.600 6.05

#2 24 1.039 4.81

#3 24 0.639 371

Interassay n Mean (NTL) CV (%}

#1 12, 21.38 . 7.50 = 3
#2 12 13.88 8.95

#3 12 1.39 1035

10.2. Diagnostic Specificity

The diagnostic specificity is defined as th
Itis 97.68% (95% confidence

18.3. Diagnostic Sens

The diagnostic sensitlvity is defined as the probability of the assay of scoring positive in the presence of the specific analyle

. in compliance with articke 1 paragragh 2b Eurcpean directive S877Y/EC the use of the in vitro diagnostic medical nms_u..ww is
intended by the manulacturer to secure suitability, peformances and safety of the product Therefore the lest procedurs,
the Infurmiation; the precautions and wamings in the Instructions for use have y followed. The test precedure,
the infarmation, the precautions and wamnings in the instructions for use have lo bs strictly followed. The use of the testkits
with.analyzers and simiar equipment has to be validated. Any charige in desian, compasition and lest procedure as well as
for any Use in combination with other products not approved by the manufacturer is nol authorized; the user himself i
responsible for such changes. The manufacturer is not liable for false resulls and idents for these reasons. The
manufacturer is not liable for any results by visual analysis of the patient sampies,

= Only for in-vitro diagniostic use.

*  Allmaterials of human or animal origin should be regarded 2nd handled as potentially infectious.

* Al components of Auman arigin used for the production of these reagents have been tested for anti-HIV antibodies, anti-
HEY antibodies and HBsAa and have been found to be non-reactive

» Do natinterchange reagents or strips of different producticn lots.

" No reagents of other manufacturers should be used alang with r=agents of this test kit

* Do not use reagents after expiry date stated on the labal,

. Use only clean pipette tips, dispensers, and lab ware.

= Do notinterchange screw caps of reagent vials in avoid cross-contamination.

= Close reagent vials tightly immediately after use to avoid evaparation and microbial contamination.

= After first opening and subsequent storage check conjugate and standard/control vials for microbial contamination prior to

accurateiy into the weiis. )
*  The ELISA is only designred for qualified peraennel whe are familiar with aond izboratory practice.

12.1. Disposal Considerations

Residues of chemicals and preparations are generally considered as hazardous waste. The disposal of this kind of Emﬂm, is
regulated through national and regional laws and regulations. Contact your local authorities or waste management companies
which will give advice on how to dispose hazardous waste.

13.ORDERING INFORMATION
Prod. No_: MUMMO0340 Mumps Virus IgM ELISA (96 Determinations)

It Is 84 44% [85% confid 72719

TR e A

10.4. Interferences

Interferences with hemoly
triglycerides and 0.5 mg/m

emic or icteric samples are not observed up to a concentration of 10 mg/m! hemoglobin, 5 mg/ml
u .
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1. INTRODUCTION

tumps viruses are RNA viruses of the family Paramyxoviridae, The virlons ars spherical patticles of 150-250 nrm in diameter
consisting of a ribonuclecpratein with helical symm try and enveloped by matrix protéln and a fipid bilayer which contains twe
spikeline struciures: viral hemaggiutinin (H) and viral reuraminidase (N} Mumps virus involves primarily the parotic and related
salivary glands; however infection can lsad tc CNS disease and accumulation of fhe virus in CSF. Mumps {Epidemic Parotitis) &
an acule contagious viral disease mostly cccuring in childeen, Neary 50% of all infactions are subcli cal, The highest incigence
af clinfcal ma ns is found in the age group of 4 to 15 years. Secondary infections are rare becatss of long-lasting
immunity.

10 to 35 % of mumps cases develap or

prognosis- usua

is which oocurs nearly always after puberty. The process is mostly unilaterai and the

e fias been one of the mosl important causes of viral CNS disease {meningitis and

Species Symptoms (e.g.) Transmission route
_ Mumps Virus Fever and unilateral or bilateral swelling of the parotid Virus transmission occurs by
| gland; the sublingual and submaxillary glards may also | droplet infection
be invoived

| Complications: Orchilis, Meningoencephalitis,
1

The presence of pathogen ar infection may be identified by
- PCR
=« Serology: e.g. ELISA

2. INTENDED USE

The Mumps Virus 1gG ELISA is intended for the qualitative determination of 19G class antibodies against Mumps Virus in human
serum or plasma (citrate, heparin).

3. PRINCIPLE OF THE ASSAY

The qualitative
Assay) technigue.

Microplates are coated with specific antigens to bind carrespor ding antibodies of the sample. After washing the wells to remove
i unbound sample material @ horseradish perxidase (HRP) labelled conjugale is added. This conjugate binds 1o the captured
antibodies. In s second washing step unbound conjugate is removed. The immune complex formed by the bound conjugate is
visualized by adding Tetramethylbenzidine (TMB) substrate which gives a blue-reaction product.

The intensity of this product is propartional o the amaunt af specific antibodies in the samnle Sulphuric acid is added to stop
the reaction. This produces s yellow endpoint colour. Absorbance at 450/620 nm is read using an ELISA microwell plate reader.

4. MATERIALS

munoenzymatic determination of specific antibodies is based on the ELISA {Enzyme-linked immunosorbent

4.1. Reagents supplied

. Mumps Virus Coated Microplate (IgG): 12 break-apart 8-well snap-off strips coated with Mumps Virus antigens; in
resealable aluminium foil.

. IgG Sample Diluent: 1 bottle containing 100 m! of phosphate buffer (10 mM) for sample dilution: pH 7.2 £0.2; coloured
yellow; ready to use; white cap.

L] Stop Solution: 1 bottle containing 15 mt sulphuric acid, 0.2 molfl; ready to use; red cap.

- Washing Buffer (20x conc.): 1 botle containing 50 mi of a 20-fold concentrated phosphate buffer (0.2 M),
pH 7.2 £0.2, for washing the wells; white cap.

. Mumps Virus anti-igG Conjugate: 1 bottle containing 20 ml of peroxidase labelled antibody to human 1gG in
phosphate buffer (10 mM); coloured blue; ready to use; black cap.

. TMB Substrate Solution: 1 bottle containing 15 mi 3,3',5 5tetramethylbenzidine (TMB). < 0.1 %; ready to use; yellow

cap; < 5% NMP.

conirol (human serum or plasma); coloured yellow; ready to

use; red cap.
2, Mumps Virus IgG Cut-off Control: 1 vi
use; green cap.

containing 3 ml controi (human serum or piasma); coloured yellow; ready to

. Mumps Virus IgG N five Controlt 1 vial oc ining 2.m-contrel-{human-sermror otasmaicoioured yeliow Teady

Product Number: MUMG0340 (96 Determinations)

{0 use, blue cap.

For polential hazardous substances please check the safety data sheel.



4.2.  Materials supplied
. 1 C
. 1 Instruction for use (IFU)
2 1 Plate layout

4.3.  Materials and Equipment needed

. ELISA microwell plate reader, equipped for the measurement of absorbance at 450/620 nm
- Incubator 37 °C

- Manual or automatic equipment for rinsing wells

. Pipettes to deliver volumes between 10 and 1000 p!

= Vortex tube mixer

. Distilled water

e Disposable tubes

5. STABILITY AND STORAGE

Store the kit at 2...8 °C., The opened reagents are stabie up to the expiry dale stated on the label when stored at 2.8°C
6. REAGENT PREPARATION

8. ASSAY PROCEDURE

It is very important to bring all reagents and samiples to room temperature (20...25 °C) and mix them before
starting the test run!

6.1. Coated Microplate

The break-apart snap-off strips are coated with Mumps Virus anligens. Immediately after removal of the strips, the remaining
strips should be resealed in the aluminium foil along with the desiccant supptied and stored at 2.8 °C.

6.2. ashing Buffer (20x conc.)
Dilute Washing Buffer 1 + 19; e. g. 10 ml Washing Buffer + 190 ml led water. The diluted buffer is stable for 5 days at room

temperature (20...25 °C). In case crystals appear in the concentrate, warm up the solution to 37 °C .g. in a water bath. Mix well
before ion.

6.3. TMB Substrate Solution

._.‘rm\Smwm,nfTEmaio‘cmmtm:a\:mwknqcm\ﬂoqmd\mﬁ -.87C, away from the Tight. The solution should be colourless or could
have a slight blue tinge. If the substrate turns into blue, it may have become contaminated and should be thrown away.

7. SAMPLE COLLECTION AND PREPARATION

Lige human serum or plasma (citrate, heparin) samples with this assay. For CSF please use the instruction for use ABVL0O001. If
the assay s performed within 5 days after sample collection, the samples should be kept at 2...8 °C; atherwise they should be
sliguotad and slored deep-fmzen (=70...-20 °C). If samples are stored frozen, mix thawed samples well before testing. Avoid
repeated freezing and thawing.

Heal inactivation of samples is not recommended.

7.1. Sample Dilution

Before assaying, all samples should be diluted 14100 with 19G Sample Diluent, Dispense 10 il sample and 1 m 1gG Sample
Diluent into tubes to obtain a 1+100 dilution and thoroughly mix with a Vortex,

8.1. Test Preparation

Please read the instructicn for use carefully before perlorming the agsay. Result reliabllity depends on strict adherence to the
instruction for use as descriped. The fallowing tes! procedurs is only validated for manual procedure, if pe Ing the. test on
ELISA automatic systems wa recommend increasing the washing steps from three to five and the volume of Washing Buffar
from 300 pl to 350 I to aveid washing effects. Pay attantion to chapler 12, Prior to commencing the assay, the distribution and
identification pian for all zamples and standardsicontrols [duplicales reco 2} shouid be carefully established an the plate
layout supplied in the kit Select the required number of microtiter st ps or welis and insert tham
Perform ali assay steps in the order given and without any delays

A clean, disposable lip should be used for dispensing each standard/control and sample. -

m,o._.cﬂ the incubator to 37 +1 °C.

1. Dispense 100 pl standards/controls and diluted samples into their respective wells. Leave well A1 for the Substrate
Blank.

2. Cover wells
3, Incubate for 1 hour £ 5 min at 37 +1 °C.

4, When incubation has been tompieted, remove the foil, aspirate the content of the wells and wash each well three times
with 300 pl of Washing Buffer. Avoid overflows from the reaction wells. The interval between washing and aspiration
should be > 5 sec, At ihe end carefully remove remaining fluid by tapping strins on tissue paper prior to the next step!

Note:  Washing is important! Insufficient washing resulls in poor precision and false resuits.
Dispense 100 ut Conjugate into all wells except for the Substrate Blank well A1

Incubate for 30 min at room temperature (20...25 °C). Do not expose to direct sunlight
Repeat siep 4.

Dispense 100 pl TMB Substrate Solution into all wells.

Incubate for exactly 15 min at room temperature (20...25 °C) in the dark. A blue colour occurs due to an enzymatic
reaction.

© o~ !

10. Dispense 100 pt Stop Soiution inio aii weils in the same order and at the same rate as for the TMB Substrate Solution,
thereby a colour change from blue 1o yellow occurs,

. Measure the absorbance at 450/620 nm within 30 min after addition of the Stop Solution.

iy

8.2, Measurement
Adjust the ELISA microwell plate reader to zero using lhe Substrate Blank,

If - due to technical reasons - the ELISA microwell plate reader cannot be adjusted to zero using the Substrate Blank, subtract.
its absorbance value from all other absarbance values measured in order to obtain reliable results]

Measure the absorbance of all wells at 450 nm and record lhe absorbance values for each standard/control and sample in the
plate layout.

Bichromatic measurement using a reference wavelength of 620 nm is recommended.
Where applicable calculate the mean absorbance values of all duplicates

9. RESULTS

9.1. Run Validation Criteria

In order for an assay to be considered valid, the following criteria must be met
= Substrate Blank:  Absorbance value < 0.100

= Negative Control:  Absorbance value < 0.200 and < Cut-off

*  Cut-off Control: Absorbance value 0.150 — 1.300

. Positive Control:  Absorbance value > Cut-off

If these criteria are not met, the test is not valid and must be repeated.

9.2. Calculation of Results

e Cut-off Cuntroi determinarions,

Control 0.44 + absorbance value Cut-off controt 8.42 = 0.86 / 2 = 0.43

9.2.1.  Results in Units [NTU]

Sambole {mean) absorbance value x 10
Cut-off

Example:  1.591x10 = 37 NTU (Units)
043

= [NovaTec Units = NTU]



9.3. Interpretation of Results

Cutepff TONTY | ¥

Positve S 19 NTU Antibodies agains! the pathogen are present.
: : There has been a contact with the anligen (pathogen resp. vaccine),

Antibodies against the pathogen could not be detected clearly.
Equivocal 9—11NTU It is recommended to repeat the test with a fresh sample in 2 o 4 weeks. If the
result is equivocal again the sample is judged as negative.

<9 NTU The sample conlains no antibodies against the pathogen.

Negativ ; 5 o . .
egative A previous contact with the antigen (pathegen resp. vaccine) is unlikely

Diagnasis of an infectious disease shouid nol be established on'the basis of = singls test re:
take into consideration clinical histary, symptomatology as well as serological data,

precise diagnosis should

mmunocompromised patients and newborns seroingical data anly have restricted value.

9.3.1. Antibody Isotypes and State of Infection

Serology Significance
_ Characteristic of the primary antibody response
Ighd High Igi titer with low 19G titer: — suggests a current or very recent infection
Rare: — persisting IgM

Characleristic of the secondary antibody response
sle} May persist for severaj years
High IgG titer with low IgM titer: — may indicate a past infection

10. SPECIFIC PERFORMANCE CHARACTERISTICS

The results refer to the groups of samples investigated; these are not guaranized specifications.
For furthe

formation about the specific performance characteristics please contact NovaTec Immundlagrostca Gmbk,

10.1. Precision

Intraassay _ n Mean (E

cv (%)

#1 24 0.411 4.14
#2 24 1173 4.32
#3 24 1.338 1.41
interassay n Mean {(NTU) CV (%)
#1 12 30.07 4.58
#2 12 31.66 5152
#3 12 2.87 8.27

10.2. Diagnostic Specificity
The diagnostic specificity i ity of the assay of scoring negative in the absence of the specific analyte
It is 95.83% (95% confidence intervai: 85 75% - 99.49%)

defined as the probab

10.3. Diagnostic Sensitivity

The diagnostic sensitivity is defined as_the probabi ity of the assay of scoring positive in the presence of the specific analyte
Itis 93.55% (95% confidence interval: 88.41% - 86 43%)

10.4. Interferences

Interferences with hemolytic. jipemic or icteric samples are not observed up to a concentration of 10 mg/mi hemogiobin, 5 mg/ml
triglycerides and 0.5 mg/ml i

10.5. Cross Reactivity

Investigation.of 2 sample_pane|

posiive results due 1o cross-reaction

y cross-reacting parameters did not reveal evidence of faise-

12.PRECAUTIONS AND WARNINGS  _

*  In compliance with article 1 paragraph 2b European dirsctive 38T9/EC the use of the in vitro diagnostic medical devices is
intended by the manufacturer ta secure suitability, performances and safely of the product. Therefore the procedure,
the infafmation, the precautions and warnings in the Instructions for Use have o be strictly followed, The fest procedure,
the information, the precautions and warnings in the Instructions for use have to be striclly followed. The use nf the lesikils
with analyzers and similar equipmant has 1o be validated. Any change in design, composition and test procedure as well as
far any use in combination with other products nat approved by the manufacturer is not authorized: the user himsel! is
responsiole for such charges. The manufacturer is not liatie for false resulls and incidents for these reasgns. The
manufacturer is not flatie for any results by visual analysis of the patient samples.

*  Only for in-vitro diagnestic use.

= All materials of human or animal ongin should be regarded and haadled as potentially infectious

= All components of huran arigin used for the production of these reagents have been tested for
HCV antibodies and HBsAq and have been found 1 be non-reactive.

* Do notinterchange reagents or sirips of differant production iots,

*  Noreagents of other manufacturers should be used along with reagents of this test kit

= Donoluse reaganis after expiry date stated on the label,

*  Use only clean pipetie tips, dispensers, and lab wars,

¢ Donatinterchange screw caps of reagent vials to avoid cress-cantamination.

= Close reagent vials tightly immediately after use to avoid evaperation and microbial contamination.

*  After first opening and subssguent slorage check conjugate and slandardicontrol vials for microbial conta
furiher use.

*  To avoid cross-contamination and falsely elevated results pipette pa
accurately into the wells.

*  The ELISA s only designed for qualified personnel who are fa

ation prior 1o

nt samples and dispense reagents without spiashing

iliar with good laboratory practice.

12.1. Disposal Considerations

Residues of chemicals and preparations are generally considered as hazardous waste. The disposal of this kind of Emm_m. is
regulated through national and regional laws and regulations. Contact your local authorities or waste management companies
which will give advice on how to dispose hazardous waste.

13. ORDERING INFORMATION

Prod. No.: MUMG0340  Mumps Virus IgG ELISA (96 Determinations)

11 LIMITATIONS OF THE PROCEDURE

Bacterial contamination or repeated freeze-thaw cycles of the sample may affect the absorbance values
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ENGLISH
1. INTRODUCTION

Clostridia are spore-forming gram-positive bacteria. The round spores are build at the terminal end which results in the

microscope in a “tennis racket” like shape.

Tetanus develops only when spores of Clastridium telani germinate under sinct anaercbic conditions after gaining access to
wounds and small facerations. The clinical manifestation of the dissase is p ary nol caused by the invasion of the exciter bt

by the secration of a powerful neurotoxin tletanospasmin). This toxdn blocks the Inhibition of the signal fransduction snd has a
figh 2ffinity 1o the cenlral nervous system. The conssquence is hyper excitabilty of the muscies lo external sim

._
combination with a principal ncrease of the muscle tonus withou! influence of cansciousfiess, It starts with tonic spasm of
museles (fimus), mimic museles and gallel muscles. Neck, back and abdominal musculature foliow, At the same time fhe
appearance of refectory spasm of whole muscle groups can hamper breathing, Hyper salivation and swallowing problems cause
aspiration and pneumania with the next bresth

Clostridium tetan| is ubiquitous present in soll and Intestine of humans and animais Ingestion of batiera or growth in the
intestine of man or animal is without harm, The spares are extremely rasistanl lowards heat and can stay infaclious for a long
perind, The bacleria can get under the skin by even smallest wounds. in Europe tetanus mainly occurs after injuries and
sometimes postoperative whereas In developing countries Tetanus is widely disseminated: The WHO assumes that one million
people die becsuse of telanus worddwide per year.

Tetanus toxin is an excellent immunogen in man - only one antigenic type of toxin. The only effective way lo controf tetanus is
by prophylactic active immunization.

| Species _ Disease Symptoms (e.g.) Transmission route
Clostridium tetani _ Tetanus Trismus, dysphagia, severe, painful Injury (Infection of the wound with
spasms of whoie muscie groups, Clostridium tetani}
_ hypersalivation. aspiration, asphyxia

The presence of pathogen or infection may be identified by

= Microscopy
® Serology: e.g. ELISA

2. INTENDED USE

The Clostridium tetani toxin IgG ELISA is intended for the quantitative determination of IgG class antibodies against Clostridium
tetani toxin in human serum or plasma (citrate, heparin).

3. PRINCIPLE OF THE ASSAY

The quantitative immunoenzymatic delermination of specific antibodies.is-based-on-the ELISA (Enzyme-linked Immuncsorbent-
Assay) technique. i .

Microplales are coated with specific antigens (o bind carresponding antibodies of the sample. After washing the wells to remove
all unbound sample maierial a harseradish peroxidase (HRP) Iabslied conjugale is added. This conjugate bings to the captured
antibodies. In & second washing step unbound conjugate is removed, The Immune complex formed by the bound canjugate Is
visualized by adding Tetramethylbenzidine (TME) substrate which gives a blue reaction product

The intensity of this produet is proporticnal to the amount of specific antibodies in the sample. Sulphuric acid is added to stop
the reaction. This produces a yellow endpoint colour. Absorbance at 4500620 nm is read using an ELISA microwell plate reader.

————————————Product Number——TETG0430(96 Determinations ]




4. MATERIALS

4.9. "Reagents supplied

- Clostrigium tetani toxin Coated Microplate (igG): 12 break apart 8-well snap-cff strips coaled with Clostridium tetani
toxin (toxoid) antigens; in resealable aluminium foil.

- 1g9G Sample Diluent: 1 bottle containing 100 ml of phosphate buffer (10 mM) for sample dilution; pH 7.2 +0.2; coloured
yellow; ready to use; white cap.

= Stop Solution: 1 batile containing 15 m! sulphuric acid, 9.2 mol eady to use: red cap

= Washing Buffer (20x conc.): 1 boltle containing 50 ml of a 20-fold concentrated phosphate buffer (0.2 M),
pH 7.2 2 0.2, for washing the wells; white cap.

- Clostridium tetani toxin anti-lgG Oo:‘?mm»m_ 1 bottle cont; g 20 ml of peraxidase labelled antibody to human 19G

phosphate buffer (10

biue; ready o use; biack cap.

. TMB Substrate Solution: 1 bottle containing 15 ml 3,3'.5,5-tetramethyibenzidine (TMB), < 0.1 %; ready to use; yellow
cap; < 5% NMP

. Clostridium tetani toxin IgG Standards: 4 vials, each containing 2 ml standard (human serum or plasma); coloured
yellow; ready to use.
Standard A: 0.0 iU/ml; blue cap
Standard B: 0.1 1U/ml; green cap
Standard C: 0.5 1U/ml; yeilow cap
Standard D: 1.0 U/ml; red cap

The standards are calibrated in accordance with the Who [nternational Standard; "1st International Standard for
Tetanus immunoglobulin, Human": NIBSC Code: TE-3.

For polential hazardous substances please check the safety data sheet

4.2, Materials supplied

- 1 Cover foil
. 1 Instruction for use (IFU}
= 1 Plate tayout
_4.3. Materials and_Equipment needed
.. ELISA miciowell plate reader, equipped for the measurement of absorbance at 450/620 nm
» Incubator 37°C
- Manual or automatic equipment for sing wells
. Pipeltes to deliver volumes between 10 and 1000 pl
o Vortex tube mixer
O Distilled water
- Disposable tubes

5. STABILITY AND STORAGE

Store the kit al 2..8 °C. The opened reagents are stable up to the expiry date stated on the label when stared at 2...8 °C.
6. REAGENT PREPARATION

7. SAMPLE COLLECTION AND PREPARATION

lise numan serum or plasma (citrate, heparin) samples with this assay. For CSF please use the instruction for use ABVLGOC. if
the assay s performed within 5 days afler sample collection, the sampies should be kept at 2.8 °C; otherwise they should be
sliquoted and stored deep-frozen (-70...-20 °C). If samples are slored frozen, mix thawed samples well before testing. Avoid
repeated freezing and thawing.

Heat inactivation of samples is not recommended

7.1. Sample Dilution

Before assaying, all samples should be diluted 1+100 w
Diluent into tubes to obtain a 1+100

ig

mmm.mav_m _m:».ommumjmmA_o.r_mmm:ﬁ»mm:a‘_3‘:mOMmBEm
ution and thoroughly mix with a Vortex.

8. ASSAY PROCEDURE

&. AssA (o103 = 2Ly

It is very important to bring all reagents and samples lo room temperature (20...25 °C) and mix them before
starting the test run!

6.1.  Coated Microplate

The break-apart snap-off strips are coated with Clostridium tetani toxin {toxoid) antigens. Immediately after removal of the strips,
the remaining strips should be resealed in the aluminium foil along with the desiccant supplied and stored at 2.8 °C.

6.2.  Washing Buffer (20x conc.)
Dilute Washing Buffer 1 + 19; e. g. 10 ml Washing Buffer + 19C mi distilled water. The diluted buffer is stable for 5 days at room

temperature (20...25 °C). In case crystals appear in the concentrate, warm up the solution to 37°C e.g. in a water bath. Mix well
before dilution.

6.3. TMB Substrate Solution

The ﬁmm@.mﬂ is ready to use and has tc be stored at-2. 8 °C, away from the light. The solution should be colourless or could
have a slight blue tinge. if the substrate turns ay have become contaminated and should be thrown away.

Ue, i

8.1. Test Preparation

Please read the instruction for use carsfully before perfonming the assay. Resull reliabifity depends on strict adherence ta the
instruction for use as descritied. The following test procedure is anly validated for manual procedure. If performing the test on
ELISA aulomatic systems we recommend increas g the washing steps from three to five and the volume of Washing Bufier
from 300 pl to 350 pl ta avoid washing effects. Pay attention to chapter 12, Prior to commene ng e assay, the distributicn and
identification plan for &l semples and standards/controls {duplicates recommendsad) should be carefully estabiished on the plate
layout supplied in the kil, Select the required number of microtiter sirips or weils and inser them into the hoider.

Perform all assay steps in the order given and without any delays

A clean, disposable tip should be used for dispensing each standard/control and sample.
Adjust the incubator to 37 £1 °C
1. Dispense 100 p! standards/co
Blank.
2. Cover wells with the foil supplied in the kit.
3. Incubate for 1 hour £ Smin at 37 £ 1 °C.
4. When Incubalion has been completad, remove the fol, aspirale the conlent of ine walls and wash each well thres limes
with 300 pl of Washing Buffer. Avaid overflows from the reaction wells. The interval between washing and aspiration
———should-be-= 5 sec. At the end carelully remove remal ing-fiuid by tapping strips @n issue paper prior to the next step!
Note:  Washing is important! Insufficient washing resulis in poor precision and false results.
Dispense 100 i Conjugate into all welis except for the Substrate Blank well A1
Incubate for 3G min at room temperature {20...25°C). Do not expose lo direct sunlight.
Repeat step 4
Dispense 100 pl TMB Substrate Solution into all wells

Incubate for exactly 15 min at room temperature {20...25 °C) in the dark. A blue colour occurs due to an enzymatic
reaction.

10. Dispense 10C yl Stop Solution into all wells in the same order and at the same rate as for the TMB Substrate Solution,
thereby a colour change from blue to yellow occurs.

11. Measure the absorbance at 450/620 nm within 30 min after addition of the Stop Solution.

diluted samples into their respective weiis. Leave weli A1 for the Substrate

© ® N o’

8.2. Measurement
Adjust the ELISA microwell plate reader to zero using the Substrate Blank

If - due to technical reasons - the ELISA microwel plate reader cannot be adjusted to zero using the Substrate Blank, subtract
its absorbance value from all other absorbance values measured in order to abtain reliable resuits!

Measure the absorbance of all wells at 450 nm and record the absorbance values for each standardg/controf and sample in the
plate layout.

Bichromalic measurement using a reference wavelength of 620 nm is recommended
Where applicable calculate the mean absorbance values of all duplicates.




9. RESULTS

9.1. Run Validation Criteria
In order for an assay to be considered valid, the following criteria must be met:

. Substrat-Blank: Absorbance value < 0.100
. Standard A: Absorbance value < 0.200
. Standard B: Absorbance value > 0.150
. Standard C: Absorbance value > 0.500
. Standard D: Absorbance value > 1.000

Standard A < Standard B < Standard C < Standard D
If these criteria_are not met, the test is_rot-valid-and-must be repeated: - - - o
9.2. Calculation of Results

In order to abiain quantitative resuits in |Ufml blat the {mean) absorbance values of the 4 Standards A- D on (linear/linear)
graph paper in & system of coordinates against their coresponding concentrations (0.0 / 0.1 / 0.5 and 1.0 IU/ml) and draw a
standard curve (absarbance values on the y-axis, concentrations on the x-axis).

Read resuits from this standard curve emplaying the (mean) absorbance values of each patient sample.
For the calculation of the standard-curve matherratical Paoint to Peint function should be used.

9.3.  Typical standard Curve

9.4. Interpretation of Results and Recommendations [IU/ml]

<01 1Uim| Nao protective antibody level or no reliable profectiont |
Immediate full course of basic immunization or booster injection and contrel of |
antibody concantration 4 1o § weeks later s recommended,

G.41-0.5 IWimi Reliable protectiont
Baosler injection and control of antibody concentration 4 to 6 weeks latar 5
recommended,

0.51-1.0 1Wmi Relizble protection; control of antibody concentration after about 2 years Is
recommended.
Booster injection is not required,
Note!  In cases of antibody concentrations greater than 0.5 |Ufmi vaccination can
cause side effecis|

11 - 5.0 Wmi Range of long term protection:
Cantrol after 5 10 10 years

> 5.0 1Uiml Range of long term protection:

ontrol affer 10 years Immunisation and to recard the data on ihe certificate of

vaccinghion

Diagnosis of an infectious disease should not be established on the basis of a singie tesiresy
Into consideration clinical history, symat maloingy &= well as serological data
In immunocomeremised patients and newboms serological dala only have restricted value.

- A precise dizgnosis should take

10. SPECIFIC PERFORMANCE CHARACTERISTICS

The results refer to the groups of samples investigated; these are not guaranteed specifications.
Far further information about the specific performance characteristics please contact NovaTec Immundiagnostica GmbH

10.1. Precision

L . 0.060 9.62
#2 12 0.084 11.33
#3 12 0.658 13.98

10.2. Diagnostic Specificity

The diagnostic specificity is defined as the probability of the assay of scoring negative in the absence of the specific analyte.
Itis 100.0% (95% confidence interval: 76.84% - 100.0%).

10.3. Diagnostic Sensitivity

The diagnostic sensitivity is defined as the probability of the assay of scoring positive in the presence of the specific analyte
Itis 99.22% (95% confidence interval: 95.76% - 99.98%).

10.4. Analytical Sensitivity

The analytical sensitivity (according to CLSI EP17-A) is defined as the apparent concentration of the analyte that can be
distinguished from the zero calibrator. It is 0.01 [U/ml.

10.5. Interferences

Interferences with hemolytic, lipemic or icteric samples are not observed up to a concentration of 10 mg/ml hiemoglabin, 5 mg/ml
triglycerides and 0.5 mg/ml bilirubin.

10.6. Cross Reactivity

Investigation of a sample panel with antibody act ties to potentially cross-reacting parameters did not reveal svidence of false-
positive resulls dueto cross-réactions.—

10.7. Measurement range
The measurement range is 0.01 1U/ml — 1 1U/ml.

~ 1L LIMITATIONS OF THE PROCEDURE

Bacterial contamination or repeated freeze-thaw cycles of the sample may affect the absorbance values.

0



12. PRECAUTIONS AND WARNINGS

reomplisnce with sricle paragraph 2b European directive 98/79/EC the use of the in vitro diagnostic medical devices is
tended by the manufaclurer 1o secure s tability, perfarmances and safety of the product. Therefore the test procedure,
the information, the precautions and wa ngs in the instructions for use Fave to be strictly followed. The test procedure,
the nformation, the precautions and wamings in the instructions for use have to be strictly followed. The use of the testkits
with analyzers and similar squipment has (o be validated. Any change in design, composition and test procedure as well as
for any use In combinatian with ather craducts nol approved by the manufacturer is not authorized; the user himself is
responsible for such changes, The manufacturer is not fiable for fafee results and incidents for these reasons. The
manufacturer i not liable for any resuits by visual analysis of the patient samples.

Only for Ir-vitro diagnostic use.

Al materials of human ar animal ongin should be regarded and handled as potentially infectious.

All components of human origin used for the production of these reagents have been lested fof anti-HIV. antibodies, anti-
HEW antibodies and HBsfag and have been found to be non-reaciive.

Da not interchange reagents or str s of differert production lots,

Mo reagents of other manufacturers should be used atong with reapents of this test kit.

Do not use reagents after expiry date stated on the fabel,

Use only clean pipette tips, dizpensers, and Jab ware

Da not interchange screw caps of reagent vials o avoid cross-contamination,

Close reagent vials tightly mimediataly after use to aveid evaporation and microbial contamination
After first opening and subsequent st rage check conjugats and standard/cantrol vials for micro
further use,

To avoid cross-contamination and falsely elevated results pipette patient samples and dispense reagents without splashing
accurately into the welis.

The ELISA is only designed for qualified personnel who are familiar

ial contamination prior to

ith good laboratory practice.

12.1. Disposal Considerations

Residues of chemicals and preparations are generally considered as hazardous waste. The disposal of this kind of waste is
regulated through national and regional laws and regulations. Contact your local authorities or waste management companies
which will give advice on how to dispose hazardous waste.

13. ORDERING INFORMATION
Prod. No.: TETG0430 Clostridium tetani toxin 196 ELISA (96 ‘Determinalions)
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ENGLISH
1. INTRODUCTION

Brucella is a small Gram-negative bacterium (0.4-0.8 ym in diameter and 0.4-3.0 Km in fength) which is non-flagellated, and
non-spore-forming. They are named after the mi itary doctor David Bruce, who on Malta in 1887 isalated the pathogens from the
spleen of a soldier who died of undulating fever. Four species are pathogenic to human: Brucella abortus, Brucella melitenss,
Brucella suis and Brucella canis. All four species are exciters of Brucellosis, a disease characterized by undulating fever.
Depending on exciter the disease is also called Morbus Bang (B. abortus) or Malta fever (B. melitensis).

The pathogens are transmitted from animals; which are mainly affected. The infection fs caused by contact with #l animals or
their excrements as well as by non-pasteurized milk and mik products like fresh cheese from sheep or goat. Main entrances are
skin. wounds, conjunctives and digestive tract. The intact pathogens are fransporied by granulocytes into loeal lymph nodes,
from where they spread haematogenous, All kind of organs can be infected. Symploms depend ug on the infectad organ, where
an inflammation takes place. Until now the pathogenic mechanism is riot completely understood

Bruceliosis appears wordwide. In nar-pasteurized mitk and milk preducts Brucella is viably and infectious for weeks. Bovine
brucellosis caused by Brucella abortus is still the most widespread form, although reported incidence and prevalence of the
disease vary widely from country to country {from <007 to 200 per 100,000 population). Brucella melitensis is endemic in
areas where keeping of sheeps and goats is freguent. It causes senous human infections. Working with these bacteria in
laboratories necessitates highest carefulness because of nigh contaglosity. Risk groups include abattoir workers, meat
inspectors, animal handlers, velerinarians, and laboratorians. Srucellosis is a nationally notifiable disease and reportable to the
Iecal health authority.

Species Disease Symptoms (e.g.) Transmission route

B. abortus (cattle) | Bruceila Fever, chills (undulating fever), malaise, | Orai (non-pasteurized milk and

B. melitensis | arthritis, hepatitis, endocarditis, milk products)

(sheep, goats) hepatomegalie, osteomyelitis (OM) Percutan Ano_._#mn” with ill

B. suis (pigs) | animals or their mxn_.mam:.mv

B is (d In general no transmission from |
I canis (dogs) _ hurnan to human _

The presence of pathogen or infection may be identified by
= Histology
*  Serology: e.g. ELISA

2. INFENBED USE

The Brucella IgM ELISA is intended for the gual
plasma (citrate, heparin)

3. PRINCIPLE OF THE ASSAY

The qualitative immunoenzymatic determination of specific antibodies is based on the ELISA (Enzyme-linked Immunoserbent
Assay) technique.

Microplates are coated with specific anfigens to bind corresponding antibodies of the sample. After washing the weils to remove
all unbound sample material a horseradish peroxidase {HRP] labelled conjugate is added, This conjugate binds to the captured
antibodies. in & second washing step unbound conjugate is removed. The immune complex formed by the bound conjugale is
visualized by adding Tetramethylbenzidine {TMB) substrate which gives a blue reaction product.

The intensity of this produet fs proportional to the amaunt of specific anlibodies In the sample. Sulphuris acid is added 10 stop
the reaction, This produces a yellow endpoint colour. Absarbance at 4500620 nm is resd using an ELISA microwell plate reader

tive determination of IgM class antibodies against Brucella in human serum or

Product Number: BRUMO0050 (96 Determinations)




4. MATERIALS

-4.1: - “Reagents supplied

- Brucella Coated Micropiate (IgM): 12 break-aparl 8-well snap-off strips coated with Brucella antigens: in resealable
atuminium fq

- IgM Sample Diluent: 1 battle contaimng 100 ml of phosphate buffer (10 mM) for sample dilution: pH 7.2 £0.2; anti-
human |gG (RF Absarbent): coloured Green; ready to use; white cap.

- Stop Solution: 1 bottle cantaining 15 ml sulphuric acld, 8.2 mol/; ready to use; red cap.

. Washing Buffer (20x conc.): 1 hotlle coniaiming 50 ml of a 20-fold concentrated phosphate huffer (0.2 M),
PH 7.2 £ 0.2, for washing the wells; white cap,

° Brucella anti-lgh Conjugate: 1 bottle containing 20 ml of peroxidase labelled antibody to human IgM in phosphale
buffer (10 mM); coloured red: ready ¢ ise; biack cap.

. TMB Substrate Solution: 1 bottle containing 15 ml 3,355 -tetramethylbenzidine (TMB), < 0.1 %; ready to use; yellow
cap; <5 % NMP

- Brucella IgM Positive Control: 1 vial containing 2 ml control (human serum or plasma); coloured yellow; ready to use;
red cap.

= Brucella igh Cut-off Conirol: 1 vial containing 3 mi control {human serum or plasma); coloured yellow; ready to use;
green cap.

- Brucella IgM Negative Control: 1 vial containing 2 ml control (human serum of plasma); coloured yeliow; ready to

use; blue cap.
For potential hazardous substances please check the safety data sheet,

4.2, Materials supplied

4
- 1

. 1 Instruction for use (IFU)
- 1 Plate layout

4.3. Materials and Equipment needed

* ELISA microwell plate reader, equipped for the measurement of absorbance at 450/620 nm
2 Incubator 37 °C

= Manual or automatic equipment for rinsing welis

. Pipettes to deliver volumes between 10 and 1000 pl

. Vortex tube mixer

led water

posable {ubes

5. STABILITY AND STCRAGE

Store the kitat2...8 °C. The opened reagents are stable up to the expiry date stated on the fabel when stored at 2.8 °C
6. REAGENT PREPARATION

It is very important to bring all reagents and samples to room temperature (20..,25 °C) and mix them before
starting the test run!

6.1.  Coated Microplate

The break-apart snap-off strips are coated with Brucella anligens. Immediately after removal of the strips, the remaining strips
should be resealed in the aluminium f along with the desiccant supplied and stored at 2...8 °C.

6.2.  Washing Buffer (20x conc.)

Dilute Washing Buffer 1 + 19; e. g. 10 ml Washing Buffer + 190 m| distilled water. The ited buffer is stable for 5 days at room
femperature (20...25 °C). In case crystals appear in the concentrate, warm up the solution to 37°C e.g, in a water bath. Mix well
before dilution.

6.3. TMB Substrate Solution

. , awa 3 shouid be coiouriess or coutd
have a slight blue tinge If the substrate turns into blue. it may have r nd shoiild be thrown away.

7. SAMPLE COLLECTIO

2ANFLE LOLLECTIO

AND PREPARATION

Use human serum or plasma (citrate. heparin) samples with this assay. For CSF please use the instructionforuse ABVEAGS4

7.1. Sample Dilution

Before assaying, all sampies should be diiuted 1+100 with IgM Sample Diluent. Cispense 10 pl sam
Diluent inte tubes 1o obtain a 1+100 dilution and thoroughty mix with a Vortex.

8. ASSAY PROCEDURE

e and 1 mi IgM Sampie

8.1. Test Preparation

Please read the instruction for use carefully before perorming the assay. Result raliabi ity cepends on strict adherence to the
instruction for use as described. The following lest procedure s only validated for manual procedure. IF performi g the iest an
ELISA automatic systems we recommend increasing the washing steps from three ta five and the volume of Was ing Buffer
from 300 pl to 350 pl to aveid washing effects. Pay attentian to chapter 12. Prior to commancing the assay, the distribution and
identification-plan for all samples and standards/contio {gduplicates recommended} shoilid be carslully estabiished on the olate
layout supplied in the kil. Select the required number of microtiter strips or wells and insert them intg the halder

Perform all assay steps in the order given and withoul any delays.

A clean, disposable tip should be used for dispensing each standard/control and sample,
Adjust the incubator to 37 + 1 °C,

1. Dispense 100 pl standards/controls and diluted samples into their respective wells. Leave well A1 for the Substrate
Blank.

Cover wells with the foil supplied in the kit.
Incubate for 1 hour 5 min at 37 +1 °C.

When incubation has been completed, remove the fail, aspirate the cantent of the wells and wash each well three times
with 300 pl of Washing Buffer. Avaid overfiows from the reaction wells. The interval between washing and aspiration
should be > 5 sec. At the end carefully remove remaining fluld by tapping strips an tissue paper pricr to the next step!
Note: Washing is important! |nsufficient washing results in poor precision and false results.

pense 100 ul Conjugate into all wells except for the Substrate Blank well A1.

f. Incubate for 30 min al room temperature (20...25 °C). Do not expose ta direct sunlight.

7. Repeatstep 4.

8. Dispense 100 ul TMB Substrate Solution into all wells.

9. Incubate for exactly 15 min at room temperature (20...25 °C) in the dark. A blue colour occurs due to an enzymatic
reaction.

10. Dispense 100 yi Stop Solution into all wells in the same order and at the same rate as for the TMB Substrate Solution,
thereby a colour change from blue to yellow occurs,

11. Measure the absarbance at 450/620 nm within 30 min after addition of the Stop Solution.

8.2. Measurement
Adjust the ELISA microwell plate reader to zero using the Substrate Blank

If - due to technical reasons - the ELISA microwell plate reader cannot be adjusted to zero using the Substrate Blank, subtract
its absorbance value from all other absarbance values measured in order to oblain reliable results!

Measure the absorbance of all wells at 450 nm and record the absorbance values for each standard/control and sample in the
plate layout.

Bichromatic measurement using a reference wavelength of 620 nm is recommended
Where applicable calculate the mean absorbance values of all duplicates.

9. RESULTS

9.1.  Run Validation Criteria

In order for an assay to be considered valid, the follow
- Substrate Blank:  Absorbance value < 0.100
] Negative Control:  Absorbance value < 0.200 and < Cut-off
- Cut-off Control: Absorbance 150 ~ 1.300

- Positive Cantrol- Absorb

If these criteria are not m

theassay s pertored 2 days afler sample collection, the samples should be kept al 2...8 °C: otherwise they should be
aliquoted and stored desg-frazen (-70.__.20 °C). 1T samples are stored frozen, mix thawed samples well before testing. Avoid
repeated freezing and thawing

Heat inactivation of samples is not recommended



9.2.  Calculation of Resuits

__The Cut-off is the mean_absarbance value of the Cuit-off-Control determina

Example: Absorbance value Cul-off Control 0.44 + absorbance value Cut-off control 0,42 = §.86 / 2 = 0.43
Cut-off = 0.43

9.21.  Results in Units [NTU]
Sample (mean) absorbance value x 10 = [NovaTec Units = NTU]

Cut-off
Example:  1.591x10 = 37 NTU (Uniis)

0.43
9.3. Interpretation of Results
| Cutoff 10 NTU _ - 1

Positive > 11 NTU Antibodies against the pathogen are present.

There has been a contact with the anligen (pathogen resp. vaccine)

Antibodies against the pathagen could not be detected clearly.
Equivocal 9-11NTU It is recommended to repeal the test with a fresh sample in 2 to 4 wesks. IF the
result is equivocal again the sample is judged = negative.

| <9 NTU The sample cont

Negative 5 no aniibodies against the pathogen

| A previous contact with the antigen (pathogen resp. vac e} is unlikely.

Diagnosis of an infectlous disease should not be established on the basis of a single test result. A precise diagnosis shauld
tzke inta consideration clinical history, symptomatology as well as serological data,
In immunocompromised patisnts and newboms seroiogical data only have restricted value,

 Dlindl it
9.3.1. Antibody Isotypes and State of Infection
_M_.c_n,n___ | significance
| Characteristic of the primary aniibody response
Ight High IgM titer with low 19G titer: — suggests a current ar very recent infection

Rare: = persisting Ight
Characteristic of the secondary antibody response
sl ] May persist for several years
| High 1aG titer with low I1gM titer: — may indicate a past infection

10. SPECIFIC PERFORMANCE CHARACTERISTICS

The results refer to the groups of samples investigated; these are not guaranteed specifications.
For further information about the specific performance characteristics please contacl NovaTec immundiagnostica GmbH.

10.1. Precision

Intraassay n___ Mean(OD) CV (%)

#1 24 0.550 5.82

#2 24 1.048 4.27

#3 24 0.998 4.18

Interassay n____ Mean (NTY) CV(%) .
BT T T T T o 8.53

#2 12 1408 13.38

#3 12 2.28 7.43

10.2. Diagnostic Specificity

The diagnostic specificity is defined as the probability of the assay of scoring negative in the absence of the spe
s 100.0% {95% confidence intervai: 97.49% - 100.0%).

c m:m@;m

_10.5. Cross Reactivity

Investigation of a sample panel with antibody activities to potentially cross-reacling parameters did not reveal svidence of false-
positive resulls due to cross-reactions.

11. LIMITATIONS OF THE PROCEDURE
Bacterial contamination or repeated freeze-thaw cycles of the sample may affect the absorbance values

12. PRECAUTIONS AND WARNINGS

= In compliance with article 1 parsgragh 26 European directive 98(TR/EC the use of the in vitro diagnostic medical devices is
intended by the manufacturer 1o secure suita vy, performances and safely of the product Therafore the test procedurs,
the Infarmation, the precautions and warmnings. in the instructions for use have 1o be stricily followed, The test procedure,
the Infarmation, the precautions and warnings in the instrlictions for use have 1o be strictly followed. The uss of the festikits
with analyzers and similar equipment has to be validated. Any change in design, composition and test procedure as well a5
for any use in combination with ather products not approved by the manufacturer is ot authonized; the user Himself is
responsible for such changes, The manufacturer i not liabie for faise results and incidents for fhese reasons. The
manifacturer is not fiable for any results by visual analysis of the patient samples,

*  Only Tor in-vitro diagnostic use,

* Allmaterials of human or animal origin should be regarded and handled as potentially infectious.

= All components of human origin used for the production of these reagents have been lested for anti-HIV antibodies, anti
HECV antibodies and HBsAg and have been found to be non-reactive.

. Do not interchange reagents or strips of different production lotfs,

= Noreagents of other manufactursrs should be used along with reagents of this test kit.

= Do not use reagenis afier expiry dale stated an the label,

. Use only clean pipette tips, dispensers, and lab ware.

. De not interchange screw caps of reagent vials to avoid cross-contamination.

] Close reagent vials tightly immediately after use to avnid evaporation and microbial contamination.

= After first opening and subsequent storage check conjugate and slandardicontrol vials for microbial contamination prior to
furthar use.

- To avoid crass-contamination and falsely eleva
accurately into the wells.

= The ELISA wm\ob_k\nmm.ﬁDm‘Pﬁohn:mEmanhwognm_\s\noxmE\*mizmvézgooa‘_muoﬂmﬂoéd_.mﬂ_.nmw\

ient samples and dispense reagents without splashing

12.1. Disposal Considerations

Residues of chemicals and préparations are generally considered as hazardous waste. The disposal of this kind of waste is
regulated through national and regional laws and regulations. Contact your iocal authorities or waste management companies
which will give advice on how to dispose hazardous waste.

13. ORDERING INFORMATION

Prod. No.: BRUMO0050 Brucella IgM ELISA (36 Determinations)

103, Diagnestic Sensitivity ————————
he diagnoslic sensitivily is defined as the probability of the assay of scoring positive in the presence of the specific analyte
is 100.0% (95% confidence interval' 81.47% - 100.0%).

10.4. Interferences

terferences with hemolytic
Inglycerides and 0.5 mg/mi b

ipemic or icteric sampies are not observed up to a concentration of 10 mg/mit hemogiobin. 5 ma/mi

@
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1. INTRODUCTION

Brucella is a small Gram-negative bacterium (0.4-0.8 um in diameter and 0.4-3.0 pm in length) which is nar-fiagellated. and
non-spore-forming. They are named after the military doctor David Sruce, who on Malta in 1887 islated the pathogans from the
spleen of a soldier who dled of undulating fever. Four species are pathogenic to human: Brucella abortus, Brucelis melilensis,
Brucella suis and Brucella canis. All four species are exciters of Brucsllosis, a disease characterzed by g fever.
Depending on exciter the disease is also called Morbus Bang (B. abortus) or Malta fever (B. melitensis),

The pathogens are transmitted from znimas, which are ma rily affected. The infection is caused by contact with il animals or
their excrements as well as by non-pasteurized milk and milk products fike fresh cheese from sheep or goal. Main entrances are
skin wounds, canjunctives and digestive tract. The intact pathogens are transporied by granulbcytes |

iympn nodes,
from where they spread haemalogenous. All kind of ofgans can be infecied, Symptoms depend Lp on the nfectad organ, where
an inflammation takes place. Until now the pathegenic machanism is not completely understood,

Brucellosis appears warldwide, |n non-pasteurized mik and milk products Brucells is viably and infectious for weeks. Bovine
bruceliosis caused by Brucelia abarlus s sl the most widespread form, although reparted incidence and preavalence of the
disease vary widely from country to country {from <0.01 to =200 per 100,000 population). Brucslia melitensis is endemic in

. of shzaps and goats Is frequant. It causes serious human infections. Working with these bacteria in
laboratories necessitates highest carefulness betsuse of high contagiosity. Risk groups include abat workers, meat
inspectors, animal handlers, velerinarians, and laboralorians, Brucellosis is a nationally nofifiatie disease and reportable to the
local health autharity.

Species | Disease Symptoms (e.g.} Transmission route
. abortus (cattle) EBruceiia Fever, chifis (undulating fever), Cral (non-pasteunzea milk and
B. melitensis (sheep, malaise, arthritis, hepatitis, mitk products)
| goats) endocarditis Percutan (contact with il
B. suis (pigs) animals or their mxni:..m:ﬁ
B s (OM) In general no transmission fram
. canis (dogs) human to human

The presence of pathagen or infection may be identified by
e Histology
s Serology: e.g. ELISA

2. INTENDED USE

The Brucella IgG ELISA is intended for the qualitative determinalion of IgG class antibodies against Brucella in human serum or
plasma (citrate, heparin).

3. PRINCIPLE OF THE ASSAY

The qualltative immunoenzymatic. determination of speclfic antibodies is based on the ELISA {Enzyme-linked Tmmunosorbent
Assay) technique.

Microplates are coated with specific antigens to bind corresgonding antibadies of the sampie. After washing the wells to remove
all unbeund sample material 2 horseradish peroxidase (HRF) labelled conjugate is added. This eonjugate hinds to the captured
antibodies. In a second washing step unbound conjugate is removed, The immune complex formed by e bound conjugate is
visualized by adding Tetramethylbenzidine (TMB) substrate which gives a blue reaction product.

The intensity of this product is proportional to the amount of specific antibedies in the sample. Sulphuric 2cid is added to stop
the reaction. This produces a yellaw endpoint colour, Absorbance at 450/620 nm is read using an ELISA micsowsll plate readsr.

Product Number: BRUGO0050 (96 Determinations)




4. MATERIALS

4.1, Reagents supplied

4 Brucella Coated Micropiate (1gG): 12 break-apart 8-well snap-off strips coatéd with Brucella antigens; in resealable
aluminium foi

. 19G Sample Diluent: 1 bottle containing 100 ml of phosphate buffer (10 mM) for sample dilution; pH 7.2 + 0.2; caloured
vellow; ready to use; white cap.

. Stop Solution: 1 bottle conta ing 15 ml sulphuric acid, 0.2 mo! eady to use; red cap

= Washing Buffer (20x conc.): 1 boltle containing 50 ml of 2 20-fold concentrated phosphate buffer (0.2 M),
pH7.220.2, for washing the welis; white cap.

- Brucella anti-lgG Conjugate: 1 bottle contai lase labelled antibody to human 1gG in phosphate
buffer (10-mM): coloured bl e, ready to ussg;

. TMB Substrate Solution: 1 botlle containing .3',5,5'-tetramethylbenzidine (TMB), < 0.1 %; ready to use; yellow
cap; <5 % NMP.

. Brucella IgG Positive Control: 1 vial containing 2 ml control {human serum or plasma}; coloured yellow; ready to use;
red cap.

. Brucella IgG Cut-off Control: 1 viai containing 3 ml control (human serum or plasma); coloured yellow; ready to use;
green cap.

-: Brucella IgG Negative Control: 1 vial containing 2 ml control {human serum or plasma); coloured yellow; ready to use;
blue cap.

For potential hazardous substances please check the safety data sheet

4.2.  Materials supplied
= 1 Cover fo
. 1 Instruction for use (IFUY
- 1 Plate layout

4.3.  Materials and Equipment needed

. ELISA microwelt piate reader. equipped for the measurement of absorbance at 450/620 nm
= Incubator 37 °C

bl Manual ar automatic equipment far rins g welis

. Fipettes to deliver volumes betwesn 10 and 1000 ul

= Vortex tube mixar

ed water

. Disposable tubes

5. STABILITY AND STORAGE

Store the kit at 2.8 °C, The opened reagents are stable up to the expiry date staled on the label when stored at 2.8 °C.
6. REAGENT PREPARATION

It is very important to bring all reagents and samples to room temperature (20...25 °C) and mix them before
starting the test runi

6.1.  Coated Microplate

The break-apart snap-off strips are coated with Brucella antigens. Immeaiately after removal of the strips, the remaining strips
should be resealed in the aluminium foil along with the desiccant supplied and stored at 2...8 °C.

6.2.  Washing Buffer (20x conc.)
Dilute Washing Buffer 1+ 19: e, g. 10 mi Washing Buffer + 190 m! distilled water. The diluted b

ffer is stable for 5 days at room
temperature (20...25 *C). In case crystals appear in the concentrate, warm up the solution to 37°C e.g. in a water bath. Mix well
before dilution.

6.3. TMB Substrate Solution

The reagent is ready to use and has to be stored at 2.8 °C, away from the
have a slight blue tinge. If the substrate turns into blue,

7. SAMPLE COLLECTION AND PREPARATION

Ue coiouriess or couid
'd be thrown away.

Uze human serum or plasma (citrate hegaring samples with this assay, For CSF please use the instriclion for use ABVLODAS

7.1.  Sample Dilution

Sefore assaying, all samples should be diluted 1+100 with {1gG Sample Diiuent. Dispense 10 ul sample an¢ 1 m! IgG Sample
Ciluent into tubes to obtain a 1+100 dilution and thoroughly mix with a Vortex.

8. ASSAY PROCEDURE

8.1. Test Preparation

Please read the instruction for use carefully belore perfarming the assay. Result refiability depends on sirict acherence
msiruction for use as descrbed, The following lest procedure is only validated for manual procedure, If pedorm 19 the test on
ELISA automalic systems we recommend increasing the washing steps fram three 1o five and the volume of Washing Bufier
from 300 ul ta 350 pl to avoid washing effects. Pay attention to chapter 12. Prinr to commencing the assay, the distribution and
identification plan for 2l samples and standarnds/ gls {dupticales recommended) showld be carefu established on the pla
layout supplied in the kit, Select the required number of microtiter strips or wells and insert thern into the holder.

Perform all assay steps in the order given and withaut any delays

A clean, disposable tip should be used for dispensing each standard/control and sample.

Adjust the incubator to 37 + 1 °C.

1. Dispense 100 ul standards/controis and diluted samples into their respective wells. Leave well A1 for the Substrate
Blank.

2. Cover wells with the foil supplied in the kit.

3. Incubate for 1 hour +5 min at 37 +1 °C.

4, When incubation has been completed, remave the foil, aspirale the content of the wells and wash each well three times
with 300 pl of Washing Buffer. Avoid overflows from the reaction wefls. The interval between washing and aspiration
should be > 5 sec. At the end cansfully remove remaining fiuid by tapping strips on tissue paper prior to the next step!
Note:  Washing is Important! insufficient washing results in poor precision and false results.

5. Dispense 100 pl Conjugate into all wells excepl for the Substrate Blank well A1

6. Incubate for 30 min at room temperature (20...25 °C). Do not expose lo direct sunlight.

7. Repeatstep 4.

8. Dispense 100 pl TMB Substrate Solution into all wells.

5. Incubate for exactly 15 min at room temperature (20...25 °C} in the dark. A biue coiour acours due to an enzymalic
reaction.

10. Dispense 100 f Stop Solution into all wells in the same order and at the same rate as for the TMB Substrate Solution,
thereby a colour change from blue to yellow occurs._

11. Measure the absorbance at 450/620 nm within 30 min after addition of the Stop Solution

8.2. Measurement
Adjusl the ELISA microwell plate reader to zero using ihe Substrate Blank

T - due to lechnical reasons - the ELISA microwell plate reader cannot be adjusled to zero using the Substrate Blank, subtract
its absorbance vaiue from all other absorbance values measured in order to obtain reiiable results!

Measure the absorbance of all wells at 450 nm and record the absorbance values for each standard/control and sample in the
plate layout.

Bichromatic measurement using a reference wavelength of 620 nm is recommended.
Where applicable calculate the mean absorbance values of all duplicates,

9. RESULTS

9.1.  Run Validation Criteria

Ir order for an assay to be considered valid, the fallo ng
*  Substrate Blank:  Absorbance value < 8.100

*  Negative Control:  Absorbance value < 0.200 and < Cut-off
= Cut-off Control: Absorbance value 0.150 - 1.300

- Po

e Contpold,  Absorbance vaiue > Cift-off

if these critena are not met, the test is not valid and must be repeated.

asssy s performed -withi 5 ays fer sample collection, the samples should be ket at 2,8 °C: otherwise they should be
quoted and stored deep-frozen {-70...-20 *C). ¥ samples are stored frozen, mix thawed samples well before testing, Aveid
repeated freszing and thawing,
Heat inaclivation of samples is not recommended




9.2.  Calculaticn of Resuits

The Cut-off is the mean absorbance value-of the Cut-off Control-determinations: — — = - - — - —----

Example: Absorbance value Cul-off Conirol 0.44 + absorbance value Cut-off controi 8.42 = 0.86 /2 = 0.43
Cut-off = 0.43

9.21.  Results in Units [NTU]

Sampie (mean) absorbance value x 10

Cut-off
Example:  1.581x 10

0.43

= [NovaTec Units = NTU]

= 37 NTU (Units)

9.3. Interpretation of Results

Cutefi | 10 NTU _ S
Pusitive = 11 NTU | w::_uun_._mm against the nm?h..mm: are presant, .
Th has been a contact with the anbigen (pathogen resp. vacoing)
Antibodies againsl the pathogen could not be delected clearly.
Equivocal 9—~11NTU ILis recommended to repeat the test with a fresh sample in 2 to 4 weeks. If the
result is equivacal again the sample is judged as negative.
a 7 | The sample contains no antibodies against the pathogen.
MNegative 5 . . Py .
= =HNT A previous caontact with the antigen (pathagen resp. vaccine) is unlikely
Diagnosis of an infectious disease should not be established on the basis of a sinale test result. A precise diagnasis shouid

take into consideration clinical history, symptomatology as well as serological data.
_ In immunocompromised patients and newborns serological daia ohily have restncted value.

9.3.1. Antibody Isotypes and State of Infection

_m_d_n_mv._

Significance

Characteristic of the primary antibody response

gt High IgM titer with low 1gG titer; — suggests a current or very recent infection
Rarer= persisting Tah
| Characteristic of the secondary antibody response
IaG May persist for several years

High IgG titer with low IgM titer: — may indicate a past infection

10. SPECIFIC PERFORMANGCE CHARACTERISTICS

The results refer to the groups of samples investigated; these are notl guaranieed specifications

For further information about the specific performance characteristics please contact NovaTec Immundiagnostica GmbH

10.1. Precision

Intraassay n____ Mean (OD) CV (%)
#1 24 0.577 4.14
#2 24 1.276 3.34
#3 24 1.200 275
Interassay n Mean (NTU) CV (%)
#1 12 23.22 4.97
#2 12 28511 6.05
#3 12 5.10 855

10.2. Diagnostic Specificity

The diagnostic specificity is defined as the probabiiity of the assay of scori
Itis 98.78% (85% confidence interval: 93.39% - 99.97%)

‘‘‘‘‘ peig

10.3. Diagnostic Sensitivity

& diagnoslic sensifivity is dafined as the probani

f the assay of scoring positive in the presence of the specific aralyts

10.5. Cross Reactivity

investigation of a sample panel with antibody act
positive results due to cross-reactions.

11. LIMITATIONS OF THE PROCEDURE

Bacterial conta

ies to potertially cross-reacting parameters did not reveal evidence of false-

ation or repeated freeze-thaw cycles of lhe sample may affect the absorbance values,

12.PRECAUTIONS AND WARNINGS

- In compliance with article 1 paragraph 25 European directive S8/THEC the use of the in vitro diagnostic medical devices s
intended by the manufacturer to secure suitability, pefformances and safety of the praduct: Therefure the test procedure,
the- infarmation, the precautions and warnings in the Instructions for Use have to be strictly followed. The test procedurs;
the infermation, the precautions and warnings in the Instructions for use Fave 1o be strictly followed. The use of the testkits
with analyzers and similar equipment has to be validated. Any change In design, compasition and lest procedure as well as
for any use in combination with other products not approved by the manufacturer s not authorized, the User himself is
responsible for such changes. The manufacturer is not llable for false results and mcidenis for these reasons. The
manufacturer is not liable for any results by visual analysis of the patlent samples.

= QOaly for in-vitro diagnostic Use.

* Al matsrials of human or animal origin should be regarded and handled as potentially infectious.

= Al eomponents of human origin used for the production of these reagents have been tested for anti-HIV antibodies,_anti-

HCV antibodies and HBsAn and have been found 1o be non-reactive

* Do natinterchange reagents or strips of different production lots.

= Mo reagents of ather manufacturers should be used aiong with reagents of this test

L] Do not use reagents after expiry date stated on the label,

= Use only clean pipette tips, dispensers, and lab ware.

= Do net interchange screw caps of reagent vials to avoid cross-contamination.

= Close reagent vials tightly immediately after use 1o avoid evaporation and microbial contamination.

*  After first opening and subsequent storage sheck conjugate and standardicontrol vials for microbial contamination prior lo

further use.
= To avoid cross-contamination and falsely elevated results pipette patient sa
accurateiy into the wel

« The ELISA is only amm_m_._mn for qualified parsonnel who are familiar with good laboratory practice.

12.1. Disposal Considerations

Residues of chemicals and preparations are generally considered as hazardous waste
regulated through nalional and regional faws and regulations. Contact your local autho
which will give advice on how to dispose hazardous waste.

13.ORDERING INFORMATION
Prod. No.: BRUGQ050 Brucella IgG ELISA (96 Determinations)

The disposal of this kind of waste is
s or waste managemen! companies

It is 100.0% (35% confidence intpryal: 65,275 <00 Ao

LEs

10.4. Interferences

Interferences with hemoly’

triglycerides and 0.5 mg/ml bilirubin.

[

pemic or icteric samples are not observed up to a concentration of 10 mg/ml hemoglobin, 5 mg/mi
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-NovaTec /ﬁ-ﬁf 1. INTRODUCTION

IrMrat i pasussTICA Srmak o

Hantaviruses are negative sense RNA viruses in the Bunyaviridae family. Humans may be infected with Hantaviruses through
urine, saliva or contact with rodent waste praducts. Some Hantaviruses may cause serious diseases in humans, such as
hemorrhagic fever with renal syndrome (HFRS) and hantavirus pulmonary syndrome (HPS)

Human infections of Hantaviruses have almost entirely been linked to human contact with rodent excremsnt, but recent human-
to-human transmission has been reported with the Andes virus in South America.

Z o<m —|mmm® Hantavirus has an incubation time of two to four weeks in humans before symptoms of infection occur. The symptoms of HFRS

e phase: Symploms , Swealy paims, diarthea, maiaise, headaches, nausea, abdominal and
back pain, respiratory problems such as the ones common in influenza virus infection, as well as gastro-intestinal

I = problems. These symptoms normally occur for three to seven days and arise about two to three weeks after exposure,
m : m< — q : m Q * Hypotensive phase: This occurs when the blood platelet levels drop and symptoms can lead to tachycardia and
hypoxemia. This phase can last far 2 days.

¢ Oliguric phase: This phase lasts for three to seven days and is characterized by the onset of renal failure and
proteinuria occurs.

m —-l—m> ﬁ m = Diuretic phase: This is characterized by diuresis of three lo six liters per day, which can iast for a couple of days up to
weeks.

¢ Convalescent phase: This is normally when recovery occurs and symptoms begin to improve.

Regions especially affected by HFRS include China, the Korean Peninsula, Russia (Hantaan, Puumala and Secul viruses), and
northern and western Europe (Puumala and Dobrava virus).

. Species Disease Symptoms (e.g.} T ission routs
o_..._< for in-vitro Q_mm_uomnmn use Puumala virus Hemorrhagic fever with | initial: suddenly occurring symptoms like intense | After exposure to
renal syndrome headache, back and abdominal pain, fever, aerosolized urine,
HFRS) S, nausea, and biurred vison. droppings, or saliva of
Dobrava virus (&5 infected rodents or their
nasts (airtbome
Late: low blood pressure, acute shock, vascular | transmission).
Engiith.oc.c: . . . - Hantaan virus leakage. and. acute kidney fa) | Also by direcl contact
” . with these materials to
Deutsch, ey G - . broken skin or onto
Frangais ... T 12 Seoul virus mucous membranes
ftalianc 17 | Andes virus Hantavirus pulmonary Early: universal symptoms include fatigue, fever | Bites by infecled rodents
: ok - : 1 syndrome and muscle aches, espe the large muscle
Espaiol. ) — i 22 HPS) groups - thighs, hips, back, and sometimes Tcamjpo.:cam:
Portugué Sin-Nombre- { shoulders, There may also be headaches, wansmission can not Umn
oriugues.. S . —r virus dizziness, chills, and abdominal problems, such Mmm_mﬂm%a (for New Worl
Bibliography / Literatur / Bidiiographie / Bibliografia / Bibliografial Bisliografia 34 &s nausea, vomiling, diarthea, and abdominal i
. " o pain.
Abbreviations / Abkiirzungen / Abréviations / Abbreviazioni | Abreviacianes | Abrsviaturas..... iyt 3% (New world |
Symbols Key | Symbalschiissel | Explication des Symbales / Legenda | Simbolos / Tabsla dé simbalos.............35 strains) )
= Late: coughing and shortness of breath, lungs |
Summary of Test Procedure | Kurzanleitung Testdurchilihrung { Résumsa de |a procedurs de fest |/ Schema della with fluid.
procedura / Resumen de fa lécnica / Resumo do Procedimento de Teste e s P e NN 36 -
The presence of pathoger or-infection may be identified by:
» PCR
* Serology (e. g. ELISA)
2. INTENDED USE
alive determination ot IgM antibodies against Hantavirus in human serum or
3. PRINCIPLE OF THE ASSAY
The gualitative immunoenzymatic delermination of i £ ts-based o the ELISA{ Ereymeinies Tmmonosoroent
Assay) technique.
. r Microplates are coated with specific antigens to bind corresnanding antibedies of the sample. After washing the wells to remove
Product Number: HANMO670 Awm Omﬁmﬂg_:m:ODmv all unbound sample material a horsersdish peroxidase [HRF) iabefiad conjugate = added. This canjugste binds 1o the captured

antibodies. In a second washing step unbound conjugate is removed. The immune complex formed by the bound canjugate is
visualized by adding Tetramethyibenziding (TME) substrate which gives a blue reaction product

The imensity of this product is proportional lo the amount of specific antitodies in 1he sampie. Sulphuric acid Is aoded to stop
the reaction. This produces a yellow endpoint colour, Absorbance a1 4500620 nm |5 read 3 an ELISA microws!| al reader




4 MATERIALS

4.1. Reagents supplied

Hantavirus Coated Microplate (IgM): 12 breakapart B-well snap-off strips coated with recombinant Hantavirus
antigens in resealable aluminium fo

L IgM Sample Diluent: 1 botile conta ng 100 ml of phosphate buffer {10 mM) for sample dilution; pH7.2+02; anti-

human IgG (RF Absorbent); coloured green; ready to use; white cap

Stop Solution: 1 botile contai ing 15 ml sulphuric acid, 0.2 mol/: ready to use; red cap

= Washing Buffer (20x conc.): 1 bottle containing 50 ml of a 20-fold concentrated phosphate buffer (0.2 M) pH72 =+
0.2} for washing the wells; white cap.

= Hantavirus anti-IgM Conjugate: 1 bottle contai ing 20 ml of peroxidase labelted antibody to human {gM: in phosphate
buffer (10 mM), naloured red, rea E

* TMB Substrate Solution: 1 bottle containing 15 ml 3,3',5,5'-tetramethylbenzidine (TMB), < 0.1%; ready to use; yellow
cap; < 5% NMP.

» Hantavirus IgM Positive Control: 1 bottle containing 2 ml control (human serum or plasma); coloured yellow; ready to
use; red cap.

a

- Hantavirus IgM Cut-off Control: 1 bottie containing 3 ml control {human serum or plasma); coloured yellow; ready 1o
use; green cap.

- Hantavirus IgM Negative Control: 1 bottle containing 2 ml control (human serum or plasmaj; coloured yellow: ready
to use; blue cap
For potential hazardous substances please check the safety data sheet

4.2.  Materials supplied
- 1 Cover {oil

- 1 Instruction for use (IFU)
- 1 Plate layout

4.3. Materials and Equipment needed
- ELISA microwe
E Incubator 37°C -
™ Manual or automatic equipment for rinsing wells

- Pipettes to deliver volumes between 10 and 1C00 pI

ate reader, equipped for the measurement of absorbance at 450/620 nm

Distilled water
- Disposable tubes

5. STABILITY AND STORAGE

Store the kit at 2.8 °C, The opened reagenls are stable up o the expiry date staled on the label when stored at 2.8°C
6. REAGENT PREPARATION

It is very important to bring all reagents and samples to room temperature (20...25 °C) and mix them before
starting the test run!
6.1. Coated Microplate

The break-apart snap-off strips are coaled with recombinant Hantavirus antigens. Immediately after removal of the strips, the
remaining strips should be resealed in the aluminium fail along with the desiccant supplied and stored at 2.8 °C.

6.2, Washing Buffer (20x conc.}

Dilute Washing Buffer 1 + 13: €. g. 18 ml Washing Buffer + 190 ml distilled water. The d
temiperaiure (20...25 °C). In case cryslals appear in the concentrate, warm up the solu
before dilution.

6.3. TMB Substrate Solution

The reagent is ready to use and has !o be stored at 2.8 °C, away from the ¢
have a slight blue tinge. If the substrate turrs into biye,

for 5 gays at room
waler bath. Mix weil

ould e coiouriess or could
hould be thrown away.
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7. SAMPLE COLLECTION AND PREPARATION

Use human serum or plasma {citrate parin) sampies with this assay. For CSF please use the instructisn for use ABVLCOD®
f the assay is performed within § days afler sar n. the samples should be kept &t 2.8 *C; atherwi hey shouid .um
quated and stored desp-frozen (-70.-20°C) ¥ samples are stored frozen, mix thawed samples well before e ting. Avoid
repeated ffeezing and thawing.

Heat inactivation al samples is not recommendad.

7.1. Sample Dilution

Before assaying, all samples shouid be diluted 1+100 with igM Sample Diluent, Dispense 10 pl sample and 7 mi igM Sampte
Diluent into tubes to obtain a 1+100 dilution and thoroughly mix with a Vortex.

ACENIIne
8. ASSAY PROCEDURE

8.1. Test Preparation
Please read the instruction for use carefully before performing the assay, Result reliabiiity depends on sirict adharencs to the
instruction for use as described, The following test procedure s anly validated for manual procadure, If performing the
ELISA automalic systams we recommend easing the washing steps from three o five and the volume of Washing Buffer
from 300 pl to 350 i to avoid washing effects. Pay altention to chapter 12, Prior to commencing the assay, the gistribution and
idenlification plan for all samples and slandard: ‘eontrais (duplicat recommended) should be carefully established on the plals
iayout supplied in the kit. Select the raquired number of microtiter strips or wells and insert them into the holder,
Perform all assay steps in the order given and withoul any delays.
A clean, disposabie tip should be used for dispensing each standard/control and sample.
Adjust the incubator to 37 + 1 °C

1. Dispense 100 pi standardsiconirols and diluted samples into their respective wells, Leave well A1 for the Substrate

Blank

2. Cover wells with the foil supplied in Lhe kit

3. Incubate for 1 hour 5 min at 37 £ 1 °C.
When incubation has been compleled, rernove the foil, aspirate the content of the wells and wash each well three times
with 300 pt of Washing Bufier. Avuid overflows from the reaction wells. The inferval between washing and aspiration—

hoald be > & sec. At the end carefully remove remaining fiuid by tapping strios on Sssus PEPEr prior o the next stepl
Note:  Washing is important! Insufficient washing results in poor precision and false results.
5 Dispense 100 ul Conjugate into ail wells excapt for the Substrate Blank well A1
6. Incubate for 30 min at room temperature (20...25 °C). Do not expose 1o direct su ght.
7. Repeat step 4.
8. Dispense 100 ul TMB Substrate Solution into all wells
2. Incubate for exactly 45 min at room temperature (20...25 °C) in the dark. A blue colour occurs due to an enzyma
reaction.
10. Dispense 100 pi Stop Solution into all wells in the same order and al the same rate as for the TMB Substrate Solution,
thereby a colour change from blue to yellow occurs.
11. Measure the absorbance at 450/620 nm within 30 min after addition of the Stop Solution.

8.2. Measurement
Adjust the ELISA microwell plate reader to zero using lhe Substrate Blank.

If - due to technical reasons - the ELISA microwell plale reader cannot be adjusted to zero using the Substrate Blank, subtract
its absarbance value from all ather absorbance values measured in order to obtain reliable results!

Measure the absorbance of all wells at 450 nm and record the absorbance values for each standard/control and sample in the
plate layout.

Bichromatic measurement using a reference wavelength of 620 nm is recommended.
Where applicable calculate the mean absorbance values of all duplicates

9. RESULTS
9.1.  Run Validation Criteria

In order for an assay to be considered valid, the following criteria must be met;
= Substrate Blank:  Absarbance value < 8.109

+——Nagative Contrel—Absurtancevaloe < 0200 5nd < Cutol
- Cut-off Control: Absorbance value 0.150 — 1.300
- Positive Control:  Absorbance vaiue > Cut-off

If these criteria are not met, the test is not valid and mus! be repeated



9.2, Calculation of Resuits
\i\:i\‘Bw\O‘c‘vom_m‘Em‘BmumUwosznWE_:m‘oﬁjm‘Oc.Ivm‘oo::.o_dm»m_‘ag.:m:o:m”:\ T T T T
Exampie: Absorbance value Cut-off Control 0.44 + absorbance value Cut-off control 0.42 =0.86 / 2 = 0,43
Cut-off =043
9.2.1.  Results in Units [NTU]
= [NovaTec Units = NTU]

Sample (mean) absorbance value x 10
Cut-off

Example:  1.591x10 = 37 NTU (Units)
043

9.3. Interpretation of Results

Cut-off 10 NTU -
T T -
" | Antibodies against the pathogen are present.

Positive > TINTU __ There has been a contacl with the antigen (pathogen resp. vaccine)
_ i Antibadies against the pathogen catid not be detected clearly.
| Equivocal 9—11NTU It is recommended to repeat the lest with a fresh sample in 2 to 4 weeks. If the

result is equivocal again the sample is judged as negative.
. : The sample contains no antibodies against the pathogen.
J

{ Negalive <IFINL! A previous contact with the antigen (pathogen resp. vaccine) is unlikely

| Diagnosis of an infectlous disease should not be established on the basis ofa single test resull. A precise diagnosis should

take into consideration clinical nistary, symptomatology as well as serolegical data.
In immunocompromisad patients and newborns serologlcal data only have restricted valus,

9.3.1.  Antibody Isotypes and State of Infection
~

erology Significance

Characteristic of the primary antibody response
gMm High IgM titer with low IgG titer: — suggests a current or very recent infeclion
Rare: — persisting 1gh

Characteristic of the secandary antibody response
May-persistforseveraiyears

High 1gG liter with low IgM titer: — may indicate a past infection

i

10. SPECIFIC PERFORMANCE CHARACTERISTICS

The results refer to the groups of samples investigated; these are not guaranteed specifications

For further information about the specific performance characteristics please contact NovaTec immundiagnostica GmbH,

10.1. Precision

Intraassay n Mean (E) Cv (%)

#1 24 0.648 4.11

#2 24 1322 3.24

#3 24 1.064 4.29

Interassay n Mean {(NTU) Cv (%)

#1 12 23.49 12.94

#2 12 15.31 12.08 o I P
T 1Y Sl (- E o

10.2. Diagnostic Specificity

The diagnostic specificity is defined as the probability of the assay of scoring negative in the absence of the specific analyte. It is

99.03% (95% confidence interval: 94.71% - 99.98%).

10.3. Diagnostic Sensitivity

The diagnostic sensilivity is defined as the probab
96.3% (95% confidence interval: 89 56% - 98.23%).

ity of the assay of scoring positive in the presence of the specific analyte. It is

11.LIMITATIONS OF THE PROCEDURE

Baclerial contamination or repeated freeze-thaw cycles of the sample may affect the absorbance vaiues

12.PRECAUTIONS AND WARNINGS

= Incomeliznce with article 1 paragraph 2b European direclive 98/T9/EC the use of the in vitro diagnostic medical devices is
intended by the manufacturer 1o sscure suitabi ty, performances and saféty of the product. Therefore the test .omoomo.cﬂ.m_
the infarmation. the precautions and warnings In the instructions for use have to be s y followed. The use of the testkits
wilh analyzers and similar equipment has io be validated. Any change in design, compasition and test procedure as well as
for any use in combination with other products not approved by the manufacturer is not authorized; the user himself is
responsible for such changes. The manufacturer is not liable for false results and incidents for these reasons. The
manufacturer is not liable for any results by visual analysis of the patient sa

-vitro diagnostic use.

- All materials of human or animal origin shauld be regarded and handled as potentially infectious.

* Al components of human arigin used for the production of these reagents have been lested for anti-HIV antibodies, ant
HCW antibodies and HEsAg and have been found o be non-reactive.

* Do not interchange reagents or strips of different production ots.

= Nereagen!s of other manufaciurers shouid be used aiong with reagenis of this test kit.

* Do nol use reagents aftar expiry date stated on the labal.

» Use only clean pipette tips, dispensers, and lab ware.

= Do not interchange screw caps of reagent vials to avoid cross-contamination.

*  Close reagent vials tightly immediately after use to avoid evaporation and microbial contamination.

. After firsl opening and subseguent storage check conjugate and standard/control vials for microbial cantamination prior to
further use.

= To avoid cross-contamination and falsely elevated results pipette palient samples and dispense reagents without splashing
accurately into the weiis,

*  The ELISA is only designed for qualified personnel who are familiar with good laboratory practice

12.1. Disposal Considerations

Residues of chemicals and preparations are generally considered as hazardous waste. The disposat of this kind of waste is
reguiated through naticnal and regional laws and regulations. Contact your local authorities or waste management companies
which will give agvice on how to dispose hazardous wasts

13.CRDERING INFORMATION
Prod. No.:

HANMOG70 Hantavirus IgM ELISA (36 Determinations)

104 Interferen

pemic or icteric samples are not observed up to a conceniration of 10 mg/s
rubin.

triglycerides and C.5 mg/mi

10.5. Cross Reactivity
investigation of a sampi

activities to potentiaily cross-reacting paramelers did not rev
eaclions.

hemoglobin, 5 mg/ml

al swgnificant
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ENGLISH
1. INTRODUCTION

Hantaviruses are negative sense RNA viruses in the Bunyaviridae family. Humars may be infecten with Hantaviruses through
urine, saliva or ontact with rodent was? products. Some Hanlaviruses may lead to sericus diseases in numans, such as
hemarrhagic fever with renal syndrame {HFRS) and hantavirus pulmonary syndrome (HPS).

Human infections of Hanlaviruses have almost enlirely been linked o human contact with raden: excremer man-

lo-human trangmission has been reporied with the Andes virus in South America.
Hantavirus has an incubation time of two to four weeks in humans before symptoms
can be split into five phases:

. butrecen

ection occur, The symptoms of HFRS

=  Febrile phase: Symatoms el . sweaty palms g‘ﬂm:_‘.mm, immmmmm_ headaches, natisea, abdominal and
Back pain, respiratary problems such as the ones camman ininfluenza virus infection, as welf ag gastro-intestnal
problems, These symptoms normally eccur for thres to seven days and arise about two to three weeks after exposure.

e Hypalensive phase: This oecurs when the blnod piatelet levels drop and symptoms can lead o lachycardia and
hypoxemia. This phase can last for 2 days,

¢ Oliguric phase: This phase lasts for three to seven days and is characterized by the onset of renal failure and
proteinuria occurs.

*  Diuretic phase: This is characterized by diuresis of three to six liters per day, which can last for a couple of days up to
weeks.

* Convalescent phase: This is normally when recovery occurs and symptoms begin to improve,

Regions especially affected by HFRS include China, the Korean Peninsula, Russia (Hantaan, Puumala and Seoul viruses), and
northern and western Europe (Puumala and Dobrava v 3

| Species Disease Sympt {e.g.) Transmission route |
Puumaia virus Hemorrhagic fever with | Initial: suddenly cccurring symptoms like intense | After exposure ta 1
renal syndrome headache, back and abdominal pain, fever,
(HFRS) ls, nausea, and blurred vison. .a_duu_:mm_ or saliva o_ﬂ
Dobrava virus infected rodents or their
NEsis (airbome
Late: low blood pressure, acute shock, vascular transmission).
Hantaan leakage, and. acute 7T 777 77| Also by direct contact
with these materiais to
broken skin or onlo
Seoul virus mucous membranes.
Andes virus Hantavirus  pulmonary | Initial: universal symptoms include fatigue, fever | Bites by infected rodents
syndrome and muscle aches, especially in the large muscle .
groups - thighs, hips, back, and sometimes | HUman to human
Sin-Nombre- (HPS) shoulders. There may also be headache, | IF@nsmission can not be
virus dizziness, chills, and abdominal problems, such | €xcluded (for New World
as nausea, vomiting, diarrhea, and abdominal strains).
pain. _
| (New world |
strains)
Late: coughing and shortness of breath, lungs fill
with fluid. |

The presence of pathogen or infection may be-identified by:

= PCR
*  Serology (e.g. ELISA)

2. INTENDED USE

alive determination of igG antibodies against Hantavirus in human serum or

3. PRINCIPLE OF THE ASSAY

The gualitative immunsanzymatic detlsminatisn of pesif bedies—s-based-en-the-ELSA-{ Enzymetiked THwOR0SorEEAT

Product Number: HANGO670 (96 Determinations)

Assay) technique.
croplates are coated with specific antigens 1o bind corresponding antibodies of the sample. After washing the wells to remove
all unbound sample material 2 horseradish peroxidase (HRP) labellzd conjugate is added. This conjugate binds to the caplured
antibodies. In a second washing step unbound conjugate is removed. The immune complex formed by the saurd oo
visualized by adding Tetramethylbenziding (TMB) substrate which gives a blue reaction product

The inlensity of this product oportinnal io the amount of specific antibodies in the sampie, Sul acid ls-atiosa 1o &
the reaction. This produces a yellow engpaint colour. Absorbance at 4501620 nm is read using an ELISA micow




4. MATERIALS

—4:1.— Reagents-su pplied

. Hantavirus Coated Microplate {IgG): 12 breakapart 8-wsil snap-cff strips coated with recombinant Hantavirus
antigens in resealable aluminium foil,

- 1gG Sample Dituent: 1 boltle contal ng 100 ml of phosphate buffer (10 mM) for sample dilution; pH 7.2 £ 0 2;
coloured yellow; ready to use; white cap.

: Stop Solution: 1 bottle containing 15 mi sulphuric acid, 0.2 m i ready fo Use; red cap,

. Washing Buffer (20x conc.): 1 bottle containing 50 mi of a 20-fold concentrated phosphate buffer (0.2 M); pH 7.2 +
0.2; for washing the wells; white cap.

L Hantavirus anti-lgG Conjugate: 1 bottle containing 20 ml of peroxidase labelled antibedy ta human 19G; in phosphate
buffer (10-mM); colaured blue, rea yto = ‘

s TMB Substrate Solution: 1 bottle contai g 15 ml 3,3',5,5-tetramethylbenzidine (TMB), < 0.1%; ready 1o use; yellow
cap: < 5% NMP,

. Hantavirus IgG Positive Control: 1 bottle containing 2 ml controf (human serum or plasmay); coloured yellow; ready to

use; red cap.

" Hantavirus IgG Cut-off Control: 1 bottie containing 3 ml control (human serum or plasma); coloured yellow: ready to
use; green cap.

» Hantavirus IgG Negative Control: 1 bottle containing 2 ml control (human serum or piasma); coloured yellow; ready
lo use; blue cap.

For potentiai hazardous substances please check the safety data sheet

4.2,  Materials supplied
. 1 Cover foil

. 1 Instruction for use (IFU)
- 1 Plate layout

4.3. Materials and Equipment needed

L] ELISA microwel! plate reader, equipped for the measurement of absorbance at 450/620 nm
. Incubator 37°C

- Manual or automatic equipment for rinsing wells

4 Pipettes to deliver volumes between 10 and 1000 i

. Vortex tube
- Distilled water

] Disposable tubes

5. STABILITY AND STORAGE

Store the kitat 2.8 °C. The opened reagents are stable up to the expiry date stated on the tabel when stored at 2.8 °C
6. REAGENT PREPARATION

It is very important to bring all reagents and samples to room temperature (20...25 °C) and mix them before
starting the test run!
6.1.  Coated Microplate

The break-apart snap-off strips are coated with recombinant Hantavirus antigens. Immediately after removal of the strips, the
remaining strips should be resealed in the aluminium foil along with the desiccant supplied and stored al 2...8 °C.

6.2.  Washing Buffer (20x conc.)

Ditute Washing Buffer 1+ 19: e. g. 10 ml Washing Buffer + 190 ml distilied waler. The d
temperature (20...25 °C). in case crystals appear in the concentrate, warm up the solu
before dilution.

6.3. TMB Substrate Solution

The reagent is ready to use and has to be stored at 2. i fit. The solulion shouid be coiourless or could
have a slight blue tinge If the substrate turns ted and should be thrown away.

7. SAMPLE COLLECTION AND PREPARATION

stable for 5 days at room
ion to 37°C e.g. in a water bath. Mix well

7.1.  Sample Dilution

Before assaying, all samples should be diluted 1+100 with IgG Sample Diluent. Dispense 10 ui sampie and 1 m! igG Sampie
Diiuent into tubes to obtain a 1+100 on and thoroughiy mix with a Vartex.

8. ASSAY PROCEDURE

8.1. Test Preparation
Please read the instruction for use carefully before periorming the assay. Result refiability depends on strict adherence to the
instruction for use a5 described, The followi g test procedure s anly validated for manual proced performing the
ELISA autornatic systems we recommand Increas g the washing steps from three to five and the volume of Washing Buffer
fram 300 i to 350 I to aveid washing effects. Pay attention to chapter 12, Prior to commencing the assay, the distribution and
dentification pian for 2l samples and standards/controls (duplicatss reco nanded) shouid be carefully esiabiished on the plate
layout supplied in the kit. Select the required number of microtiter strips or wells and insert them into the holder,
Perform all assay steps in the order given and withou! any delays.
A clean, disposable tip should be used for dispensing each standard/controf and sample.
Adjust the incubator to 37 + 1 °C.

1. Dispense 100 pl standards/controls and diluted samples into their respective wells. Leave well A1 for the Substrate

Blank.

2. Cover wells with the foil supplied in the kit.

3. Incubate for 1 hour +5 min at 37 +1 °C.

4. When incubation has been completed, remave the foil, aspirate the content of the wells and wash each well thres times
with 300 I of Washing Buffer. Avoid overliows from the reaction welis, The interval between washing and asplration
should be > 5 sec. At the end carefully remave remaining fluld by tapping strips on tissue paper priof fo the next stepl
Note:  Washing is importan!! Insufficient was ng resuils in poor precizion and false results,

Dispense 100 pl Conjugate into all wells except for the Substrate Blank well A1.
Incubale for 30 min at room temperature (20...25 °C). Do nol expose to direct sun ght
Repeat step 4.

at step

® N oo

Dispense 100 ul TMB Substrate Solution into all welis.

9. Incubate for exactly 15 min af room temperature (20...25 °C) in the dark. A biue colour occurs due to an enzymatic
reaction,

Dispense 16G pi Stop Soiution into ali weils in the same order and at the same rate as for the TMB Substrate Soiution,
thereby a colour change from blue to yellow occurs.

Measure the absorbance at 450/620 nm within 30 min after addition of the Stop Solution

=)

-

8.2. Measurement
Adjust the ELISA microwell plate reader to zero using the Substrate Blank.

If - due to technical reasons - the ELISA microwell plate reader cannot be adjusted to zero using the Substrate Biank, subtract
its absorbance value from all other absorbance values measured in order to obtain reliable results!

Measure the absorbance of all wells at 450 nm and record the absorbance values for each standard/control and sample in the
plate layout.

Bichromatic measurement using a reference wavelength of 620 nm is recommended.
Where applicable calculate the mean absorbance values of all duplicates.

9. RESULTS

9.1. Run Validation Criteria

In order for an assay to be considered valid, the fo
=  Substrate Blank:  Absorbance value < 0.100

. Negative Control:  Absorbance value < 0.200 and < Cut-off
- Cut-off Control: Absorbance value 0.150 — 1.300

= Positive Contral: s>

wing criteria must be met:

Absarhance

if these criteria are not met, the test is not valid and must be fepeated.

9.2.  Calculation of Results
The Cul-off is the mean absorbance value of the Cut-off Cantrol determination

Use numan serum or plasma (citrate or heparin} samples with this asgsay, For CSF pieacs use the instruction f Hse-ABRYLD0aT
—H the assay is performed Within 5 days affer sample collec les should be keat at 2. 3 °C: otherwise they sha

aliquoted and stored deep-frozan {(-70._-20 *Ch If samples ama stored frozen. mix
‘epeated freezing and thawing.
Heat inactivation of samples is not recommended

awen sampies well before tesling. Avoid

(%)

Exampie: Absorbance value Cut-off Control 0,44 + absorbance value Cut-off control 0,42 =086 /2 =043
Cut-off = 043



9.2.4, -Results-in-Units [NTUj

= {NovaTec Uniis = NTU]

Example:  1.591x10 = 37 NTU (Units)

0.43
9.3. Interpretaticn of Results
[cutar | 10 NTU S u
Positive =1TTNTU _

Antibadies against the pathogen could not be detected clearly.
Equivocal S—11NTU it i recommended {0 repeat the test with a fresh sample in 2 to 4 weeks. If the
result is equivocal again the sample is judged as negative.

Negative <@ NTU The sampie centains o antibodies against the pathogen. ) ]
A previous conlact with the antigen {pathogen resp. vaccine) is unlikely.

Diagnaosis of an infectious disease should nat be established on the basis of a single tesi resull. A precise diagnosis should
iake into consideration clinicat hislory, sympiomatology as well as serological data.
In Immunocompromised patients and newbarms serological data only have restricted value,

9.3.1. Antibody Isotypes and State of Infection
Serology Significance

Characteristic of the primary antibody response
IgM High IgM titer with low 149G titer: — suggests 5 current ar very recent infection
Rare: — persisting igM

Ch istic of the secondary antibedy response
1gG May persist for several years
High 19G liter with low 1gM titer: — may indicate a past infection

10. SPECIFIC PERFORMANCE CHARACTERISTICS

The results refer to the groups of samples investigated: these are not guaranteed specifications
For further infermation about the specific performance characteristics please cantact NovaTec Immundiagnostica GmbH.

10.1. Precision

Intraassay n Mean (E) Cv (%)
# 24 0.450 361
#2 24 1.333 a4
#3 24 1.264 278
Interassay n Mean (NTU) Cv (%]
#1 12 27.44 534
B2 12 25,44 #8.15
#3 12 1.00 12.08

10.2. Diagnostic Specificity .~ _

The diagnostic specificity is defined as the probabitity of the assay of scoring negative in the absence of the specific analyte, Itis
96.59% (95% confidence interval: 90.36% - 99.29%)

10.3. Diagnostic Sensitivity
The diagnostic sensitivity is defined as the probability of the assay of scoring positive in the presence of the spe
99 18% (95% confidence intervai: 55 41% - 59,98%}

c analyte. it is

10.4. Interferences

Interferences
iglycerides and 0.5 mg/ml b

C or icteric sampies are nol observed up to a concentration of 10 mg/ml hemoglobin, 5 mg/m|

12. PRECAUTIONS AND WARNINGS

= Incompliance with arlicls 1 paragraph 2b European directive 9B/TIEC the use of the in vito diagnostic medical devices is
intended by the manufacturer to secure suitability, performances and safety of the product. Therefore the iest procedure.
the Information, the pracautions and warmings in the Instructions for use have to be strictly e use of the lestkis
with analyzers and similar equipment has to be validated, Asny change in design, composiion and test procedure as well as
for any use in combination with other products not approved by the manufacturer is not authonzed: the user himself
responsible for such changes. The manufaciurar is not Gabie for fefse resulls and incidents for these reasons. The
manufacturar Is nat liable for any results by visual analysis of the patient samples.

= Only for in-vitre diagnostic tse,

» Al malerisls of human or animal orlgin should be regarded and handled as potentially infectious.

= All campanents of human origin Used for the production of thess rzagents have-been tested for anti-H!IV an
HEV anfibodies and HBsAq and have been found ta be non-reactive.

- De neot interchange reagents or strips of different production lots,

= Moreagents of other manutacturers shoutd be used along with reagents of this test kit.

. Do not use reagents after expiry date staled on the |abel.

- Use only clean pipette tips, dispensers, and lab ware.

= Do not interchange screw caps of reagent vials to avoid cross-contamination.

= Close rzagent vials tightly immediately after use to avoid evaporatian and microbial contamin

= After first opening and subsequent storage check cenugate and standard/zontrol vials for microbial contamination prior to
further use.

= To avoid cross-contaminalion and fa
accurately into ithe wells.

- The ELISA is only designed for qualified personnel who are fa

elevated results pipetie patient samples and dispense reagents without splashing

iliar with good laboratory practice

12.1. Disposal Considerations

Residues of chemicals and preparations are generally considered as hazardous waste. The disposal of this kind of s\mﬂm. is
regulated through national and regional laws and regulations. Contact your local authorities or waste management companies
which will give advice on how to dispose hazardous waste.

13. ORDERING INFORMATION
Prod. No.: _u_m,zo‘o‘mNo‘Lu_mesncmx_mo\mhvm?mw@muﬂmﬂmi rations)

10.5. Cross Reactivity

Investigation of a sample panel with antibody activities fo potent
evidence of false-positive results due to cross-reactions

1. LIMITATIONS OF THE PROCEDURE

y cross-reacting parameters did not reveal significanl

Bacteriai contamination or repeated freeze-thaw cycles of the sampie may affect the absorbance vaizes
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ENGLISH
1. _Z._.NOUCOH_OZ

Legionellae are aerobic gram-negalive facultative intraceliular parasites of certain protozoa, They are found in freshwater
environments worléwide and can cause respiralory disease (legionellosis) in humans.

Legionella was first identified after an outbreak of pneumonia invotving delegates of the 1976 American Legicn Convention ata
Philadelphia hotel.

The genus Legionella currently has at least 50 species cor ng 7C distinct serogroups. One species of Legionefia, L.
pneumophila, is the aetiological agent of approximately 90 % of legionellosis cases, and serogroup 1 (Sg1) accounts for about
84 % of these cases.

L. preumaphila multiplies iself at temperatures between 25 and 42 °C. with an optimal growth temperature of 35 "C. Legionelia
thrives in warm, stagnant water in the environment and in artificial systems such 25 cooling towers, evaporstive candensers, hot
and cold waler systems and spa pools that mimic the natural environment |n which the arganism thrives. These systems also
provide the means by which aerosols/droplets are generated and the organisim dispersed into the atmosphers,

Legionellosis can be acquired by the inhalation of aerosols centaining Legion:
water contaminated with Legionella. Person-to-person transmission is not though

la bacteria or by micro-aspiration of ingested
to be a risk.

The likelihood of contracting Legionnaires' diseasa depends on the level of cantamination in the water source, the susceptibility
of the person exposed, and the intensity of exposure, L nnaires' disease is characierzed as an “opportunisiic” disease that
attacks individuals who have an underlying illness or a weakened immune system. Predisposing risks include increasing age,
belng male, heavy smeking, alcohal abuse, chronic lung disease, immunosuppressive therapy, cancer chemotherapy. organ or
bone marrow transplant, and corticosteroid therapy

Legionellosis can appear in distinct clinical presentations: Legioneiia pneumonia (Legionnaires’ disease) with an incubation
period of approx. 2-10 days (may extend up to 16-20 days) and Ponliac fever {incubation period: narmally 12-48 hours).

Legionslia pneumeonia (Legionnaires' disease) is a serious form of pneumonia that carries with it a case-fatality ratio of 10-15 %.
Legionnaires’ disease patients t with cough, fever and nonspecific symptoms including maiaise, my;
headache. Some patients develo, S, chest pain, diarrhea, delirium or other neurologic sympioms. Exira pulmonary
involvement is rare.

Paontisc fever is & milder form of the dise without mani ns of preumonia and presents as an influenza
Symptems may include headache, chills, muscle aches, a dry cough and fever. It is usually self- ng and typically does not.
require freatment. The atiack rate is much higher than for Legionnaires’ disease (up to 95 % of those exposed),

Species Disease | Symptoms (e.g.) Transmission route |_
Legionella Legicnella pneumonia _ Cough, fever and nonspecific symploms (malaise, Inhalation of aerosols |
pneumophila | (Legionnaires’ disease) | myalgia, headache). Some patients develop shaking | containing Legionella |
_ chills, chest pain, diarrhea, delirium or other bacteria or micro- |
neurologic symptoms. aspiration of ingested _
water conlaminated with
| Pontiac fever Influenza-like illness (headache, chills, muscle Legion
aches, a dry cough and fever) without manifestations
of pneumania

The presence of pathogen or infection may be identified by
= Culture

= Urinary antigen detection

* PCR

= Serology: Detection of antibodies by IF, ELISA

2. INTENDED USE

The Legionella preumophila Igh ELISA is intended for the qualitative determination of igM class antibodies against Legionelia
preumophila in human serum or plasma (citrate, heparin)

3. PRINCIPLE OF THE ASSAY

The qualitative immunoenzymatic deten
Assay) technique. . - . v
Microplates are coated with specific antigens to bind corresnon ng antibodies of the sample. After wash g the welis {o remove

ation of specific antibodies is based on the ELISA (Enzyme-finked immuncsorbent

aii unbound sample material a horseradish peroxidase (HRP) labelled conjugate 1s added. This conjugate binds to the captured
antipodiss in a3 second NG sl parhous g SRt e yes T T Complex formed by the bound conjugale Is

visualized by adding Tetramethylbenzidine (TMB) substrate which gives a blus raaction product,
tensity of this product is proportional to the amount of specific antibodiss in the sample. Sulphuric acid is added o stop
the reaction. This produces a yellow endpoint colour. Abscrbance at 450/620 read using an ELISA microw: reader.




4. MATERIALS

-4.1- —Reagents-supplied—

- Legionella pneumcphila Ceated Micropiate {Igh): i2 break-apart 8-well snap-off sliips coated with Legionsha
pneumophila antigens; in reseaiabie aiuminium foil,

- 1gM Sample Diluent: 1 bottle containing 100 ml of phosphate buffer {10 mM) for sample dilution: pH 72102
anti-human igG (RF Absarbent); coloured green; ready to use; white cap.

- Stop Solution: 1 bottie conta ng 15 ml sulphuric acid, 0.2 mol/l; ready to use; red cap

- Washing Buffer (20x conc.): 1 bottle conlaining 50 ml of a 20-fold concentrated phosphate buffer (0.2 M),
pH7.2+0.2 for washing the wells; white cap.

- Legionella pneumophiia anti gM Conjugate: 1 bottle conta ing 20 ml of peroxidase labelled anlibody to human IgM
in phosphate buffer {10 mM}: coloured red; ready td use; black cap. :

- TMB Substrate Solution: 1 bottle containing 15 m| 3,3',5,5-tetramethylbenzidine (TMB), < 0.1 %,; ready 1o use; yellow
cap; < 5% NMP.

= Legionella pneumophila IgM Positive Control: 1 vial containing 2 mi control (human serum or plasma); coloured
yellow; ready to use; red cap.

= Legionella pneumophila IgM Cut-off Control: 1 viaj containing 3 ml control (human serum or plasma); coloured
yellow; ready to use; green cap.

. Legionella pneumophila IgM Negative Control: 1 vial contai ing 2 ml control (human serum or plasma); coloured

yellow; ready to use: blue cap.
For potential hazardous substances please check the safety data sheet.

4.2. Materials supplied

- 1 Instruction for use (IF)
- 1 Plate layout

4.3.  Materials and Equipment needed

= ELISA microweil piaie reader, equipped for the measurement of absorbance at 450/620 nm
= Incubator 37°C )

" ~ Manual of autormatic equipment far rins ng wells

. Pipettes to deliver volumes batwean
. Vortex fube mixer

. Distilled water

. Disposable tubes

5. STABILITY AND STORAGE

Store the kitat 2.8 °C. The opened reagents are stable up to the expiry date stated on the label when stored at 2.8 2C,
6. REAGENT PREPARATION

It is very important to bring all reagents and samples to room temperature (20...25 °C) and mix them before
starting the test run!

6.1. Coated Microplate

The break-apart snap-off strips are coated with Legionella prneumophita antigens. Immediately after removal of the strips, the
remaining strips should be resealed in the alum ™ fail along with the desiccant supplied and stored at 2...8 °C.

6.2. Washing Buffer Amox‘no‘:o.v

Dilute Washing Buffer 1 + A_m‘x‘m,‘m. 10 mi Washing Buffer = 190 ml distilled water. The diluted b iffer is stable for 5 days at room
temperature (20...25 °C). In case crystals appear in the concentrate, warm up the solution to 37°C e.g.in a waler bath. Mix well
before dilution.

6.3. TMB Substrate Solution

The reagent is ready to use and has 1o be stored at e solution should be coulvuriess or couid
have a siignt blue tinge, If the substrate turns into biue, ed and shouid be thrown away.

7. SAMPLE COLLECTION AND PREPARATION

Use human serum or plasmia (citrate, heparin) samples with this assay. For CSF please use the instruction for use ABVLOODT. IF
e assay is perfarmed within 5§ days after sample collection. the samples shouid be xep! at 2.8 °C, otherwise they should be
aliquoted and stored deep-frozen (-70...-20 C). It samples are stored frozen, mix thawed samples well befare testing. Avald
repeated freezing and thawing,

Heat inactivation of samples is not recommendad

7.1. Sample Dilution

Before assaying, sar s should be diluted 1+100 with igM Sampie Diiueni. Dispense 10 pl sample and 1 mi
Diluent into tubes to obtain a 1+100 dilution and thoroughly mix with a Vortex.

JRE

M Sample

8. ASSAY PROCED

2. RO C

8.1. Test Preparation

Please read the instruction for use careflully before performing the assay, Result reliability depends on sirict adherence fo the
instruclion for use as described. The following tes! procadure Is only validaled far manusi procedure. If performing the test on
ELISA aulomatic systems we recommend Increas g the washing steps from three to five and the volume of Washing Suffer
from 300 i to 350 ul to avoid washing effects. Pay attention to chapler 12, Prior to con nencing the assay, the distribution and
identification plan for all samples and standards/conirols {duplicates recommended) should be carefully estabiished on the nlate
layout supplied in the kit. Select the required number of micratiter sliips or wells and insert them into the halder.

Perform all assay steps in the order given and without any delays.

A clean, disposable tip should be used for dispensing each standard/control and sample,

Adjust the incubator to 37 + 1 °C,

1. Dispense 100 il standards/controis and diiuted samples into their respective wells. Leave well A1 for the Substrate
Blank.

. Cover wells with the f
- Incubate for 1 hour 5 min at 37 +1 °C.

When incubation has been completed, remove the foi aspirate the content of the wells and wash each well three times

with 300 p! of Washing Buffer. Avoid overflows from the reagtion wells, The interval between washing und D

)

oW

should-be>5sec At the end careliilly remove remaining fiuid by tapping sirips on tissue paper prior to the next stepl
Note:  Washing is impartant! Insufficient washing resuits in poor precision and false results

Dispense 100 pl Conjugate into all wells mwnm_n:‘womm:m Substrate Blank well A1

. Incubate for 30 min at room temperature (20...25 °C). Do not expose lo direct sunlight,

Repeat step 4

Dispense 100 gl TMB Substrate Solution into all wells.

Incubate for exactly 15 min at room temperature (20...25 °C) in the dark. A blue colour occurs due to an enzymatic
reaction.

10. Dispense 100 ul Stop Solution into all wells in the same order and at the same rate as for the TMB Substrate Solution,
thereby a colour change from blue to yellow occurs.

11. Measure the absorbance at 450/620 nm within 30 min after ad

© ®w N e u

on of the Stop Solution.

8.2. Measurement
Adjust the ELISA microwell plate reader to zero using the Substrate Blank.

If - due to technical reasons - the ELISA microwel plate reader cannot be adjusted to zero using the Substrate Blank, subtract
its absorbance value from all other absorbance values measured in order 1o obtain reliable results!

Measure the absorbance of all wells at 450 nm and record the absorbance values for each standard/control and sample
plate layout,

hromalic measurement using a reference wavelength of 620 nm is recommended.
Where applicable calculate the mean absorbance values of all duplicates

9. RESULTS

9.1.  Run Validation Criteria
In order for an assay to be considered valid, the foilowing crileria must be met:
= Substrate Blank:  Absorbance value < 0.100

= N ve-Control—Absorbancevaiue < 0200 and < Catof

*  Cut-off Control: Absorbance value 0.150 — 1.300
] Po.
If these criteria are nol met, the test is nol valid and must be repealed

e Control:  Absorbance value > Cut-off




9.2.  Caiculation of Results

The Cutoffis the mean absorbance. value ofthe-Cut-off. Control determinations— - — —-— —

‘mx.u3u_m” Absorbance value Cut-off Control 0.44 + absorbance value Cut-off controf 0.42 = C.86/2=0.43
Cul-off =0.43
9.2.1.  Results in Units [NTU]

Sample (mean) absorbance value x 10
Cut-off

Example:  1.591x10 = 37 NTU (Units)

0.43

= [NovaTec Units = NTU]

9.3. Interpretation of Results

| Cut-oft | 10NTU |

o Antibodies against the pathogen are present.
P : : .
catiive >IN There has been a contact with the anligen (pathogen resp. vaccine).

Antibodies against the pathogen couid not be detected ciearly.
Eguivocal 9—-11NTU It is recommended o repeal the test with a fresh sample in 2 to 4 weeks. If the
resull is equivocal again the sample is judged as negative.

y ' ' The sample containg no antibodies against the pathogen.
Nagat, N i : iy
sl _ SINTY A previous contact with the antigen (pathogen resp. vaccine) is unl

ely.

Diagnosis of an infectious dissase shouid not be established on the basks of a single test result, A precise diagnosis should
take into consideration clinical history, symptomatology as well as serological data.
In immunocompromised palients and newbarns seroicgical data only have restricted value

9.3.1. Antibody Isotypes and State of Infection

Serology Significance
| Characteristic of the primary antibody response
iaht High IgM titer with low igG liter: — suggests a current or very recent infection

Rare:—persisting loh
Characteristic of the secondary antibody response

2y PCr3istior several years

m High IgG titer with low IgM titer: — may indicate a past infection

=)
9]

10. SPECIFIC PERFORMANCE CHARACTERISTICS

The results refer to the groups of samples invesligated; these are not guaranteed specifications.
For further information aboul the specific performance characteristics please contact NovaTec Immundiagnostica GmbH.

10.1. Precision

Intraassay n Mean (E) CV (%)
#1 24 0.461 4.23
#2 24 1.003 2.12
#3 24 0.862 265
Interassay n Mean (NTU) CV {%}
#1 12 21.35 5.10
#2 1 15.46 7.62
#3 12 4.22 11.86

10.2. Diagnostic Specificity

e absence of the specific analyle,

10.3. Diagnostic Sensitivity
The diagnostic sensitivity is defined as the probability of the assay of scoring positive

1 the presence of the specific analvie.

10.5. Cross Reactivity

vestigation of a sample panel with antibody activities to potentialiy cross-reacting parameters did not reveai significant
evidence of false-posilive results due to cross-reactions,

11.LIMITATIONS OF THE PROCEDURE

Bacterial contamination or repeated freeze-thaw cycles of the sample may affect the absorbance values.

12.PRECAUTIONS AND WARNINGS

- In compliance with article 1 paragraph 2b European directive 38/T9/EC the use of the in vitro diagnostic medical devices is
intended by the manufacturer o secure suitab ty. perfarmances and safety of the product Therefore the fest arocedure,
the information, the pracautions and wamings in the instructions for use have to be strictly followed. The test procedure,
the information, the precautions angd warnings in the instructions for use have fo be strictly foliowed, Thi use of the lestkits
with analyzers and similar equipment has to be validated, Any change In design, composition and test procedure as well as
for any use |n combination with other preducts not aporoved by the manufacturer i not authorized; the user himself is
responsible for such changes. The manufaclurer |s nat liable for false results and incidenls for these ressans. The
manutacturer is not llable for any resulis by visual analysis of the patient samples.

= Only for in-vitro diagnostic use

= Allmaterials of human ar 2nimal origin should be regarded and haridied as poten ly infectious.

* Al components of human origin used for the oroduction of these rezgsnts have been lested for anti-HIV antibedies, anti-
HCV anbibodies and HBsAn and have been found to be non-reactive.

= Do notinterchange reagents or strips of different production lots,

= Noresgents of other manufacturers should be used along with reagents of this test kit.

= Do not use reagents after expiry date staled on the label,

. Use only clean pipette tips, dispensers, and lab ware,

» Do not interchange screw caps of reagent vials o avoid cross-contamination,

o Close reagent vials tightly immediately after use to avold evaporation and microbial contamination.

*  After first opening and subsequent storage check conjupate and standard/control vials for microbial conta
further use.

ination prior to

s and dispense reagents without splas

accurately into the wells.
*  The ELISA is only designed for ¢ qualified personnel who are fami arwith-geed-laboratory-practice: "I

12.1. Disposal Considerations

Residues of chemicals and preparations are generally considered as hazardous waste. The disposal of this kind of waste i
regulated through national and regional laws and regulations. Conlact your local authorities or waste managemen! companies
which will give advice on how to dispose hazardous waste.

13. ORDERING INFORMATION
Prod. No.: LEGMO0650 Legionella pneumophila IgM ELISA (96 Determinations)

It is 100 0% (5% cnnfidence ntarval 55-37%—465.8%

10.4. interferences

interferences with hemoly

pemic or icteric samples are not observed up to a concentration of 10 mgfm! nemoglabin, 5 mg/ml
triglycerides and 0.5 mg/)

ibin,
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1. INTRODUCTION

Legionellse are aerobic gram-negative faculiative intracellular parasites of certain pratozoa. They are founc
envirenments worldwide and can cause respiratory disease (legionellosis) in humans,

Legianells was first identified after an cutbreak of pneumonia involving delegates of the 1976 American Legicn Convention at a
Philadelpiia hotel

the genus Legionella currenlly has at least 50 species comprising 70 nct serogroups. One species of Legionella, L.
pneumophila, is the aetiological agent of approximately 80 % of iegionellosis cases, and serogroup 1 (8g1) accounts for about
84 % of these cases
L. pneumophita multipties itself at temperatures between 25 and 42 "C, with an optimal growth temperature of 35 °C. Lagionella
thrives in warm, stagnant water in the eavi eni snd in artificial systems such as cooling lowers, evaporative condensars, hot
and cold water systems and spa poals that mimic the nalural envircnment in which the organism thrives, These systems also
provide the means by which asroscls/droplets are generated and the organism dispersed into the atmesphers

Legionellosis can be acquired by the inhalation of aerosols containing Leglonelta bacteria or by micro-aspiration of ingested
watsr contaminated with Legionella. Person-to-person transmission s niot thought io be a risk.

The fikellhood of contracting Legiannaires’ disease depends on the ievel of contamination in the waler sourcs; the suscep
of the person exposed, and the intensity of exposure, Legionnalres' disease is ct ized as an "opporunistic” disease thal
attacks individuals who have an dnderying ifiness or a weakened Immune systern. Predispasing risks include increasing age,
being male, heavy smoking, alcohol abuse, chronic lung disease, immunosuppressive therapy, cancer chematherapy, organ or
bone marow fransplant, and corticosteroid therapy,

Legionellosis can appear in two distingt clinical preseriations: Legionelia pnaumonia (Legionnaires' disease) with an incubation
period of approx. 2-10 days (may extend up to 16-20 days) and Pentiac faver (incubation period: narmally 12-48 hours),
Legicnella pneumonia (Legionnaires’ disease} is a serious form of pneumonia that carrles with |t 3 case-fatality ratic of 10-15 %,
Legionnaires' disease patisnts mnitially present with cough, fever and nonspecific symptoms including malaise, myalgia and
headache. Some patients develop shaking chills, chest pain, diarthea. delirium ar other neurclogic symptoms. Extra oulmonary
involvement is rare

Pantiac fever is a milder farm of the di withoul mar ions of preumonia and p ts as an infi line liness,
Symptoms may include headache, chils, muscle aches, 3 dry cough and fever. It is ususlly setf-limiting and typically does not
require treatment. The attack rate is much higher than far Le ionmaires’ disease {up o 95 % of those exposed),

freshwater

Species Disease Symptoms (=.g.) Ti ission route
Legionelia Legionella preumonia Cough, fever and nonspecific symploms Inhalation of aerosc
pneumophila {Legionnaires’ disease) (maiaise, myalgia, containing Legionella
| dev 2king ¢ bacteria or micro-
f delirium or other neurologic symptoms aspiration of ingested |
Pontiac fever water contaminated with |
Influenza-like illness (headache, chil s, muscle | Legionella
aches, a dry cough and fever) without
manifestations of preumonia

The presence of pathogen or infection may be identified by
= Culture

*  Urinary antigen detection

» PCR

= Serology: Detectlion of antibodies by ELISA

2. INTENDED USE

The Legionella pneumaphila IgG ELISA s intended for the qualitative determination of 1gG class antibodies against Legionella
pneumophila in human serum or plasma (citrate, heparin).

3. PRINCIPLE OF THE ASSAY

The qualitative immunoenzymatic determination of specific antibodies is based on the ELISA {Enzyme-linked immunosorbent
Assay) technique.

Microplates are coated with specific antigens o bind carrespending antibodies of the sample. After washing the wells to remave
all unbound sample material a horseradish peroxidase (HRP] labelled conjugate s addad. This conjugate binds to the caplured
antivodies. In 3 sacond washing step unbound conjugate is removed, The immune complex formed by the bound conjugale s
visualized by adding Tetramethylbenzidine {TM8] substrate which gives a biue reaction product.

T tensity of this product iz proportional 1o the amount af specific antibodies in the sample, Sulphuric acid is added to stop
the reaction. This produces a yeflow endpaint colour. Absorbance st 450/620 nm is read using an ELISA microwall niste readar,

Product Number: LEGG0650 (96 Determinations)




4. MATERIALS

4.1.  Reagents supplied --

- Legionella pneumcphila Coated Microplate {IgG): 12 break-apart 8-weli snap-off strips coated with Legioneila
preumophila antigens resealable aluminium f

] 19G Sample Diiuent: 1 bottle containing 100 ml of phosphate buffer (10 mM) for sample dilution; pH 7,2 + 0.2; coloured
yellow; ready to use; white cap.

= Stop Solution: 1 botle containing 15 mi sulphuric acid, 8.2 moi/l; ready to use; red cap

. Washing Buffer (20x conc.): 1 bottle containing 50 ml of a 20-fold concentrated phosphale buffer (0.2 M),
pH 7.2 £0.2, for washing the we ; white cap.

. Legionella pneumophila anti-lpG Conjugate: 1 hotde containing 20 mi of peroxidase labelled antibody to fuman IgG
in phasphate buffer (10 mM); coloured blue: ready to use; black cap

. TME Substrate Solution: 1 botle containing 15 ml 3.3 5.5 tetramethylberzidine {TME}, < 0.1 %; ready to use; yellow
cap; < 5% NMP.

® Legionella pneumophila 1gG Positive Control: 1 | containing 2 m! contral (human serum or plasma); coloured

veilow; ready to use; red cap.

. Legicnella pneumophila igG Cut-off Control: 1 vial containing 3 ml control {human serum or plasma); coloured
yellow; ready to use; green cap.

= Legionella pneumopbhila lgG Negative Control: 1 vial containing 2 mf control (human serum or plasmay; coloured
yellow; ready to use; blue cap.
Far potential hazardous substances please check the safety data sheet.

4.2.  Materials supplied

. 1 Cover foil
- 1 Instruction for use (IFU)
. 1 Plate layout

4.3. Materials and Equipment needed

= ELISA microwell plate reader, eq
. Incubator 37°C
Marnuatorauioniatic equipment for rinsing wells

- Pipettes to deliver voiumes between 10 and 1000 pI
O Vortex tube
= Distilled water

- Disposable tubes

5. STABILITY AND STORAGE

ped for the measurement of absorbance at 450/620 nm

Store the kitat 2., 8 °C. The opened reagents are stable up to the expiry dale staled on the label when stored at 2,.8°C
6. REAGENT PREPARATION

It is very important to bring all reagents and samples tc room temperature (20...25 °C) and mix them before
starting the test run!
6.1. Coated Microplate

The break-apart snap-off strips are coated with Legionella pneumophila antigens. Immediately after removal of the strips, the
remaining strips should be resealed in the aluminium foit along with the desiccant supplied and stored at2...8 °C.

6.2.  Washing Buffer (20x conc.)
iute Washing Bliffer 1 + 19: e. g. 10 ml Washing Buffer + 190 ml distilled water. The diluted buffer is stable for 5 days at room

temperature (20...25 °C). in case crystais appear in the concentrate, warm up the solution to 37°C €.g.in a water bath. Mix well
before dilution.

6.3. TMB Substrate Solution

The reagent is ready to use and has to be stored at 2. 8 °C. away from the !
have a shighi biue tinge- If the substrate turns into blue, it may have become conta

7. SAMPLE COLLECTION AND PREPARATION

Use human serum or plasma (titrate, haparin) samples with this 3ssay. For CSF please use the instruction fiar use ARV 0004 it

7.1.  Sample Diiution

Before assaying, all samples should be diluted 1+100 with IgG Sample Diluent, Dispense 10 ul sampie and 1
Diluenl into 1ubes to obtain a 1+100 dilution and thoroughly mix wilh a Vortex.

8. ASSAY PROCEDURE

8.1.  Test Preparation

Please read the instruction for use caref ¥ before performing the assay, Result reliabi ity depends on stict adherence o the
instruction for use as described, The following lest procedure is only validated for manuaj procadure. If pedorming the test an
ELISA auiomatic systams we recommend increasing the washing steps from three to five and the volume of Washing Buffer
from 300 pl to 350 pl to avoid washing effects. Pay attention to chagter 12 Prior 1o commencing the assay, the distribution ang
alion plan for alf samples and standardsicontrals (duplicates recomme ded) should be carefully established on the
layout supplied in the kit. Select the required number of microtiter strips or wells and nsen them into the holder

Perform all assay steps in the order given and without any delays.

A clean, disposable tip should be used for dispensing each standard/control and sample,

Adjust the incubator to 37 £ 1 °C,

7. Dispense 100 yl standards/controls and
Blank.

2. Cover wells with the foil supplied in the kit

3. incubate for 1 hour 5 min at 37 £ 1 °C.

cubation has been completed, remave the fol . aspirate the content of the wells and wash each well three times

with 300 pl of Washing Buffer. Avoid overflows from the reaction wells. The interval between washing und aspiration

should be > 5 sec. At the end carefully remove remaining fluid by tapping strips on tissue paper prior to the next step!

iluted samples into their respeclive wells, Leave well A1 for the Substrate

Note: Washing is important! Insufficient washing results in paor precision and false results.
Dispense 100 pl Conjugate into alf wells except for the Substrate Blank well A1

Incubate for 30 min at room temperature {20...25 °C). Do not expose to direct sunlight,

Repeat step 4

Dispense 100 ul TMB Substrate Solution into all wells, o

S Incubate for exactly 15 min at room temperature (20...25 °C) in the dark. A blue colour occurs due to an enzymatic
reaction.

40 Dicoemzo ane
10

- Dispense 100 pi Siop Soiuiion into ail welis in the same order and al the same rate as for the TMB Substrate Solutior,
thereby a colour change from blue to yellow occurs,

- Measure the absorbance at 450/620 nm within 30 min after addition of the Stop Salution.

© ~N @ ;

8.2. Measurement
Adjust the ELISA microwell plate reader to zero using the Substrate Blank

If - due ta technical reasons - the ELISA microwell plate reader cannot be adjusted to zero using the Substrate Blank, subtract
ils absorbance vaiue from all other absorbance values measured in order to obtain reliable results!

Measure the absorbance of all wells at 450 nm and record the absorbance values for each standard/contral and sample in the
plate layout

Bichromatic measurement using a reference wavelength of 620 nm is recommended.
Where applicable calculate the mean absorbance values of all duplicates

9. RESULTS

9.1.  Run Validation Criteria

In order for an assay to be considered valid, the foilowing criteria must be met:
. Substrate Blank:  Absorbance value < 0.100

= Negative Control:  Absarbance value < 0.200 and < Cut-off

=  Cut-off Control: Absorbance value 0.150 — 1.300

- Positive Contrel:  Ahsarbanca value > Cut.off

these criteria are not met, the test is not valid and must be repeated

9.2, Calculation of Results

Example: Absorbance value Cut-off Control 0,44 + absorbanice valus Cut-off controy

ihe assay e gedurmad within 5 daysaftersampie colfecion The samples should be kept at 2.8 "C: otherwise ey should be

quoled and stored deep-frozen (-70..-20 °C). If samples are stared frozen mix thawed samples well before testing. Avoid
regealed freezing and thawing
Heat inactivation of samples is not recommended

Cut-0ff = 0.43



9.2.1.  Results in Units [NTU]
Sample (mean) absorbance vaiue x 10
Cut-off

Example:  1.591x10 = 37 NTU (Units})
0.43

= [NovaTec Units = NTU]

9.3. Interpretation of Results
| Cutof 10 NTU -

Posit | 5 NT odies against the um:jn@m: are _u.qmmmzﬁ .
| e A There has been a contact with the antigen (pathogen resp. vaccine).

Antibodies against the pathegen could not be detected clearly.
Equivoeal 89—11 NTU It Is fecommended to repeal the test with a fresh sample in 2 to 4 weeks. If the
fesult is equivocal again the sample is judged as negative.

. The sample contains no antibadies against the pathogen.
i NT " | " " . i
Negative <Y A previous contact with the antigen (pathogen resp. vaccine) is unlikely. |

Dizgnesis of an infectious disease should not be established on the basis ofa single test resull. A precise diagnosis should
take into consideration clinical histary, symptomatology a2 well as serological data.
immunocempromised patients and newborns serolegical data only have restricted valus,

9.3.1. Antibody Isotypes and State of Infection
Serology

nificance

Characteristic of the primary antibady rasponse

Igv High IgM titer with low IgG titer: — suggests a current or very recenl infection
i Rare: — persisting laM
Characteristic of the secondary antibody response
1gG May persist for several years- |
High IgG titer with jow IgM titer: — may indicale a past infection

10.8PECIFIC PERFORMANCE CHARACTERISTICS

The results refer to the groups cf samples investigated; these are not guaranteed specifications.
For further information about the specific performance characteristics please contact MovaTec Immundiagnostica GmaH
10.1. Precision

Intraassay n Mean (E) CV (%)
#1 24 0.275 9.88
#2 24 0.474 7.96
#3 24 1.722 5.05
Interassay n Mean (NTU) CV {%)
#1 12 22.35 9.56
#2 12 62.64 720
#3 12 1.88 14.30

10.2. Diagnostic Specificity

The diagnostic specificity is defined as the probability of the assay of scoring negative in the absence of the specific analyte,
Itis 100.0% (95% confidence interval: 86.78% - 100.0%)

10.3. Diagnostic Sensitivity

ﬂ:mammnsom:nmmsm_:s:\_mn_m mm.&m.o_‘mnmu,go::w assay of scoring positive in the presence of the specific analyte,
is 90.0% (95% confidence interval: 68.3%-98.77%). - - . S s = T T

10.4. Interferences

11. LIMITATIONS OF THE PROCEDURE

Bacierial contamination or repeated freeze-thaw cycles of the sample may affect the absorbance values

12. PRECAUTIONS AND WARNINGS

*  Incomplance with article 1 paragraph 2b European directive SBITYET the Use of the | vitro diagnostic medical devices is
ended by the manufacturer to secure suitab ty. performances and safety of the product. Thersfore the test procedure,

the Informatinn, the precautions and wamings in the instructions for Lse have to be strictly followed, The test procedure,

the information, the precautions and warmings in t structions for use have o be striclly followed. The use of the testkits

with analyzers and similar equipment has to be validated Any change in design, composition and ies! procedure as well as

for any use fn comhbination with other producis not approved by the manufacturer is ot authonized; the user himself is

responsible for such changes. The manufacturer Is not fable for false rasu icidents for these reasons. The

manufacturer is not liable for any resuits by visual analysis of the patient samples.

= Only for invitro diagnostic use.

= All materials of human or arimal arigin should be regarded and handled as potentially infectious.

* Al components of human origin used for the preduction of these reagents have been tested for anti-HIV anlibodies. ant

HCV antibodies and HBsAg and have been found to be non-reactive,

* Do nolinlerchange reagents or strips of different production lots,

*  Noreagenis of other manufacturers should be used along with reagents of this test kit

* Do not use resgents after expiry dale stated on the labal,

= Use onily clean plpette tips, dispensers, and lab ware.

= Danet interchange screw caps of reagent vials to svoid cross-contamination.

*  Close resgent vials tighlly immediately after use to avaid evaporation and microbial contaminatian,

= Alter first opening and subseguent storage check conjugate and standard/contral vials far microbial contamination orier to

further use,
= To avoid cross-contamination and falsely elevated results pipette patient samples and dispense reagents without splashing
accurately into the wells.
*  The ELISA is only designed for qualified personnel who are fa

ar with gond laboratory practice.

12.1. Disposal Considerations

Residues of chemicals and preparations are generally considered as hazardous waste. The disposal of this kind of s\mm,m. is
regulated through national and regional laws and regulations. Contact yourlocal-autherilies or waste management companiss
wiich will give advice on how ta dispose hazardous waste.

13. ORDERING INFORMATION .

Prod. No.: LEGG0650 Legionella pneumoph

rEferehceswith-hemoiyriz

triglycerides and 0.5 mg/mi

REMIC Or icteric samplas are not observea up to a concentration of 10 mg/ml hemoglobin, 5 mg/ml
rubin

10.5. Cross Reactivity

investigation of a sample panel with antibody activities to potenti
ilive results due to cross-reaclions

y cross-reacling parameters did nol reveai evidence of faise-
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