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1) General Procedure Statement:   

a. Scope:
       To provide laboratory testing personnel with instructions for
                       performing laboratory procedures as deemed appropriate by 
                     industry practices and regulatory agencies to assist in quality
                     patient care.
b. Responsible Department/Party/Parties:
i. Procedure owner: 
   Clinical Core Laboratory Management-Chemistry
ii. Procedure:

   Clinical Core Laboratory Personnel
iii. Procedure prepared by:    Greg Horton




   Emily Dockery
iv.      Supervision:

   Clinical Core Laboratory Management-Chemistry 
                                           Clinical Core Laboratory Specialist and Designees
                                                                                Medical Director Clinical Chemistry 

v.   Implementation:  
   Clinical Core Laboratory Management-Chemistry 
                                                                               Clinical Core Laboratory Specialist and Designees

                                                                               Medical Director Clinical Chemistry
2) Definitions:  N/A

3) Procedure:  

 This procedure is valid for the following chemistry analyzers:

	· Siemens Centaur XP
	


Title: Detecting HIV p24 antigen and antibodies to HIV Type 1 [including Group O (HIV-1 + “O”)] and/or HIV Type 2 (HIV-2) in serum using the ADVIA Centaur CHIV assay on the ADVIA Centaur and ADVIA Centaur XP systems 
Principle of the Test

The ADVIA Centaur CHIV assay is a two-wash antigen/antibody sandwich immunoassay in which antigens are bridged by antibody present in the patient sample and antigen (p24) in the sample is bridged by antibody present in the reagents. 

The Solid Phase contains a preformed complex of streptavidin-coated paramagnetic microparticles and biotinylated HIV-1 and HIV-2 recombinant antigens, Group O peptide antigen, and biotinylated anti-p24 antibody. This reagent is used to capture anti-HIV-1 and/or HIV-2 antibodies and/or HIV p24 antigen in the patient sample. 

The Ancillary Lite Reagent and Lite Reagent contain acridinium ester labeled HIV-1 and HIV-2 recombinant antigens, Group O peptide antigen and acridinium ester labeled anti-p24 antibodies used to detect anti-HIV-1 and/or HIV-2 antibodies and/or p24 antigen bound to the Solid Phase in the sample.

A direct relationship exists between the amount of HIV antibody activity and/or HIV p24 antigen present in the specimen and the amount of relative light units (RLUs) detected by the system. A result of reactive or nonreactive is determined according to the Index Value established with the calibrators. 
The system automatically performs the following steps:

1. Dispenses 100 µL of sample into a cuvette and incubates for 6 minutes at 37°C.

2. Dispenses 100 µL of Solid Phase and 50 µL of Ancillary Lite Reagent and incubates for 18 minutes at 37°C.

3. Separates the Solid Phase from the mixture and aspirates the unbound reagent.

4. Washes the cuvette with Wash 1.

5. Dispenses 50 µL of Lite Reagent, incubates the mixture for 18 minutes at 37°C.

6. Separates the Solid Phase from the mixture and aspirates unbound reagent.

7. Washes the cuvette with Wash 1.

8. Dispenses 300 µL each of Acid Reagent and Base Reagent to initiate the chemiluminescent reaction.

9. Reports results according to the selected option, as described in the system operating instructions.

Clinical Application and Usefulness

The ADVIA Centaur HIV Ag/Ab Combo (CHIV) assay is an in vitro diagnostic immunoassay for the simultaneous qualitative detection of human immunodeficiency virus p24 antigen and antibodies to human immunodeficiency viruses type 1 (including group “O”) and type 2, in serum using the ADVIA Centaur and ADVIA Centaur XP systems. The ADVIA Centaur CHIV assay is intended to be used as an aid in the diagnosis of HIV infection in pediatric and adult populations, including pregnant women.
This product is not intended for testing or screening pooled specimens from more than one individual, or for use in screening blood or plasma donors.

A reactive result using the ADVIA Centaur CHIV assay does not distinguish HIV-1 p24 antigen, HIV-1 antibody, HIV-2 antibody, and HIV-1 group O antibody.
PREANALYTIC PROCESS

Specimen Collection and Handling 

Specimen Collection
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	BIOHAZARD 

All products or objects that come in contact with human or animal body fluids should be handled, before and after cleaning, as if capable of transmitting infectious diseases. Wear facial protection, gloves, and protective clothing.


· Serum is the recommended specimen type for this assay.
· This assay requires 100 µL of sample for a single determination. 

· Before placing samples on the system, ensure that samples are free of fibrin or other particulate matter and that samples are free of bubbles or foam. To remove particulates, transfer the sample to a secondary tube and centrifuge at 10,000 x g for 10 minutes; follow tube manufacturer's recommendations.

Additional handling conditions as designated by this laboratory:

All specimens are labeled with a unique barcode identifier. Specimens received in a standard 13x75 vacutainer tube are processed by the Beckman Power Processor and delivered to attached instruments robotically. Those samples which are of insufficient volume or are of any tube type other than a 13x75 vacutainer are centrifuged and processed manually. Specimens received for HIV testing MUST be a primary tube.
Specimen Storage and Stability

· Serum can be collected using recommended procedures for collection of diagnostic blood specimens by venipuncture.

· Follow the instructions provided with your specimen collection device for use and processing.

· Complete clot formation should take place before centrifugation. Specimens are processed by centrifugation, typically followed by physical separation of the serum from the red cells. The centrifugation step may occur up to 24 hours post draw.

· Collect all blood samples observing universal precautions for venipuncture. Handle all samples as if capable of transmitting disease.

· Do not use specimens with obvious microbial contamination.

· Keep tubes stoppered at all times.

· Test samples as soon as possible after collecting. Store processed specimens at 2–8°C if not tested within 24 hours of collection.

· Do not use samples that have been stored at room temperature for longer than 24 hours.

· Store processed specimens stoppered at all times.

· Separated specimens are stable for 24 hours at room temperature, and for 14 days at 2–8ºC. 

· Specimens may be stored on the ADVIA Centaur and ADVIA Centaur XP systems for 8 hours.
· Store specimens in primary tubes up to 14 days at 2–8°C. Primary tube specimens include serum stored on the clot, and specimens processed and stored in gel barrier blood collection tubes. 

· For longer storage, store specimens frozen for 8 months at -20ºC or colder. Freeze specimens, devoid of red blood cells, at or below -20°C for longer storage. Do not store in a frost-free freezer. 

· Thawed frozen specimens which are turbid must be clarified by centrifugation prior to testing.

· Package and label specimens for shipment in compliance with applicable federal and international regulations covering the transport of clinical specimens and etiological agents. Processed specimens maintained at room temperature up to 24 hours or 2–8°C up to 14 days demonstrated no clinically significant differences. Store specimens stoppered at 2° to 8°C upon arrival. If shipment is expected to be subjected to temperatures above 25°C, ship specimens frozen.

Specimen Rejection Criteria

Specimens not received in a primary collection tube will be rejected.
Specimen Referral Criteria

Follow manufacturer’s referral criteria.
Reagents

Storage and Stability

· Store unused reagent packs at 2–8°C away from light sources away from all heat and light sources. Reagent packs loaded on the system are protected from light. 

· Lite Reagent, Solid Phase, and Ancillary Lite Reagent are stable at 2–8°C until the expiration date on the pack label, or for 42 days onboard the system.

· Calibrators stable at 2–8°C until the expiration date on the pack label or for 8 hours onboard the system.

· Controls stable at 2–8°C until the expiration date on the pack label or for 8 hours onboard the system.

· Probe Wash 3 is stable at 2–8°C until the expiration date on the pack label or for 100 days onboard the system.

CAUTION:
· Discard the primary reagent packs at the end of the onboard stability interval.

· Do not use reagents beyond the expiration date.

Location of reagents in this laboratory:

Refrigerator #14

Ambient Storeroom

Ingredients 

Reagent ingredients for the ADVIA Centaur CHIV assay are as follows:

	Reagent
	Volume
	Ingredients

	Solid Phase
	10.5 mL/reagent pack
	streptavidin-coated paramagnetic microparticles preformed with biotinylated HIV antigens (~1.5 µg/mL) and antibody (~4.5 µg/mL) in buffer with bovine serum albumin, mouse IgG, surfactant, and preservatives

	Lite Reagent
	5.5 mL/reagent pack
	recombinant HIV antigens (~0.12 µg/mL) and antibodies (~0.004 µg/mL) labeled with acridinium ester in buffer with bovine serum albumin, mouse IgG, goat serum, surfactant, and preservatives

	Ancillary Lite Reagent
	5.5 mL/reagent pack
	recombinant HIV antigens (~0.23 µg/mL) and antibodies (~1.5 µg/mL) labeled with acridinium ester in buffer with bovine serum albumin, mouse IgG, goat serum, surfactant, and preservatives

	Calibrators
	2.0 mL/vial
	processed (defibrinated and filtered) human plasma negative for antibodies to HIV and spiked with antibodies to HIV-1, heat inactivated goat serum, sodium azide (< 0.1%), and preservatives

	Controls
	2.5 mL/vial
	processed (defibrinated and filtered) human plasma nonreactive for HIV, reactive for HIV-1, reactive for HIV-2, reactive for HIV-1 group “O”, and reactive for HIV-1 p24 antigen with sodium azide (< 0.1%) and preservatives

	Probe Wash 3
	50.0 mL/pack
	sodium hypochlorite (0.5%), sodium hydroxide (< 0.5%), pH 11.0

	Wash 1
	1500 mL/pack
	phosphate-buffered saline with sodium azide (< 0.1%) and surfactant

	Wash 1*
	2500 mL/pack
	phosphate-buffered saline with sodium azide (< 0.1%) and surfactant

	* For use with systems with 2500 mL capacity


Warning: ADVIA Centaur CHIV High Calibrator contains: ProClin 300. May cause an allergic skin reaction. Wear protective gloves/protective clothing/eye protection/face protection. Contaminated work clothing should not be allowed out of the workplace. IF ON SKIN: Wash with plenty of soap and water. If skin irritation or rash occurs: Get medical advice/attention. Dispose of contents and container in accordance with all local, regional, and national regulations. 
ADVIA Centaur CHIV ReadyPack contains: Microprotect. Harmful to aquatic life with long lasting effects. Avoid release to the environment. 

CAUTION! POTENTIAL BIOHAZARD: Contains human source material. Each donation of human blood or blood component was tested by FDA-approved methods for the presence of antibodies to human immunodeficiency virus type 1 (HIV-1) and type 2 (HIV-2) as well as for hepatitis B surface antigen (HBsAg) and antibody to hepatitis C virus (HCV). The test results were negative (not repeatedly reactive). No test offers complete assurance that these or other infectious agents are absent; this material should be handled using good laboratory practices and universal precautions.
CAUTION: This device contains material of animal origin and should be handled as a potential carrier and transmitter of disease.

NOTE: Contains sodium azide as a preservative. Sodium azide can react with copper or lead plumbing to form explosive metal azides. On disposal, flush reagents with a large volume of water to prevent buildup of azides. Disposal into drain systems must be in compliance with prevailing regulatory requirements.
Reagents Special Preparation 

No special preparation of reagents is required. All reagents are liquid and ready to use. 

Mix all primary reagent packs by hand before loading them onto the system. Visually inspect the bottom of the reagent pack to ensure that all particles are dispersed and resuspended. For detailed information about preparing the reagents for use, refer to the system operating instructions.
Calibration

For detailed procedural information about scheduling a calibration, refer to the ADVIA Centaur and ADVIA Centaur XP systems operating instructions.

Two-point Calibration Interval

Use the ADVIA Centaur CHIV Calibrators provided with each kit.

NOTE: The low and high calibrators provided in the ADVIA Centaur CHIV kit are matched to the ReadyPack primary reagent pack. Do not mix calibrator lots with different lots of reagent packs.

NOTE: Calibrator bar-code labels are lot-number-specific labels. Do not use bar-code labels from one lot of calibrators with any other lot of calibrators. 

Use the ADVIA Centaur CHIV Calibrator bar-code labels to identify the Low and High Calibrator sample cups when performing the ADVIA Centaur CHIV assay. Place the bar-code label on the sample cup so that the readable characters on the side of the label are vertical on the sample cup.

Perform a two-point calibration every 21 days, and:

· When changing lot numbers of primary reagent packs.

· When replacing system components.

· When quality control results are repeatedly out of range. 
NOTE: Assay quality control samples when performing a two-point calibration.
The positive controls, low calibrator and high calibrator have been assayed by FDA-approved methods and found to be nonreactive for hepatitis B virus and antibody to HCV. The positive controls, low calibrator and high calibrator contain human plasma that is reactive for antibody to HIV. The units were treated with a BPL-UV inactivation procedure, however, all products manufactured using human source material should be handled as potentially infectious.
Defining Calibrator Values for Two-point Calibration

Each lot of calibrators contains a Calibrator Assigned Value card to facilitate entering the calibration values on the system. Enter the values using the barcode scanner or the keyboard. For detailed information about entering calibrator values, refer to the ADVIA Centaur and ADVIA Centaur XP systems operating instructions.

1. At the workspace, select Calibration.

2. Select Calibrator Definition.

3. Select Scan Data.

4. Use the handheld barcode reader to scan the barcodes (from top to bottom) on the Calibrator Assigned Value card.

5. Ensure that the calibrator values are correct. After you select Save, you cannot add or delete a test from a calibrator definition.

6. Select Save.

Defining the Master Curve

The ADVIA Centaur Anti-HBs2 assay requires a Master Curve calibration when using a new lot number of Lite Reagent and Solid Phase, and Ancillary Reagent. For each new lot number of Lite Reagent, Solid Phase, and Ancillary Reagent, use the barcode reader or keyboard to enter the Master Curve values on the system. The Master Curve card contains the Master Curve values. 

Ensure that the lot number on the Master Curve card matches the lot number of the ReadyPack. For detailed information about entering calibration values, refer to the ADVIA Centaur and ADVIA Centaur XP systems operating instructions.

1. At the workspace, select Calibration.

2. Select Master Curve Definition.

3. Select Scan Data.

4. Use the handheld barcode reader to scan the barcodes on the Master Curve card. 

IMPORTANT: Ensure you are scanning the side of the Master Curve card labeled ADVIA Centaur.

NOTE: The table on the Master Curve card represents the fields as they are displayed in the ADVIA Centaur System only. Use the illustrations in the Using the Master Curve Card and Calibration – Master Curve Definition Window Customer Bulletin, part number 078D0560-01 Rev. A, to match the fields in the Master Curve card with the fields as they are displayed in the ADVIA Centaur XP System.

5. Select Save.

Quality Control (QC)

Follow government regulations or accreditation requirements for quality control frequency.

For detailed QC procedural information, refer to the ADVIA Centaur and ADVIA Centaur XP systems operating instructions.

QC Materials

Use ADVIA Centaur CHIV Quality Control material (REF 10697214) to monitor assay performance. Refer to the Expected Value card for the suggested expected values specific for the lot number of the positive and negative controls.
NOTE: Control bar-code labels are lot-number-specific labels. Do not use bar-code labels from one lot of controls with any other lot of controls.

Use the ADVIA Centaur CHIV quality control bar-code labels to identify the positive and negative specimen cups when performing the ADVIA Centaur CHIV assay. Place the bar-code label on the specimen cup so that the readable characters on the side of the label are vertical on the specimen cup.

The negative control has been assayed by FDA-approved methods and found to be nonreactive for hepatitis B virus, antibody to HCV, and antibody to HIV-1/2. The positive controls have been assayed by FDA-approved methods and found to be nonreactive for hepatitis B virus and antibody to HCV. The positive controls contain human plasma that is reactive for antibody to HIV. The units were treated with a BPL-UV inactivation procedure, however, all products manufactured using human source material should be handled as potentially infectious.

Performing Quality Control

Enter quality control values using the Expected Control Value cards; refer to the system operating instructions or to the online help system for more information. Treat all quality control samples the same as specimens.

Perform the quality control procedure using the following steps:
1. Ensure that the quality control definitions are defined, and that the quality control values are entered on the system using the lot-specific Expected Value card provided.

2. Ensure that the required reagents are loaded for the assay.

3. Schedule the quality control samples to the worklist.

4. Label five sample cups with ADVIA Centaur CHIV quality control barcode labels: one cup for each positive control and another cup for the negative control.

NOTE: Place the barcode label on the sample cup with the readable characters oriented vertically. 

NOTE: Quality control barcode labels are lot-number specific. Do not use barcode labels from one lot of controls with any other lot of controls.

5. Gently mix the quality control materials and dispense at least 10-12 drops of each control into the appropriate sample cups. Avoid bubbles.

NOTE: Each drop from the control vial is approximately 50 µL.

NOTE: This procedure uses control volumes sufficient to measure each control in duplicate.

6. Load the sample cups in a rack.

7. Place the rack in the sample entry queue.

8. Start the entry queue, if required.

NOTE: Dispose of any quality control materials remaining in the sample cups after 8 hours. Do not refill sample cups when the contents are depleted; if required, dispense fresh quality control materials.
QC Frequency

Analyze all levels of quality control material at least once each day that samples are analyzed. 

Analyze all levels of quality control material when performing a two-point calibration.

Troubleshooting Out-of-Range QC Values

If the quality control results do not fall within the Expected Values or within the laboratory’s established values, do not report results. Take the following actions:

1. Determine and correct the cause of the unacceptable control results:
· Verify that the materials are not expired.

· Verify that required maintenance was performed.

· Verify that the assay was performed according to the instructions for use.

· Rerun the assay with fresh quality control samples.

· If necessary, contact your local technical support provider or distributor for assistance.

2. Repeat testing of patient samples before reporting results.
Quality Control Monitoring / Failure Resolution within this Laboratory:

Quality Control is verified using Westgard Rules programmed into the LIS system, Sunquest. Corrective action to resolve control failures includes repeat analysis, recalibration, new reagent and/or control material, lot change discrepancies and if necessary field service. Once quality control is deemed acceptable, specimen processing may proceed.
Centaur Specific Information: 4 levels of Quality Control for CHIV are programmed into the Centaur software. If any of the 4 QC levels fall outside of defined ranges, patients results will not be released by the Centaur and will not transmit to the LIS.
ANALYTIC PROCESS
Instrument Operation and System Description

The ADVIA Centaur and ADVIA Centaur XP systems are automated, direct chemiluminescent immunoassay analyzers that offer optimal productivity and efficiency. No-pause reloading of reagents, samples, and supplies means that the system is always ready to process samples.

Sample racks are loaded in the sample entry queue and the sample start button is pressed to activate the test sequence. The sample entry queue moves the sample racks to the inprocess queue, where the sample is aspirated and dispensed it into a cuvette in the incubation ring. 

Reagents are dispensed into the cuvette, the reaction mixture is incubated, and then the cuvette is moved to the wash station where the magnetic particles are washed. Acid Reagent is dispensed into the cuvette and then the cuvette is moved into the luminometer. The addition of Base Reagent causes the chemiluminescent reaction to occur. The PMT measures the chemical light reaction that takes place.

A. Processing Start and Fast Stop 

If the sample entry queue is in standby, press the sample start button to activate the sample entry queue. The sample entry queue moves the sample racks one at a time to the inprocess queue.

There are two fast stop buttons on the system. Use these buttons if there is an obstruction that could cause serious system or physical damage.

B. Start-up

1. Start the system (if required) and sign in.

2. Load required reagents and consumables.

3. Schedule (if needed) and load samples and controls.

4. Press the sample start button.

C. Managing Supplies 

While the system is running, you can manage the following supplies without interrupting the run.

	· Primary reagents
	· Tips

	· Ancillary reagents
	· Cuvette waste

	· System fluids
	· Tip tray waste

	· Water
	· Tip waste

	· Cuvettes
	· Liquid waste


D. Scheduling a Run/Entering a Worklist 

You can schedule a run through a laboratory information system (LIS) or you can manually create a worklist. For detailed information about scheduling a run, refer to the ADVIA Centaur and ADVIA Centaur XP systems operating instructions.

LIS Supplied Worklist

The system can obtain worklist entries from an LIS by manually requesting the worklist (Receive Requests from LIS) or by allowing the system to automatically request worklist entries when a sample is added to the inprocess queue (System Automatically Queries Host for Worklist).

Manual (Operator-Initiated) Worklist

Scheduling Tests for an Individual Patient Specimen

1. At the workspace, select Worklist.

2. Select Schedule.

3. Select Patient.

4. Select Schedule by SID or Schedule by Rack ID to indicate how you want the system to identify the sample.

5. Enter the SID or the Rack ID and then press Enter. Alternatively, select Scan Data to scan the SID using the hand-held barcode reader. 
6. If you want to process the sample before routine samples, select Stat.

7. Select or enter the tests or the profiles for the sample.

8. Optionally, select Demographics, enter the demographic information, and select Continue.

9. Select Save.

Scheduling Batches 

Groups of samples with the same tests can be scheduled as a batch. The system performs the requested tests on all samples loaded in the starting rack, ending rack, and all racks in between.

1. At the workspace, select Worklist.

2. Select Schedule.

3. Select Batch.

4. Enter the rack number of the starting rack in Starting Rack.

5. Enter the rack number of the ending rack in Ending Rack.

6. Select or enter the tests or profiles.

7. Select Save.

Scheduling Calibrators

Calibrate an assay in the following instances:

· the calibration interval expires (use the Calibration – Summary window to view calibration status)

· a calibration is invalid

· a new lot of assay reagents is used

· controls are repeatedly out of range

1. Enter the calibrator information provided on the ADVIA Centaur Calibrator Assigned Value card.

2. Enter the Master Curve information from the Master Curve card provided with the primary reagent packs. 

3. Load the reagent lot you want to calibrate. 

4. At the workspace, select Worklist.

5. Select Schedule.

6. Select Calibrator.

7. Select Schedule by SID or Schedule by Rack ID to indicate how you want the system to identify the calibrator.

8. Select or enter a test. The calibrators previously defined for the test are automatically displayed.

NOTE: Calibrators do not display in the following situations:

•
there are no calibrators defined

•
there are no Master Curves defined

•
there is no reagent onboard

•
the calibration material for defined lots is expired

9. Select a calibrator.

10. Select a reagent lot.

NOTE: The low and high calibrators provided in the ADVIA Centaur CHIV kit are matched to the ReadyPack primary reagent pack. Do not mix calibrator lots with different lots of reagent packs.

11. If you schedule by rack, enter the Rack ID in Rack.

12. Select Save.

13. Label two sample cups with calibrator barcode labels: one for the Low Calibrator and another for the High Calibrator.

NOTE: Use the ADVIA Centaur CHIV Calibrator barcode labels to identify the Low and High Calibrator sample cups when performing the ADVIA Centaur CHIV assay. Place the barcode label on the sample cup so the readable characters on the side of the label are vertical on the sample cup.

CAUTION: Calibrator barcode labels are lot number specific. Do not use barcode labels from one lot of calibrators with any other lot of calibrators.

14. Gently mix the Low and High Calibrators and dispense at least 10 to 12 drops into the appropriate sample cups.

NOTE: This procedure uses calibrator volumes sufficient to measure each calibrator in duplicate. Each drop from the calibrator vial is approximately 50 µL.

CAUTION: Dispose of any calibrator remaining in the sample cups after 8 hours. Do not refill sample cups when the contents are depleted. If required, dispense fresh calibrators.

15. Load the sample cups in a rack. See Loading Sample Racks.

Calibration failure resolution within this laboratory:

Corrective action to resolve calibration failures includes  recalibration, new reagent and/or control/calibration material, lot change discrepancy investigation, and if necessary, field service.
E. Loading Sample Racks

NOTE: You can also load samples using your laboratory automation system (LAS).
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	BIOHAZARD 

All products or objects that come in contact with human or animal body fluids should be handled, before and after cleaning, as if capable of transmitting infectious diseases. Wear facial protection, gloves, and protective clothing.


1. If you use sample cups, label them with the appropriate barcode labels and dispense the sample into the labeled sample cups.

2. Move the tube-type selector to the position for the tube type you are loading in the rack or for multiple tube types.

CAUTION: When using the ADVIA Centaur system, do not load more than one size of specimen container in each rack. The rack indicator must be positioned at the correct setting for the size of specimen container.

3. Place the sample tubes or cups in the rack.

CAUTION: Do not load capped sample tubes. Ensure that all caps are removed from the sample tubes before loading the rack onto the system. Leaving the caps on the tubes can cause mechanical damage to the system.

4. Ensure that the barcode labels are clearly visible above or between the slots in the rack.

5. Load the rack in the sample entry queue. Ensure that the notch in the rack rests on the raised area of the sample entry queue.

CAUTION: Do not manually push a rack into the inprocess queue and do not manually place sample racks near the entrance to the inprocess queue without using the raised area of the sample entry queue as a positioning guide. 

CAUTION: Do not press the sample start button until you close the primary reagent door and ensure that all reagent barcodes were read correctly.

F. Loading STAT Samples

1. STAT samples can be placed in a rack and loaded in the Stat entry. The system assigns STAT priority to these samples and moves the rack to the inprocess queue as soon as space is available.

2. Samples can also be scheduled as STAT samples at the LIS or at the Worklist – Schedule window and loaded in the sample entry queue. STAT samples loaded in the sample entry queue are processed as soon as the system scans the barcode label and loads the sample rack into the inprocess queue. 

G. Loading Reagents

You can monitor the volumes of primary and ancillary reagents using the Worklist – Reagent Inventory window.

CAUTION: Mix all reagent packs by hand before loading them onto the system. It is important to minimize foaming. For detailed information about preparing reagents for use, refer to the ADVIA Centaur and ADVIA Centaur XP systems operating instructions.

Loading Primary Reagents

Load the ReadyPack reagent packs in the primary reagent area using the arrows as a placement guide. The system automatically mixes the primary reagent packs to maintain homogeneous suspension of the reagents.

1. Mix the primary reagent pack by hand. Visually inspect the bottom of the reagent pack to ensure that all particles are dispersed and resuspended.

2. Open the primary reagent door.

3. Identify a location for the pack by using the arrows as a placement guide.

4. Pull the reagent holder towards you.

5. Load the pack on the reagent holder.

6. Press down on the top of the pack to ensure it is correctly seated on the reagent holder and then push the reagent holder back firmly until you hear the pack lock in place. 

7. Close the primary reagent door.

8. Press the sample start button for the system barcode scanner to rescan the reagent barcodes and acknowledge any reagent changes.

Loading Ancillary Reagents

1. Mix the ancillary reagent pack by hand. 

2. Load the pack in the ancillary reagent entry with the barcoded side facing outward. An LED next to the ancillary reagent entry turns green to indicate that the pack is loading.

POSTANALYTIC PROCESS

Reporting Results 

As with all in vitro diagnostic assays, each laboratory should determine its own reference range(s) for the diagnostic evaluation of patient results. Results should always be interpreted in conjunction with the patient’s medical history, clinical presentation, and other findings.

Expected Results
Non-Reactive (with the following comment attached)
A negative result does not rule out HIV infection.  Repeat testing in 2-4 weeks if HIV infection is clinically suspected.  If recent HIV exposure is suspected, request an HIV viral load (HIV Ultraquant LAB3190).
The performance of the ADVIA Centaur HIV-1/2 Ag/Ab Combo assay has not been established with cord blood, neonatal specimens, cadaver specimens, heat-activated specimens, or body fluids other than serum, such as plasma, saliva, urine, amniotic, or pleural fluids.

Reactive (with the following comment attached)
This is a PRELIMINARY result and DOES NOT indicate HIV infection.  A confirmatory test MUST be performed for diagnosis.  A confirmatory/supplemental HIV antibody differentiation test has been ordered.  Please see HIV Ab Confirmation/Differentiation test results.

The performance of the ADVIA Centaur HIV-1/2 Ag/Ab Combo assay has not been established with cord blood, neonatal specimens, cadaver specimens, heat-activated specimens, or body fluids other than serum, such as plasma, saliva, urine, amniotic, or pleural fluids.

Invalid (with the following comment attached)
Unable to obtain a result.  Submit a new sample if clinically indicated.
The performance of the ADVIA Centaur HIV-1/2 Ag/Ab Combo assay has not been established with cord blood, neonatal specimens, cadaver specimens, heat-activated specimens, or body fluids other than serum, such as plasma, saliva, urine, amniotic, or pleural fluids.

Non-Reactive and Reactive results will auto-populate into Beaker from the Centaur instrument.  Reactive results will need to be verified by performing 2 additional replicates.  These will automatically order on the instrument.  The sample needs to be located and re-centrifuged.  A final result is decided by sending out the result you receive for either 2 or 3 of the replicates.  Non-Reactive and Reactive results will need to be manually verified.  Reactive samples need to be taken to Micro for the additional testing that auto-requisitions once a Reactive HIV result from Chemistry is final verified.  
An Invalid result needs to be manually entered in Beaker by selecting it from the pre-determined result options in the HIV Antigen Antibody Combo entry field.  INVALID should also be entered as a comment in the HIV Antibody Index Value field.  Invalid should only be used for samples with an integrity error when a Reactive or Non-Reactive result cannot be determined by the instrument.
Critical Values

No critical value has been defined by this laboratory.
Interpretation of Results

The system reports HIV antibody and/or p24 antigen results in Index Values and as reactive or nonreactive. The minimum level of antibodies to HIV-1/HIV-2 and/or p24 antigen that indicates reactivity is determined based on population studies and is assigned an Index Value of 1.0. This is the Cut-off Index Value.

The Cut-off Index Value of 1.0 is used to determine whether a specimen is reactive or nonreactive for p24 antigen and/or antibodies to HIV-1/HIV-2. 

· Specimens with an Index Value of less than 1.0 are considered nonreactive for antibodies to HIV-1 and HIV-2 and p24 antigen by the ADVIA Centaur CHIV assay.
· Specimens with an Index Value greater than or equal to 1.0 are considered initially reactive for p24 antigen and/or antibodies to HIV-1 and/or HIV-2 and should be retested in duplicate after centrifugation at 10,000 x g for 10 minutes. If one or both of the duplicates are reactive, the specimen is repeatedly reactive by the ADVIA Centaur CHIV assay.
NOTE: Inadequate centrifugation may result in a higher rate of repeat reactive results that must be investigated using supplemental tests for HIV-1 and/or HIV-2 and/or p24 antigen.

· Repeatedly reactive specimens must be investigated using supplemental tests for HIV-1 and/or HIV-2 and/or p24 antigen. In specimens giving indeterminate supplemental test results, testing of a subsequent sample drawn at a later date (such as 1–6 months) is recommended. For individuals who are confirmed positive for antibodies and/or p24 antigen, appropriate counseling and medical evaluation should be offered and is considered an important part of testing for antibody to HIV-1 and HIV-2 and/or p24 antigen.

· Specimens that are initially reactive are considered negative for HIV-1/HIV-2 antibodies and/or p24 antigen if both of the duplicates retest with an Index Value less than 1.0.

· The cut-off value for the ADVIA Centaur CHIV assay was verified based on results of Receiver-Operator characteristics (ROC) Curve.
Acceptable Results

Patient test results are acceptable and may be reported when:

· Calibration criteria has been satisfied
· Quality Control is within defined ranges
Corrective Action 

Patient test results must be repeated and corrective action taken when:

· Quality Control falls outside defined ranges
· Upon discovery of potential instrument malfunction which may have affected patient results
Procedure Notes

Calculations

For detailed information about how the system calculates results, refer to the ADVIA Centaur and ADVIA Centaur XP systems operating instructions.

Disposal

Dispose of hazardous or biologically contaminated materials according to the practices of your institution. Discard all materials in a safe and acceptable manner and in compliance with prevailing regulatory requirements.
Method Limitations
The ADVIA Centaur CHIV assay is limited to the detection of p24 antigen and/or antibodies to HIV-1 and/or HIV-2 in human serum.

The calculated values for anti-HIV and/or p24 antigen in a given specimen as determined by assays from different manufacturers can vary due to differences in assay methods and reagent specificity. The results reported by the laboratory to the physician must include the identity of the assay used. Values obtained with different assay methods cannot be used interchangeably. The reported antibody level and/or p24 antigen cannot be correlated to an endpoint titer.

Heterophilic and HAMA antibodies in human samples can react with reagent antibodies, interfering with in vitro immunoassays. Patients routinely exposed to animals or animal serum products for diagnosis or therapies can be prone to this interference and anomalous values may be observed. Specimens from patients who have received mouse monoclonal antibodies for diagnosis or therapy may contain human anti-mouse antibodies and may interfere in assays that employ mouse monoclonal antibodies. Additional information may be required for diagnosis.
The performance of the ADVIA Centaur CHIV assay has not been established with cord blood, neonatal specimens, cadaver specimens, heat-inactivated specimens, or body fluids other than serum, such as plasma, saliva, urine, amniotic or pleural fluids.

The ADVIA Centaur CHIV assay has not been evaluated for testing pooled blood and plasma and products made from such pools.

Do not use specimens with obvious microbial contamination.

Currently available assays for the detection of p24 antigen and/or antibodies to HIV-1 and/or HIV-2 may not detect all infected individuals. A negative test result does not exclude the possibility of exposure to or infection with HIV. HIV antibodies and/or p24 antigen may be undetectable in some stages of the infection and in some clinical conditions.

A person who has antigen or antibodies to HIV is presumed to be infected with the virus. However, a person who has participated in an HIV vaccine study may develop antibodies to the vaccine and may or may not be infected with HIV.

Interferences
The ADVIA Centaur CHIV assay was evaluated on the ADVIA Centaur system for potential cross-reactivity with other viral infections and disease state specimens. The reactive HIV status of each specimen was verified using an FDA-approved HIV Ab assay. The results are shown in the table below:
	Clinical Category
	Number Tested
	Number of Reactive CHIV Results

	
	
	ADVIA Centaur Assay
	FDA-approved HIV Ab Assay

	Alcoholic Hepatitis
	5
	1a
	1a

	Anti-Nuclear Antibody (ANA)
	9
	0
	0

	Crohn’s Disease
	10
	0
	0

	Cytomegalovirus (CMV) IgG
	5
	0
	0

	Cytomegalovirus (CMV) IgM
	10
	0
	0

	Diabetes
	10
	0
	0

	Escherichia coli Ag
	1
	0
	0

	Epstein-Barr Virus (EBV) IgG
	5
	0
	0

	Epstein-Barr Virus (EBV) IgM
	10
	0
	0

	Fibromyalgia condition
	10
	0
	0

	Flu Vaccine recipient
	22
	0
	0

	Grave’s Disease
	8
	0
	0

	HAMA
	18
	0
	0

	Hepatitis A Infection (HAV) IgM
	5
	0
	0

	Hepatitis B Infection (HBsAg)
	10
	0
	0

	Hepatitis C Infection (HCV) Ag
	5
	0
	0

	Hepatitis C Infection (HCV) Ab
	10
	0
	0

	Herpes Simplex Virus (HSV1/2) IgG
	5
	0
	0

	Herpes Simplex Virus (HSV1/2) IgM
	10
	0
	0

	High Human Immunoglobulin A
	11
	0
	0

	High Human Immunoglobulin G
	13
	0
	0

	High Human Immunoglobulin M
	9
	0
	0

	Human T-cell Lymphotropic virus (HTLV I/II)
	10
	0
	0

	Mixed Connective Tissue Disease (MCTD)
	9
	0
	0

	Rheumatoid Factor positive
	10
	0
	0

	Rubella IgG
	10
	0
	0

	Rubella IgM
	10
	0
	0

	Scleroderma
	10
	0
	0

	Staphylococcus aureus Ag
	1
	0
	0

	Syphilis IgG
	9
	0
	0

	Syphilis IgM
	10
	0
	0

	Systemic Lupus Erythematosus (SLE)
	9
	0
	0

	Toxoplasma IgG
	10
	0
	0

	Toxoplasma IgM
	12
	0
	0

	Ulcerative colitis
	9
	0
	0

	Varicella Zoster Virus (VZV) IgG
	10
	0
	0

	MPO and PR3 for Vasculitis
	10
	0
	0

	Candidiasis (yeast infection)
	5
	0
	0

	a One sample from an alcoholic hepatitis patient was reactive using both the ADVIA Centaur CHIV assay and the FDA-approved HIV Ab assay. This sample was confirmed HIV-1 reactive with an FDA-approved differentiation assay.


Interfering substances at the levels indicated in the table below were tested as described in CLSI Document EP7-A2 using the ADVIA Centaur CHIV assay on the ADVIA Centaur system. For each endogenous substance level the following samples were assayed; a negative sample (neat), an HIV-1 antibody sample, an HIV-2 antibody sample, an HIV-1 Type O antibody sample and an HIV antigen sample.  All positive samples tested were generated by spiking the analyte into a confirmed negative (neat) donor sample to a target Index ranging between 2-4. These specimens were spiked with the interferents and assayed with ADVIA Centaur CHIV assay. None of the interferents at the levels tested produced a change in clinical interpretation of the assay. In addition, a potentially interfering effect of biotin was evaluated and no interference was observed.
	Serum specimens that are . . .
	Demonstrate < 10% change in results up to . . .

	hemolyzed
	500 mg/dL of hemoglobin

	lipemic
	1000 mg/dL of triglycerides

	icteric
	40 mg/dL of conjugated bilirubin

	icteric
	40 mg/dL of unconjugated bilirubin

	proteinemic
	3.5 g/dL of protein*

	hyper-IgG
	60 mg/mL of immunoglobulin G

	hyperproteinemic
	12,000 mg/dL of protein

	* Demonstrates ≤ 10% change in results with protein as low as 3.5 g/dL.


	Specimens that contain. . .
	Demonstrate < 10% change in results up to . . .

	cholesterol
	400 mg/dL

	biotin
	500 ng/mL


For additional information on performance characteristics, see the product information in the 
ADVIA Centaur CHIV product insert.

Equipment and Supplies

· ADVIA Centaur CHIV ReadyPack

· ADVIA Centaur CHIV Quality Control Material

· ADVIA Centaur Probe Wash 3 

· ADVIA Centaur Wash 1 

· ADVIA Centaur Acid Reagent (0.5% H202, 0.1N HNO3)

· ADVIA Centaur Base Reagent (0.25N NaOH and surfactant)

· ADVIA Centaur Cleaning Solution Concentrate (~52.5 g/L sodium hypochlorite)

· ADVIA Centaur Sample Cups and Caps

· ADVIA Centaur Cuvettes

· ADVIA Centaur Tips

· Reagent Water

4) Review/Revision/Implementation:
a. Review Cycle: 2 years
b. Office of Record:
  Department of Clinical Core Laboratory-Chemistry
c. All new procedures and procedures that have major revisions must be signed by the Department Chairman. 
d. All reviewed procedures and procedures with minor revisions can be signed by the designated section medical director.

5) Related Procedures: 
6) References, National Professional Organizations, etc.:
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1. Siemens Healthcare Diagnostics ADVIA Centaur CHIV Product Insert.

2. Siemens Healthcare Diagnostics ADVIA Centaur Reference Manual.

3. Siemens Healthcare Diagnostics ADVIA Centaur XP Operator's Guide.

4. Clinical and Laboratory Standards Institute (CLSI). Clinical Laboratory Technical Procedure Manuals; Approved Guideline, GP02-A5, 2006.

5. Clinical and Laboratory Standards Institute (CLSI). Interference Testing in Clinical Chemistry; Approved Guideline, EP07-A2, 2005.

Technical Assistance

Siemens Healthcare Diagnostics Technical Care Center: 1-877-229-3711

Customer Service: 1-800-255-3232, Option 11,1
Serial Number: IRL43561349
Customer Account Number: 

Siemens Document Number: 10697136A_CHIV_XP_EN_US
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	Reporting Results section updated –       Reactive results to be verified, comments added to results, and Invalid option added. (pg. 16,17)
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