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NOTE: This procedure is provided to Meridian’s customers to assist with the development of laboratory procedures.  This document was derived from, and was current with, the instructions for use (IFU) that accompanies the product at the time it was created. The user is instructed to consult the IFU packaged with the product to ensure currency of the procedure prior to adapting the document to routine laboratory use and periodically thereafter to ensure future IFU modifications, which might affect this procedure, are identified.   Any modifications to this document are the sole responsibility of the person making the modifications.
PRINCIPLE:

PREMIER H. pylori is an enzyme immunoassay (EIA) for the in vitro qualitative detection of IgG antibodies to Helicobacter pylori in human serum and plasma.  Test results are intended to aid in the diagnosis of H. pylori infection. 

PREMIER H. pylori utilizes a sonicated H. pylori bacterial cell lysate adsorbed to plastic microwells.  Diluted patient serum is incubated in the wells at 19-27 C.  After washing, a peroxidase conjugated monoclonal antibody to human IgG is added and the plate reincubated.  The unbound conjugate is washed away and PREMIER Substrate I added.  Color develops in the presence of bound enzyme.  PREMIER Stop Solution I is added and the results are interpreted visually or spectrophotometrically. 

SPECIMEN:

Preferred sample types:
1. Serum or plasma 
2. Sodium citrate and EDTA are acceptable anticoagulants
Undesirable specimens:

Plasma obtained using anticoagulants other than EDTA or Sodium citrate

Collection and Preparation:
1. Serum or plasma can be used in this assay.  Sodium citrate and EDTA are acceptable anticoagulants.  The performance of PREMIER H. pylori from plasma obtained using other anticoagulants is unknown.  Specimens must be collected using established laboratory procedures. 

2. Serum and plasma can be stored in the refrigerator at 2-8 C for up to five days.  If testing is to be performed at a later date, the specimen should be frozen.  Avoid repeated freezing and thawing.  A cloudy serum/plasma specimen or one containing particulate matter, may be centrifuged prior to testing. 

MATERIALS AND EQUIPMENT:
Materials Provided:
The maximum number of test obtained from this test kit is listed on the outer box.
1. Antigen Coated Microwells - Breakaway plastic wells coated with H. pylori antigen. 

2. Positive Control - Human serum containing IgG antibodies to H. pylori in a buffer (pH 7.3) with 0.09% sodium azide. 

3. Negative Control - Nonreactive human serum in a buffer (pH 7.3) with 0.09% sodium azide. 

4. Sample Diluent - Protein solution with a preservative (0.1% sodium azide).

5. PREMIER 20X Wash Buffer I - Concentrated wash buffer with a preservative (0.2% thimerosal). 

6. Enzyme Conjugate - Monoclonal anti-human IgG labeled with peroxidase in a buffer with preservative (0.02% thimerosal). 

7. PREMIER Substrate I - Buffered solution containing peroxide and tetramethylbenzidine.

8. PREMIER Stop Solution I – 1M Phosphoric Acid.  CAUTION: Avoid skin contact.  Flush with water if contact occurs. 
9. Microwell strip holder 

10. Microwell strip sealer 
Materials Not Provided:
1. Test tubes (12 x 75 mm)

2. Distilled or deionized water

3. Precision pipettes to deliver 10, 100, and 500 µL

4. Squirt bottle or automatic EIA plate washer

5. Timer

6. Graduated cylinder

7. OPTIONAL: EIA plate reader capable of reading absorbance of 450 nm or 450/630 nm
PERFORMANCE CONSIDERATIONS:
1. All reagents are for in vitro diagnostic use only. 

2. Patient specimens may contain infectious agents and should be handled and disposed of as potential biohazards.  Wear disposable gloves while handling specimens and performing the test procedure. 

3. CAUTION: Source material from which the controls were derived was negative for HBsAg/anti-HCV and HIV nonreactive.  However, no test method can offer complete assurance that human blood will not transmit HIV, hepatitis or other potentially infectious agents.  These reagents should be handled at Biosafety Level 2 as recommended in the CDC/NIH manual Biosafety in Microbiology and Biomedical Laboratories, 2007. 

4. All reagents should be mixed gently before use. 

5. Reproducible results depend on careful pipetting, correct incubation periods, and temperature, as well as washing the test strips and thorough mixing of all prepared solutions. 

6. All reagents except the PREMIER 20X Wash Buffer I and Controls are provided already diluted to the proper concentration. 

7. Do not scratch coated well during washing and aspiration.  Wash and fill all microwells without interruption.  While washing, check that microwells are filled evenly with washing solution, and that there are no residues in the microwells.  Don't allow wells to dry out.  Inadequate washing may cause elevated background. 

8. Instructions for using appropriate photometers are to be observed; check adjustment of proper wave length (450 nm) and reference wave length (630 nm) respectively. 

9. If comparisons with other methods are required, always perform both tests simultaneously. 

10. PREMIER Stop Solution I should be handled carefully because it can cause burns or irritation to the skin. 

11. All reagents must be stored at 2-8 C and warmed to 19-27 C prior to running the assay. 




12. Replace colored caps on correct vials. 

13. Use only plastic disposable tips to pipet reagents. 

14. Store the unused microwell strips in the original pouch at 2-8 C.  It is important to protect strips from moisture. 

15. Do not mix reagents from other kit lots, or use kit components beyond labeled expiration date. 

16. Use separate pipette tips for each sample, control and reagent.  Cross contamination of samples could cause false results. 

17. Do not reuse microwells. 

18. Dispose of all used test materials in appropriate container.  Treat as potential biohazard. 

19. Hold reagent vials vertically to insure proper drop size and delivery. 

20. Do not use microwells where the desiccant indicator has changed from blue to pink.

21. Do not use microwells with pouches that have been damaged (ie, show holes or punctures).

STORAGE REQUIRMENTS:

The expiration date is indicated on the kit label.  The test kit should be stored at 2-8 C and return the kit promptly to the refrigerator after each use. 

At this facility, kits are stored:_______________________________________________
CALIBRATION:

Not applicable to this assay.
QUALITY CONTROL:

This test should be performed per applicable local, state, or federal regulations or accrediting agencies. 

The Positive and Negative Controls must be used with each batch of specimens to provide quality assurance of the reagents. 

The Negative Control should read < 0.120 at 450 nm and < 0.070 at 450/630 nm but greater than 0.00.  If the Negative Control is < 0.00, re-blank the plate reader to air and re-read the plate.  The Negative Control should be colorless when read visually.  The Positive Control must read ≥ 0.400 at both 450 nm and 450/630 nm. 

Any positive well without visible color should be repositioned, wiped on the underside of the well and reread. 

At the time of each use, kit components should be visually examined for obvious signs of microbial contamination, freezing, or leakage. 

Repeat the control tests as the first step in determining the root cause of the failure.  If control failures are repeated please contact Meridian’s Technical Services Department at 1-800-343-3858 (US) or your local distributor. 
QC Testing Frequency and Documentation:

For this facility, External QC is run:______________________________________________                                                                                                   

Results of External QC and action(s) taken when control results are unacceptable are documented:________________________________________________________________

REAGENT PREPARATION: 

1. Bring entire kit, including microwell pouch, to 19-27 C before use. 

2. Prepare 1X wash as needed.  For example; 4.0 mL of PREMIER 20 X Wash Buffer I + 76.0 mL of distilled water or deionized water is sufficient to wash one strip.  Place in a clean squirt bottle.  The 1X Wash Buffer can be stored at room temperature for up to three months.  

3. The Controls (Negative and Positive) must be diluted in Sample Diluent prior to use in assay. 

TEST PROCEDURE: 

Bring entire kit, including microwell pouch, to 19-27 C before use

1.
Use 1 microwell for each sample and control to be tested: 

a.
Negative Control microwell. 

b.
Positive Control microwell. 

c.
Patient serum microwells. 

2. Record location of each microwell in the holder. 

3. Prepare 1:50 dilution of each patient specimen, Positive Control and Negative Control in Sample Diluent.  Prepare dilution by mixing 10 µL of specimen, Positive or Negative Control with 0.5 mL Sample Diluent. 

4. Pipet 100 µL of each diluted Control (Negative and Positive) to the appropriate microwell.  Pipet 100 µL of diluted patient specimen into corresponding microwells.  (Load time should not exceed 5 minutes). 

5. Incubate at 19-27 C for 20 minutes.  Protect plate from drafts and dust which may cause evaporation and contamination. 

6. Remove solution from each microwell by inverting the microwells and tapping on an absorbent pad, firmly compressing the holder to prevent wells from falling out.  Fill each microwell with 1X Wash Buffer (approximately 350 µL).  Invert the microwells and firmly tap on an absorbent pad.  Repeat this procedure 2 times for a total of 3 washes. 

7. Add 2 drops of Conjugate to all wells. 

8. Incubate at 19-27 C for 20 minutes. 

9. Wash the microwells 3 times with 350 µL 1X Wash Buffer per well as in Step #6. 

10. Add 2 drops of PREMIER Substrate Solution I to all wells.  Agitate plate gently to mix. 

11. Incubate at 19-27 C for 10 minutes. 

12. Add 2 drops of PREMIER Stop Solution I to each well.  Agitate plate gently for 30 seconds to mix.  Note: Initial color of positive reaction is blue, which changes to yellow upon addition of PREMIER Stop Solution I. 

13. Observe Reactions: 

a.
Visual Determination - Read within 10 minutes after adding PREMIER Stop Solution I. 

b.
Spectrophotometric Determination - Zero EIA reader on air.  Wipe underside of wells with a lint free tissue.  Read absorbance at 450 nm or 450/630 nm within 10 minutes of adding PREMIER Stop Solution I. 

This facility’s procedure for specimen preparation is:____________________________  ______________________________________________________________________
This facility’s procedure for sample labeling is:_________________________________ ______________________________________________________________________
CALCULATIONS:

There are no calculations associated with this procedure.

INTERPRETATION OF RESULTS:

1. Visual Reading 
Negative = colorless 

Positive = definite yellow color 

2. Spectrophotometric Single Wavelength (450 nm) 

Negative = OD450 < 0.120

Positive = OD450 ≥ 0.120 

3. Spectrophotometric Dual Wavelength (450/630 nm) 
Negative = OD450/630 < 0.070 

Positive = OD450/630 ≥ 0.070 

A positive test result indicates the presence of IgG antibody to H. pylori.  A negative test result indicates the absence of IgG antibody to H. pylori or that the IgG level is below that which can be detected by this test. 

Extremely strong positive reactions may yield a purple precipitate within a few minutes of stopping the reaction. 

In the event this test becomes inoperable, this facility’s course of action for patient samples is:_______________________________________________________________________

REPORTING OF RESULTS:

Negative test:  Report test results as “IgG antibody to H. pylori is absent or below the level of  
detection of the assay.”

Positive test:  Report test result as “IgG antibody to H. pylori detected.”
EXPECTED VALUES:
Studies on the epidemiology of H. pylori have shown that this organism is present worldwide.  Gastritis caused by H. pylori has been shown to correlate with age, ethnic background, family size and socioeconomic class.  While the epidemiological studies on H. pylori infection or colonization are ever expanding, the route by which individuals acquire this organism is, at present, unknown. 

Studies indicate that the incidence of infection in the United States may increase 1-2% annually.   It is not uncommon to see positivity rates of 50% in those who are 60 years or older.  The frequency of H. pylori infection in patients diagnosed with duodenal ulcers however, has been shown for patients in every age group to be approximately 80%.  The positivity rates seen with H. pylori clearly depend on the sample population and how that population is defined. 

The PREMIER H. pylori test detects the presence of IgG antibodies to H. pylori in serum and plasma.  Expected values for a given population should be determined for each laboratory.  The rate of positivity may vary depending on geographic location, method of specimen collection, handling and transportation, test employed and general health environment of patient population under study. 

ASSAY SPECIFICITY:
1.
Bacterial Studies 

The specificity of PREMIER H. pylori was tested by performing adsorption studies with the following clinical isolates (CI) or ATCC strains.  A seropositive or seronegative serum was reacted with 3 x 109 organisms and the adsorbed serum tested by PREMIER H. pylori.  The seropositive serum remained positive after adsorption with every organism except the H pylori strain.  Additionally, all other organisms when reacted with a seronegative serum did not cause false positive reactions. 

Campylobacter coli CI 


Klebsiella pneumoniae ATCC 13883 

Campylobacter fetus CI 


Proteus vulgaris ATCC 8427 

Campylobacter hyointestinalis ATCC 35217 
Pseudomonas aeruginosa ATCC 9027 

Campylobacter jejuni ATCC 33292 

Pseudomonas fluorescence Cl 

Campylobacter lari CI 


Salmonella sp CI 

Candida albicans ATCC 10231 

Serratta Iiquefaciens ATCC 35551 

Citrobacter freundii ATCC 8090 

Shigella flexneri CI 

Enterobacter aerogenes ATCC 13048 
Shigella sonnei CI 

Enterobacter cloacae ATCC 13407 

Staphylococcus aureus (Cowan I) ATCC 12598 

Escherichia coli ATCC 8739 


Streptococcus faecalis CI 

Helicobacter cinaedi ATCC 35683 

Yersinia enterolitica CI 

2.
Serum Studies 

Sera from patients who were culture positive or had serologic evidence of the following diseases did not react when tested in PREMIER H. pylori. 

	Anti-Nuclear Antibody (10) 
	Rotavirus (4) 
	Rheumatoid Factor (4) 
	Cytomegalovirus (3) 

	Lupus Erythematosus (3) 
	Rubella (5) 
	Influenza A (4) 
	Coccidioides (3) 

	Histoplasma (1) 
	Mononucleosis (16) 
	Herpes Simplex Virus (4) 
	Cryptococcus (1) 


LIMITATIONS OF THE PROCEDURE:
1. The test should be used only for individuals with symptoms suggestive of gastrointestinal disease.  PREMIER H. pylori is not intended for use with asymptomatic patients. 

2. The test is qualitative and no quantitative interpretation should be made with respect to the values. 

3. Samples obtained too early during infection may not contain detectable antibodies.  If H. pylori infection is suspected and a negative result is found, a second sample should be obtained 2 to 7 weeks later and tested in parallel with the first sample. 

4. A positive test result (i.e., presence of antibody to H. pylori in symptomatic individuals can only infer active infection and, whenever possible, should be confirmed by bacterial isolation or other diagnostic testing.  The test cannot distinguish between active and inactive infection. 

5. Test results should be used in conjunction with information available from the patient clinical evaluation and other diagnostic procedures. 

6. PREMIER H. pylori is a qualitative test that only indicates the presence of IgG antibody to H. pylori.  This test does not indicate that gastrointestinal disease is present. 

7. A negative test result indicates the absence of IgG antibody to H. pylori or that the IgG level is below that which can be detected by this test. 

PERFORMANCE CHARACTERISTICS:
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