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Pregnancy Test - ATI hCG (Ampcor)
I.
Purpose: 


ATI hCG is a sandwich-format chromatographic immunoassay for the rapid qualitative detection of human chorionic gonadotropin (hCG) in urine or serum specimens for the early detection of pregnancy.  The urine sample passes through reaction pads where hCG, if present, binds to a monoclonal anti-hCG dye conjugate.  The migrating monoclonal antibody-hCG complex is captured at the test line region by an immobilized polyclonal anti-hCG.  Excess conjugate (bound or unbound) will flow past the test region and be captured by an immobilized antibody to the anti-hCG dye conjugate at the control line region.


Human chorionic gonadotropin is not normally detected in the urine of non-pregnant women.  hCG is a hormone produced by the developing placenta during pregnancy. In normal pregnancy, 20 mIU/ml hCG is present in the urine 2 to 3 days before the first missed menstrual period.   ATI hCG will detect urine hCG concentrations of 25 mIU/ml or greater in less than 5 minutes.

II.
Specimen: 


A.
Urine specimens should be collected in a clean, dry container such as a urine collection cup.   Specimens must be collected without preservatives.

B.
For optimal detection of early pregnancy, a first morning urine sample is preferred since it contains the highest levels of hCG.  However, randomly collected urine specimens may be used.

C.
If not tested immediately, urine may be stored refrigerated at 36─46oF (2─8oC) for 24 hours.  Samples must be brought to room temperature before testing.

D.
If testing is delayed more than 24 hours, the specimen may be frozen at -20oC or colder.  The frozen sample is stable for 48 hours and should be thawed, brought to room temperature, and thoroughly mixed before testing.  Avoid repeated thawing and freezing.

E.
Specimen rejection criteria:  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 standard (universal) precautions when working with these materials including gloves and eye protection.

III.
Materials:
A.
Materials supplied with kit:

1. Test devices (20 or 40 units per package, Ampcor Technologies, cat # 330-217 or 330-218) consisting of a membrane coated with sheep anti-hCG and goat anti-mouse IgG and a conjugate pad containing mouse anti-hCG 

2. Plastic dropper, one per pouch.
B.
Materials not supplied with kit:

1. Timer

2. Specimen collection containers

3. Gloves

C. 
Positive and negative controls:  a positive hCG control (containing 25-250 mIU/mL hCG) and a negative control containing “0” mIU/mL must be used.  Several vendors are available which supply these controls.  External controls which may be used include the following.  This list is not exhaustive.

1.
Quidel hCG controls (Quidel Corporation, cat # 00272)


2.
Chek-Stix hCG controls (Bayer, cat #1364)
C.
The kit should be stored at 36-86oF (2-30oC).  DO NOT FREEZE.

IV.
Storage and Stability

The test kit is to be stored either in the refrigerator (35.6 to 46.40 F or 2 to 80 C) or at room temperature up to 860 F (300 C) in its sealed pouch for the stated shelf life of the kit. 

V.
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 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.
Procedural Control




1.
A procedural control is included in the test.

2.
A colored band appearing on the control area indicates proper performance and reactive reagents.

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 the ATI hCG assay, 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.

B.
Store records for two years.

VI.
Method:
A.
Preparation:

1.
If devices and specimens have been refrigerated, they must be allowed to warm to room temperature before performing any testing.  Do not use kit beyond the expiration date.

2.
Remove the required number of test devices from the protective wrapper by tearing at the slot on the side of the bag.  DO NOT REMOVE DESSICANT BAG FROM WRPPER.

3.
Label each device with patient or control name. 

3.
Use a new plastic dropper and device for each sample or control tested. 

B.
Patient sample testing:

1. Squeeze the bulb of the plastic dropper provided and draw up enough sample to       completely fill the pipette barrel.

2. Hold the dropper vertically and dispense exactly four (4) drops (approximately 160 μl) into the SAMPLE well of the device.  Dispense the sample dropwise and do not touch the membrane with the pipette tip.
C.
Positive control and negative control testing:

1. Mix each control thoroughly.  

2. Using separate plastic droppers and test devices, draw up enough control material to completely fill the barrel of the pipette.  Dispense the entire contents of the barrel into the sample well of the test device.

D.
After addition of the sample, read the results within 10 minutes.  Most positive results are evident within 2~3 minutes.  Results are invalid after 10 minutes and should not be considered.  Samples containing low concentrations of hCG can take up to 10 minutes for a line to develop.   It is necessary to wait 10 minutes to confirm a negative result.
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IVII.
Interpretation of Results:
A.
Positive Test

Two bands, one at the test (T) section and the other at the control (C) section in the results window indicate that the specimen contains an elevated level of hCG.  Although the intensity of the bands may vary with different specimens, the appearance of 2 distinct bands should be interpreted as a positive test.  Any band above T is considered positive.  Any pink/purple line that appears in the test area of the device within the stated time limits is indicative of a positive result.
B.
Negative Test

One purple band at the control (C) section in the results window indicates that detectable level hCG are not present.

C.
Inconclusive Test

If there is no distinct purple colored band visible in the control (C) window, the test is inconclusive.  It is recommended that in this case the test be repeated and tested 48 hours later.
VII.
Expected Values:
 
Urine from healthy men and healthy non‑pregnant women will normally show undetectable levels of hCG when tested on ATI hCG..  Although the hCG levels in normal early pregnant women are variable, the ATI hCG test device is usually capable of confirming pregnancy by the first day of the missed menstrual period.
IX.
Limitations of Procedure
A.
Specimens containing hCG at concentrations less than 25 mIU/mL may also yield positive results.  

B.
In addition to pregnancy, hCG has been found in patients with both gestational and non-gestational trophoblstic disease.  Since the hCG trophoblastic neoplasm is similar to that found in pregnancy, these conditions, which include choriocarcinoma and hydatichiform mole, should be ruled out before a diagnosis of pregnancy is reached.
C.
A normal pregnancy can not be distinguished from an ectopic pregnancy based on hCG levels alone.  Also, spontaneous miscarriage may cause confusion in interpreting results.
D.
A very early pregnancy containing an extremely low concentration of hCG can give a negative result.  In this case, anoher specimen should be obtained at least 48 hours later and tested.
E.
hCG levels may remain detectable for several weeks after normal delivery, delivery by caesarean section, spontaneous abortion or therapeutic abortion.

F.
In cases where very high levels of hCG are present (>500,000 mIU/mL) a false negative result can occur due to a “prozone” effect.  If pregnancy is still suspected, simply dilute the specimen 1:1 with confirmed negative hCG urine and retest.
G.
Test results must always be interpreted in conjunction with other clinical and laboratory data, such as menstrual history, contraceptive use, and risk of pregnancy.  Test results should be confirmed by a quantitative hCG assay prior to performing any clinical medical procedures.

H.
If urine specimens have a low specific gravity (i.e. are very dilute), they may not have representative levels of hCG.  The test should be repeated using a first morning urine sample.

X.
References:
ATI  hCG Urine/Serum package insert.  Ampcor Technologies Inc (ATI), 800-311-3266 100 Ford Rd., Denville, NJ 07834
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