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I.
Purpose
Apothecus One Step Pregnancy Test Kit is an in vitro diagnostic test for the qualitative detection of human chorionic gonadotrophin (hCG) in urine.   Human Chorionic Gonadotrophin (hCG) is a glycoprotein hormone secreted by the developing placenta shortly after fertilization. In a normal pregnancy, hCG can be detected in serum as early as 7 days following conception. The test is a two-site immunoassay employing monoclonal and polyclonal antibodies and is designed to reliably produce a visually detectable pink to purple test line in the presence of hCG at a concentration of 25 mIU/ml or greater  in five minutes of sample application. 
If hCG is present, a specific antibody / hCG /colored antibody complex is formed on the membrane.  To serve as a procedural control, a colored band will always appear in the control region regardless of the presence of hCG in the test specimen.  .The presence of two color bands within the test region of the device indicates a positive result.  The absence of this colored band in the test region suggests a negative result. 
II. Specimen:


A.
Urine specimens should be collected in a clean, dry container such as a urine collection cup, without any preservations.  


B.
Specimens may be collected at any time of the day.  First morning urine samples will normally contain the highest levels of hCG.  

A. If not tested immediately, urine may be stored refrigerated at 36─46oF (2─8oC) for up to 48 hours.  For longer storage, freeze samples (-20°C or below).  Samples must be brought to room temperature before testing.


D.
Urine samples exhibiting visible precipitates should be filtered, centrifuges, or allowed to settle, to obtain aliquots for testing.


E.
Specimen rejection criteria:  Unidentified samples, or samples of unknown age or in unapproved containers should be rejected, and a fresh sample collected.

SAFETY NOTICE: Human specimens may harbor infectious agents.  Use universal precautions when working with these materials including gloves and eye protection.  Dispose of all specimens and used reaction devices in a manner consistent with your agency’s biosafety policy.
III.
Reagents and materials
A.
Apothecus One Step Pregnancy Test Kit: 

1.
75 or 150 individually pouched test devices. 
2.
Plastic transfer pipette

3.
Test Instructions.
B.
Required materials not supplied with kit
1. 
Clock or timer.

2. 
Sample collection containers.

C.
Storage requirements
1.
Store the test kit between 2° and 28°C until the expiration date on the pouch or?kit box.
2. 
Do not use kit beyond the expiration date.

3. 
Do not reuse the test device.

IV.
Quality control
A. External Controls


1.
External positive and negative controls are to be performed on a monthly basis.

2.
External positive and negative controls are to be performed on each new lot or shipment of test kits.

3.
If the controls do not yield the expected results, the kit must be removed from service and the action noted in the corrective action section of the QC log sheet.

4.
The responsibility for performance of external controls must be rotated among all staff performing testing.  The designation of a specific individual to perform all QC activities in the clinic is not permitted.
B.
Internal Procedural Control:  
1.
An internal procedural control has been incorporated into the test to ensure proper kit performance and reliability. 
2.
The development of the rose-pink Control Band demonstrates antibody recognition, verifies that the reagents are chemically active, and confirms that the test was performed correctly.

3.
The result of the procedural control must be documented for the external positive control, the external negative control, and all patient results.

C.
Prior to using a new shipment or lot number of Mainline Confirms hCG, the Positive Control and Negative Control should be tested and shown to yield the expected  results.  Upon observing the expected results, the kit is ready for use with patient specimens.

D.
The Quality Control Log Sheet should include: 


1.
Device name and manufacturer


2.
Date package, or kit, opened


3.
Lot number and expiration date of pregnancy testing device


4.
Lot number and expiration date of each control reagent


5.
Results of:



a.
Positive Control



b.
Negative Control



c.
Procedural Control


6.
Initials of staff person conducting quality control tests.  The site supervisor and laboratory director must review and sign all QC forms on a quarterly basis.

E.
Record the last number and expiration date of the pregnancy test device on the daily clinical worksheet.

F.
Store records for two years.

V.
ASSAY PROCEDURE

A.
Preparation

1.
Bring the test device and sample to room temperature (15° - 28°C) before testing.

2.
Do not break the seal on the foil pouch until ready to perform the test.

B.
Testing

1.
Remove an Apothecus One Step Pregnancy Test Kit from its protective pouch. Verify that the test device is within its expiration dating.

2.
Lay the test device on a clean, level surface. Using the sample pipette provided with the test, add 4 to 6 drops of urine to the Sample Well “S”, Allow each drop to be absorbed before adding the next.

3.
Within 5 minutes a colored control band will appear at the top of the test area in the control reaction zone to show that the test is complete.

4.
Read test results immediately at 5 minutes. Results read after 10 minutes have elapsed should be considered invalid.
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C.
Interpretation of results
1.
Negative:  A rose-pink colored band appears in the Control Reaction Zone “C” but not in the Test Reaction Zone “T”. This is a negative result and indicates the hCG level is below the detection sensitivity of 25 mIU/ml.

2.
Positive:  Two horizontal rose-pink color bands appear, one in the Control Reaction Zone “C” and one in the Test Reaction Zone “T”. This is a positive result and indicates the hCG level is at or above the detection sensitivity of 25 mIU/ml.

3.
Invalid:  If no bands appear, or a Test Band appears without a Control Band, the device reagents may have deteriorated or the test may not have been performed properly. The presence of a Control Band is necessary to validate test performance.  Retest the sample with a new test device.
VI.
LIMITATIONS OF THE PROCEDURE

A.
This method has been tested using human urine only.  Other fluids have not been evaluated.

B.
Positive results, as evidenced by the appearance of rose-pink Test and Control bands, may be apparent in as little as 1 minute. However, to confirm negative results, the full 5 minute assay time should be allowed to elapse.

C.
If a urine specimen is too dilute (i.e., low specific gravity), it may not contain representative levels of hCG. If pregnancy is still suspected, a first morning urine specimen should be obtained from the patient and tested.

D.
Occasionally, samples containing hCG levels below the cutoff sensitivity for the test may produce positive results.

E.
A number of conditions other than pregnancy, including trophoblastic disease and certain non trophblastic neoplasms, cause elevated levels of hCG. These diagnoses should be considered if appropriate to the clinical evidence.

F.
The test is a qualitative screening assay and is not for determining quantitative concentration levels.

G.
As with all diagnostic tests, a definitive clinical diagnosis should not be based on the results of a single test, but should only be made by the physician after all clinical and laboratory findings have been evaluated.

VIII.
Procedural Notes:
A.
Healthy males and healthy non pregnant females do not have detectable hCG with the Apothecus One Step Pregnancy Test Kit. HCG levels of 25 mIU/ml can be reached by day one of the first missed menstrual period. HCG levels peak about 8 weeks after the last menstrual period and then decline to lower values for the remainder of the pregnancy. Following delivery, hCG levels rapidly decrease and usually return to normal within days after parturition.

B.
The following substances were added to hCG-free and 25 mIU/ml hCG-spiked urine samples and tested with the Apothecus One Step Pregnancy Test Kit. No interference with the expected results was observed from any of the substances at the indicated concentrations.

· Acetaminophen 20 mg/dl

· Acetylsalicylic Acid 20 mg/dl

· Ascorbic Acid 20 mg/dl

· Atropine 20 mg/dl

· Caffeine 20 mg/dl

· Gentisic Acid 20 mg/dl

· Glucose 2 g/dl

· Hemoglobin 1 mg/dl                                                                                                                                             
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