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INTENDED USE:
The Quantitative Determination of specific Antibody against H.pylori from 1gG class
Concentration in Human Serum.

CLINICAL SIGNIFICANCE.:

Helicobacter pylori is a spiral Gram-negative bacterium (2 - 6.5 um in size, flagellated) formerly
classified as campylobacter pylori. H.pylori which colonizes the human gastric mucosa, has been
recognized as the principal cause of duodenitis and duodenal ulcers as well as being strongly
associated with type B chronic antral gastritis, gastric ulcers, non-ulcer dyspepsia, gastric
carcinoma and mucosa associated lymphoid tissue(MALT) lymphomas. The use of nonsteroidal
anti-inflammatory drugs (NSAIDS) causes or aggravates peptic and gastric inflammation and
ulceration. Hypersecretory states are a much rarer cause of acid peptic disease. Data gathered by
history and physical examination may initially suggest peptic ulcer disease.

Infection rate is high and as many as about 50% worldwide and is more prevalent in countries with
low socioeconomic status. Approximately 10% of healthy persons younger than 30 years of age
have H. pylori without disease or symptoms. Gastric “colonization” increases with age, with
people older than age 60 years having rates at a percentage similar to their age. Testing should
only be performed on symptomatic patients because a large percentage of Helicobacter pylori-
colonized individuals would have positive results. All positive tests should be interpreted with
regard to patient clinical findings. At present, H. pylori serology is generally utilized to screen for
H. pylori infection and breath test are used to confirm eradication after treatment unless endoscopy
allows collection of tissues for rapid urease testing or histologic review.

PRINCIPLE:

The guantitative immunoenzymatic determination of specific antibodies is based on the Indirect
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 components HRP-labeled Anti-Human IgG is added to each well. Anti-Human 1gG binds
to the captured antibodies. In a second washing step, unbound conjugate is removed. The strips
are then washed and, buffered substrate/chromogen reagent (hydrogen peroxide and
Tetramethylbenzidine) is added to each well and the enzyme reaction is allowed to proceed. During
the enzyme reaction, a blue color will develop and then enzymatic reaction will be stopped by
adding stop solution. The intensity of the color is directly proportional to the amount of specific
antibodies against H. pylori antigens from IgG class present in the sample.
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Reagent and material supplied in the Kit:

Quantity/96 A
Reagent Test KIT Reconstitution
Microplate (96 breakable wells) coated with H. pylori
specific antigens 96 wells Ready to Use
Standard set 1-5 (0, 10 50, 100, 20Q AU/mL) in buffer, 5 Vial/2.0 ml Ready to Use
containing preservative
Controls N = 2(cut-off and high control- range indicated on Readv to Use
the label) in buffer compatible with human serum matrix 2 Vial/2.0 ml y
containing preservatives
Sample diluent(Red bottle) 1 Vial/ 30 mi Ready to Use
Enzyme Conjugate- Anti-Human IgG conjugated to HRP 1 Vial/12 mi Ready to use
(red color)
Concentrated Wash solution 1 Vial/30 ml D!Iu_te 1:20 with
distilled water
Substrate-Chromogenic solution (T«_etramethylbenndme 1 Vial/12ml Ready to Use
and hydrogen peroxide)
Stop solution (H2So04 0.12M). Additional information Readv to Use
about the other additive is considered proprietary. 1 Vial/6.0 mi y

Materials supplied
e 1 Adhesive cover
e 1 Instruction for use (IFU)

Materials required but not supplied with kit

e The following materials are required but not provided in the kit:

e Distilled water with conductivity < 1uS

e Precise micropipettes for delivery of 20, 50, 100 and 200 microliters. An 8-channel pipette or
respenser pipette with disposable plastic tips for delivery of 50-200 pL is useful but not essential.
Pipettes for dispensing milliliter volumes.

e Vortex mixer

e Automatic washer or any other device which can deliver 350 microliter wash solution for
microplates

e Microplate reader with the wavelength of 620-650 nm and 450 nm, and an absorbance range of

0-3

Preparation of the Sample:

e Human serum and EDTA plasma are samples of choice for PSI H. pylori-1gG kit.

e Do not use grossly haemolysed or turbid samples.

e If the measurement cannot be done within 24 hours after sample collection, samples
should be kept at 2-8°C up to 48 hours. For longer storage, serum or plasma must be
stored at -20°C.

e Auvoid repeated freeze and thaw cycles. Frozen specimens must be gently but thoroughly
mixed after thawing

PRECAUTION:
1. For Professional in vitro diagnostic use only.
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2. All the reagents within the kit are calibrated for the direct determination of human specific
IgG against H. pylori antigens in human serum. The kit is not calibrated for the
determination of specific IgG in Non-EDTA plasma or other specimens of human or
animal origin.

3. Before starting the assay, read the working manual completely and carefully. Use the valid
version of the instruction provided with the kit. Be sure that everything is understood.

4. Please refer to the U.S. Department of Health and Human Services (Bethesda, Md., USA)
publication No (CDC) 88—8_95 on laboratory safety procedures or any other local or
national regulation.

5. Handle all patient specimens as potentially infectious.

6. Reagents contain sodium azide (NaN3) as a preservative. Sodium azide may react with
lead and copper plumbing to form highly explosive metal azides. On disposal, flush with
a large volume of water to prevent azide build-up. Follow local guidelines for disposal of
all waste material.

7. Avoid any skin contact with all reagents. Stop solution contains strong acid in case of
contact, wash thoroughly with soap and water.

Preparation of reagents:

Wash Buffer:

According to the required volume, pour the desired volume of wash concentrate into a clean
container and dilute 20 fold by adding adequate volume of distilled or deionized water to gain a
buffered Wash Solution. E.g. 10 mL wash concentrate to 190 mL distilled water. Wash solution
should be prepared daily. Please discard the unused working wash solution at the end of the day.
PROCEDURE:

Take out the microplate with the required number of strips. The left strips are placed in the plastic

pouch along with the silica gel bag, and sealed.

Pipette 200 pl of Sample Diluent into each well except Standards and Controls well.

Pipette 200 pl of standards and controls (ready to use) into the appropriated wells.

Pipette 20 pl of Patients Serum into appropriate well.

It is strongly recommended that mix serum by pipetting up and down 5 times in sample diluent.
As an alternative procedure, you can also dilute patient samplel:11out-of well in a small clean

tube, mix thoroughly and gently, then transfer 200 pl, diluted serum to appropriate wells. Cover

the strips with a plate sealer. Incubate at room temperature for 20 minutes.

Wash the plate according to procedure below.

a. Carefully dispense 350 pL of working wash solution into each well.

b. Aspirate the content of each well.

C. Repeat 4 additional wash for a total of 5 wash cycles.
Pipette 100 ul of Enzyme Conjugate into each well. Incubate at room temperature for 20 minutes.
Wash the wells 5 times as discussed in procedural note 6.
Pipette 100 ul of Substrate-chromogen into each well and Incubate in the dark at room
temperature for 10 minutes.

or 650) in a microplate spectrophotometer within 10 min after addition of Stop Solution.

Add 50 pL of Stop Solution, mix and read the absorbance at 450 nm (with a reference filter 620, 630,



—)

FoPISHEAMAN

IVD-REF: PS - HPG

H.Pylori IgG ELISAKIT
Ver. No: 02

Important Note: always add stop solution in the same order as chromogenic solution TMB.
Quantitative calculation of results:

1. Construct a calibration curve by plotting the average O.D. (450 nm) for each calibrator on the vertical
(YY) axis against the concentration on the horizontal (X) axis, and draw a best-fit curve through the
points on the graph.

2. To determine concentration of H. pylori specific 1gG in each sample, first locate the O.D. value on
the Y-axis and extend a horizontal line to the calibration curve. At the point of intersection, draw a
vertical line to the X-axis and read the corresponding concentration.

If a microplate spectrophotometer with built-in data calculation program is used, refer to the
manual for the spectrophotometer and create a program using the concentration stated on the label
of each calibrator. For automatic calculation of H.pylori specific 1gG results, it is recommended to
use point-to-point method.
Typical Data:
The following data are for illustration only and never should be used instead of the real-time calibration
curve.

typcal calibration curve

Standards OD

AU/ml 450nm

0 0.03

10 0.3 g

50 1.4

100 2.2
200 2.8 et L L .

Alternative qualitative evaluation

AU/mL

The Cut-off value is given by the optical density (OD) of the cut-off control. The Cut-off index(COl) is
calculated from the mean optical densities of the sample wells and Cut-off value. If the optical density
of the sample is within a range of 20% around the Cut-off value (grey zone), the sample has to be
considered as borderline. Samples with higher ODs are positive, samples with lower ODs are negative.
For a semi quantification, the Cut-off index (COI) of the samples can be determined as follows:

OD sample

CoI =
0D cut — of f control

Antibody Isotype and state of infection

serology wsignificance

1gG Characteristic of secondary Immune response. High titers may indicate an active
infection if clinically indicated, but titers may persist for several years.

Low Positive results may indicate past infection.
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IgA Produced in mucosal surfaces throughout the body and acts as a protective barrier.

Usually produced early in infection course. High titers may indicate an active infection
if clinically indicated.

Reference interval
In an in-house study apparently healthy subject showed the following results.

Qualitative Quantitative results Semi-Quantitative results
interpretation (AU/mI) (Cal
Negative <10 <0.8
Undetermined 10-15 AU/ml 0.8-1.2
Positive >15 AU/ml >1.2

The H.pylori serology results , should not be used as a sole basis for any therapeutic invention. They
have to be interpreted in context of other clinical observations and diagnostic tests.

Acceptable quality Criteria:

standard oD
Standard Zero <0.1
Cut-off control >0.1
Standard 200 >1.2

Quality control

The test results are only valid if the test has been performed following the exact instruction. Moreover,
the user must strictly adhere to the rules of GLP (Good Laboratory Practice) or other applicable
standards/laws. All validation criteria must be met as stated on the QC Certificate for standard 0 and
standard 200. If the criteria are not met, the run is not valid and should be repeated. Each laboratory
should use known samples as further controls. It is recommended to participate at appropriate quality
assessment trials. In case of any deviation the following technical issues should be proven: Expiration
dates of (prepared) reagents, storage conditions, pipettes, devices, incubation conditions and washing
methods.

PERFORMANCE CHARACTERISTICS

Diagnostic specificity

The diagnostic specificity is defined as the percentage (number fraction multiplied by 100) of subjects
scoring negative in the absence of specific analyte. It is It is 96.63% (95% confidence interval: 90.46%
- 99.30%).

Diagnostic sensitivity

The diagnostic sensitivity is defined as the percentage (number fraction multiplied by 100) of subjects
scoring positive in the presence of specific analyte. It is It is 95.15% (95% confidence interval:
89.031% - 98.41%).

Precision:
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Precision was determined using PSI H.pylori IgG kit reagents and three pooled human sera according
to EP05-A3 Guideline.

Three runs per day (morning, midday and afternoon) by three users in 10 working days (10 x 3 X 3).
Results analyzed by fully nested ANOVA. Following results were obtained:

Sample Mean Repeatability Within-Laboratory
Description (AU/mL) Precision
SD(AU/mL) %CV SD(AU/mL) %CV
Patient Pool 8.26 0.72 8.72 0.82 9.93
Patient Pool 39.82 2.31 5.80 3.56 8.94
Patient Pool 77.66 4.62 5.95 5.33 6.86
1. Specificity:

Interference evaluation from common sample abnormalities, hemolysis, Lipemia and icterus were
performed according to guideline CLSI EPO7-A2 and percentage interference was calculated for each
sample using the equation below and normalized to the anti-H.pylori IgG content.

) measured value — true value
%interference = X 100%
true value

No interference were seen up to following listed concentration:

Interferent source Final concentration of interferent in test
serum
Hemoglobin Fresh haemolysed blood 50 mg/mL
Cpr_uug'ated Cgr_nmgrmally crystalline Unconjugated 20 mg/dL
Bilirubin Bilirubin
Triglycerides Commercially Intralipid 10% 1000 mg/dL
References:

1. CLSI. Evaluation of precision of quantitative measurement procedures; approved guideline. CLSI
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Brief Assay Procedure

[Transfer required number] Pipette 200pL sample
e

of wells to a strip frame.

diluent into only patient | == W : e
sample wells

Incubate for 20 min at
Room temperature = . ¢

I
% -

5 times wash

Incubate for 10 min at

room temperature in the
dark

l

Pipette 50yl stop sol. To

each well

Mix serum by pipetting up and
down

Pipette 100uL Enzyme R "
Conjugate to each well — w =

TR

Pipette 200uL RTU

calibrators/control and cut-
off control to appropriate

wells

Pipette 20ul patient

serum to patient sample

wells

I

Incubate for 20 min at

Room temperature

]

Pipette 100yl substrate-
chromogenic sol. To each | gum

well

l
)

5 times wash

Read at
450/630 nm
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SYMBOLS:
LoT BATCH NUMBER
USE BY
MANUFACTURER

CONTAINS SUFFICIENT FOR <n> TESTS

<|IE|KC

VD IN VITRO DIAGNOSTIC MEDICAL DEVICE

8°C

TEMPERATURE LIMITATION

REF CATALOGUE NUMBER

CONSULT INSTRUCTIONS FOR USE

&
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