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1.0 GENERAL INFORMATION 
 

1.1 INTRODUCTION 
 

1.1.1 The HIV Diagnostics and Reference Laboratory, Department of Laboratory Diagnostics 
and Monitoring (DLDM), Division of Retrovirology, at the Walter Reed Army Institute 
of Research (WRAIR), is a Reference Laboratory which offers the testing menu below 
to Department of Defense (DoD) Laboratories.   

 
NOTE: Only the U.S. Army European Command (USAREUR) and U.S. Army Central 
Command (CENTCOM) are authorized to use WRAIR to meet HIV Surveillance 
(Force Screen) requirements. Non-USAREUR facilities must use Service Directed Test 
Facilities. 

 
1.1.2 TEST MENU 

A. HIV-1 Enzyme Link Immunoassay (EIA) 
 

B. HIV-1 Western Blot (WB) - Confirmatory 
 

C. HIV-2 EIA 
 

D. HTLV I/II ELISA 
 

E. HTLV I/II Western Blot 
 

F. Hepatitis B Surface Antigen (HBsAg) - Confirmatory 
 

G. Hepatitis C Virus (HCV) RIBA - Confirmatory 
 

H. HIV-1 Ribonucleic Acid (RNA) Polymerase Chain Reaction (PCR) – Viral Load 
 

I. Immunophenotype (Flow Cytometry) 
 

J. HIV-1 Genotype 
 

K. HIV-1 Phenotype (sent out to Monogram BioSciences) 
 

L. HIV-1, RNA-PCR Procleix (send-out to FT. Hood) 
 

1.2 LABORATORY HOURS 
 

1.2.1 Monday - Friday from 0745 to 1630 hours. 
 
1.2.2 Closed on Weekends and Holidays. 
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1.3 ADDRESS AND WEBSITE 
 

1.3.1 SPECIMEN SUBMISSION SHIPPING ADDRESS 
 

Department of Laboratory Diagnostics and Monitoring (DLDM) 
HIV Diagnostics and Reference Laboratory (HDRL) 
1 Taft Ct, Suite 104  
Rockville, MD  20850 
Phone:  301-251-8382/5000 
Fax:  301-294-2186 

 
1.3.2 LABORATORY MAILING ADDRESS (including Donor Specimens)  

 
Department of Laboratory Diagnostics and Monitoring (DLDM) 
HIV Diagnostics and Reference Laboratory (HDRL) 
13 Taft Ct, Suite 100 
Rockville, MD  20850 
Phone:  301-251-5003/5000 
Fax:  301-294-2186 

 
1.3.3 WEBSITE ADDRESS (Division of Retrovirology): http://www.hivresearch.org/ 

 
1.3.4 WEBSITE ADDRESS (HIV Diagnostics and Reference Laboratory)  

http://www.hivresearch.org/hivdiagnostics/index.html 
 

A. The website contains the most recent Specimen Submission Guidelines and 
Accreditation Certificates (CAP and CLIP) 

 
1.4 POINTS OF CONTACT: 

 
1.4.1 Director , Division of Retrovirology: COL Nelson Michael, MD, PhD 
 
1.4.2 Chief of DLDM: MAJ Robert O’Connell, MD 
 
1.4.3 HIV Diagnostics and Reference Laboratory Director :  Sheila A. Peel, MSPH, PhD 
 
1.4.4 HIV Diagnostics and Reference Laboratory Manager: CPT Kurt N. Martin 

Commercial (301) 251-5003/ 8382 
 
1.4.5 HIV Clinical Monitor ing (Viral Load &  Genotype): LCDR Jennifer Malia 
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2.0 SPECIMEN COLLECTION, PROCESSING AND HANDLING  
 

2.1 PATIENT PREPARATION: Verify patient identification and tests requested before blood 
draw and follow local approved procedures. 

 
2.2 BLOOD COLLECTION SYSTEM 

 
2.2.1 Collect blood samples in the specified collection tube per individual test. Using a 

vacutainer-type system fill until the tube is full. If using a syringe for blood collection, 
avoid hemolysis when filling the tubes, let the tube’s vacuum draw the blood from the 
syringe (do not depress the plunger manually) up to the tube’s capacity.  

 
2.2.2 HIV-1 EIA, HIV-2 EIA, HTLV I/II ELISA, HIV-1 WB, HTLV I/II WB, HBsAg, and 

HCV RIBA can be tested from the same tube as long as the tube is full. For all other 
tests please submit a full tube for each test.  

 
2.3 ORDER OF DRAW: When multiple specimens are required, follow the proper order of 

draw. (NCCLS H3-A5 section 8.10.2) 
 
A. Blood Culture – SPS (Yellow top) 
B. *  ACD – (Yellow Top) 
C. Citrate Tube (Light Blue Top) 
D. *  BD Vacutainer® SSTtm Gel Separator Tube (Orange or red/black top) 
E. Serum Tube (glass or plastic) (Red Top) 
F. Heparin Tube (Green Top) 
G. BD Vacutainer® PST Gel Separator Tube with Heparin (light green or light 

green/black) 
H. *  EDTA  and PPT (Purple or light purple top, White Top) 
I. Flouride (glucose) tube (Grey Top) 

 
*  Signifies collection tubes used for tests identified in this manual 
 

2.4 WHOLE BLOOD 
 

2.4.1 Collect whole blood according to instructions provided for the individual test.  
Thoroughly mix the blood with the additives by gently inverting the tube:  plastic 
lavender 6-8 times, light blue-top, no more than 4 times (mixing more than 4 times will 
activate clotting). Maintain the specimen at room temperature before shipping to our 
laboratory unless instructed otherwise by the specimen requirements. Never freeze 
whole blood unless specifically instructed in the specimen requirements.  Do not place 
whole blood specimens in direct contact with ice/cool packs. 
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2.5 PLASMA 
 

2.5.1 Plasma contains fibrinogen and other clotting factors when separated from the red 
blood cells. Evacuated tubes used to collect plasma specimens contain anticoagulants 
and, frequently, a preservative.  The additive in each tube is specified on the label and 
tube stoppers are color coded according to the additive present.  Consult the individual 
test specimen requirements to determine the correct additive/tube to use.  If sample is 
transferred to a secondary tube, indicate that the specimen is plasma on the plastic 
screw-cap vial for transport and on the test requisition. 

 
2.6 SERUM 

 
2.6.1 We recommend the use of serum separator collection tubes (SSTs) for most analyses.  

When using a serum separator tube, invert the tube gently no more than five times.  
Further inversion may cause alterations in sample integrity.  Do not centrifuge 
immediately after drawing blood.  Allow the blood to clot in an upright position for at 
least 30 minutes but not longer than 1 hour before centrifugation.  If sample is 
transferred to a secondary tube, indicate that the specimen is serum on the plastic 
screw-cap vial for transport and on the test requisition. 

 
2.7 CENTRIFUGE 

 
2.7.1 When not using a serum separator tube, or when plasma is required, follow these 

instructions: 
 

A. Draw 5 mL of whole blood for each 2 mL of serum or plasma required.  Collect in 
an appropriate collection tube. 

 
B. If serum is required, allow the sample to clot for at least 30 minutes in an upright 

position, but no longer than 1 hour, before centrifugation. 
 

C. Centrifuge serum within 1 hour of collection per manufacturer guidance, except 
when specified in this document. 

 
D. Centrifuge plasma within 4 hours of collection per manufacturer guidance, except 

when specified in this document. 
 

E. Pipette the serum or plasma into a clean plastic screw-cap vial and attach the label.  
Do not transfer red cells to the vial. 
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2.8 LABELING OF SPECIMENS 
 

2.8.1 Verify identification once again post draw, and before labeling the tubes.  
 
2.8.2 Each submitted specimen must be labeled with the following: 

 
A. Name of Patient 
B. Social security number (SSN) 
C. Date of birth and/or barcode written exactly as it appears on the test requisition form  
D. Date of collection – ensure that draw date is legible.    

1) Exceptions: Donor samples:  Can use Unit number only 
2) Flow Cytometry samples:  Must include time of draw 

E. When submitting a specimen in a transfer tube, indicate specimen type on the label, 
e.g., serum, plasma, etc.   

 
2.8.3 Failure to include required information on the specimen label may result in rejection of 

the sample (see Section 2.10 below).  
 

2.9 SPECIMEN TEST REQUEST FORMS (Appendix A, Appendix B, Appendix C) 
 

2.9.1 Complete the appropriate Department of Laboratory Diagnostics and Monitoring 
request form: Clinical Test, Army Blood Donor, or Army/MEPS, for each specimen.  
Multiple tests may be requested on the same request form. 

 
A. Enclose the Test Request Form with patient sample in the shipment.   

 
B. Ensure that the specimens are shipped using DoD and International regulations as 

appropriate. 
 

2.9.2 NO VERBAL TEST REQUESTS WILL BE ACCEPTED. 
 

NOTE: WRAIR follows test algorithms; we may modify your request in order to run an initial 
screening test and then reflex, if needed, to the test you request. Blood Donor Test Algorithms will 
not be modified. 

 
2.10 SAMPLE REJECTIONS 

 
2.10.1 The HIV Diagnostics and Reference Laboratory reserves the right to reject and discard 

specimens that do not meet the following requirements or contain the following errors: 
 
A. Specimen collection and storage requirements (identified along with the assigned 

tests later in this document)  
 
B. Incorrect documentation or accompanying labels including:  

  
1) Incomplete information on the label 
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2) Illegible 
3) Mismatched information 
4)  The package does not comply with applicable Federal and State shipping 

standards. Such shipments will be rejected.  
5) Specimens not shipped at identified shipping temperature 

 
C. Sample errors include: 

1) Quantity not sufficient 
2) Discrepancy between the sample label and documentation 
3) Missing draw date 
4) Missing family member prefix 
5) Missing/ Incorrect social security number 
6) Missing/ Incorrect date of birth 
7) Missing name of requesting physician 
8) Incorrect type of sample for requested testing 
9) Duplicate sample 
10) Wrong test requested 
11) Missing/ incorrect sample or request form 

 
2.10.2 The submitting laboratory will be notified of any rejected specimen either by email or 

telephone call. 
 

2.11 PACKAGING AND SHIPMENT OF SPECIMEN 
 

2.11.1 DO NOT SEND SPECIMENS TO ARRIVE ON WEEKENDS OR FEDERAL 
HOLIDAYS.  

 
2.11.2 Sites submitting specimens must comply with all applicable Federal and State 

regulations concerning shipment for diagnostic substances. We provide the following 
example as a reference only for minimum requirements: 

 
A. Package sample in: (SEE Appendix D for  illustration) 

 
1) A watertight primary container and secondary container. 
2) Absorbent material, enough to contain spillage. 
3) All vials must be individually wrapped to avoid contact.   
4) Label container and ship specimens according to applicable guidelines for 

diagnostic samples. 
5) All personnel handling specimens for transport should be trained in safe 

handling practices and in decontamination procedures in case of spillage.  
6) Mail to address listed in General Information under Address and Website. 

 
2.11.3 Sites are REQUIRED to send by Fax a FedEx tracking and/or invoice number to 

ensure that all shipments that are sent to the HIV Diagnostics and Reference Laboratory 
are received, IAW CAP GEN 40530. 
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NOTES:   
·  If you want us to send your shipping boxes back to your site, you must enclose a prefilled FedEx 

or address slip with FedEx billing information and material to cover hazardous warnings. 
·  Ensure that request forms are within the container, but separate from the tubes. 

 
2.12 SAMPLE STORAGE 

 
2.12.1 Immediate Shipping: Separate serum within 1 hour or plasma from cells within 4 

hours of draw to avoid hemolysis. Store the specimen by refrigeration until shipment.  
Ship specimen in an approved container to the HIV Diagnostics and Reference 
Laboratory, at room temperature or on cold packs via an overnight courier (maximum 
allowed is 48 hours at room temperature or  7 days at refr igerated temperature 
from time of collection to test).  

 
2.12.2 Delayed Shipping:  If the shipment is delayed, separate the serum or plasma from cells 

within specified time (1 hours for serum, 4 hours for plasma), then freeze. Ship 
specimen in an approved container to the HIV Diagnostics and Reference Laboratory 
frozen on dry ice. In this case specimens must arrive frozen. Please add additional dry 
ice for any delays that may occur during shipment.  

 
3.0 TEST DESCRIPTION  
 

3.1 HIV-1 EIA  
 

3.1.1 Clinical Significance:  The test is a qualitative Enzyme Immunoassay for detection of 
circulating antibodies to Human Immunodeficiency Virus Type 1 (HIV-1) in serum or 
plasma. The test employed is a FDA approved commercially available testing system. 

 
3.1.2 Specimen Requirements: 1 mL Serum or Plasma.  The following anticoagulants have 

all been evaluated and found to be acceptable: EDTA, heparin, sodium citrate, CPDA-1 
(rLAV only), and ACD (rLAV only).  

 
3.1.3 Transpor t and Storage Temperature:   

 
A. Ambient (15-30 Celsius) up to 48 hours, or Refrigerated (2-8 Celsius) up to 7 days.  
B. For specimens requiring storage over 7 days specimens should be shipped frozen    

(-20 Celsius or colder). 
 

3.1.4 Test Approved for : FDA-approved for donor screening. The Army HIV-1 Diagnostic 
Algorithm: initially reactive HIV-1 rLAV whole viral lysate, recombinant HIV-1 
envelope EIA samples will be automatically repeated in duplicate with BioMerieux 
Vironostika whole viral lysate HIV-1 EIA. 

 
3.1.5 Turn Around Time (TAT): 5-10 business days (Clinical and Force Testing for 

negative specimens, once the sample is received at the HIV Diagnostics and Reference 
Laboratory.  Positives may take longer due to repeat testing. 
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3.2 HIV-1 WESTERN BLOT (WB) 
 

3.2.1 Clinical Significance:  The test is an in vitro qualitative assay for detection and 
identification of antibodies to Human Immunodeficiency Virus Type 1 (HIV-1) in 
human serum and plasma. The test utilizes a FDA approved commercially available 
Western Blot.  The test is performed on HIV-1 EIA repeatedly reactive specimens per 
the Army HIV-1 Diagnostic algorithm or on previously reactive HIV-1 screened Army 
Blood Donor units. 

 
3.2.2 Specimen Requirements: 1 mL Serum or Plasma.  The following anticoagulants have 

been evaluated and found to be acceptable:  EDTA, heparin, sodium citrate, CPDA-1 
and ACD. 

 
3.2.3 Transpor t and Storage Temperature:   

A. Ambient (15-30 Celsius) up to 48 hours, or Refrigerated (2-8 Celsius) up to 7-days.  
B. Frozen (-20 Celsius or colder) when stored and/or shipment 7 days. 

 
3.2.4 Test Approved for : FDA-approved as a Supplemental Donor test for confirmatory 

testing.  
 

3.2.5 Turn Around Time (TAT): 5-10 business days (Clinical and Force Testing) and 48-
hours (Donor Testing) for all specimens, once the sample is received at the HIV 
Diagnostics and Reference Laboratory.   

 
3.3 HIV-2 EIA 

 
3.3.1 Clinical Significance:  The test is an Enzyme Immunoassay for the detection of 

circulating antibodies to Human Immunodeficiency Virus Type 2 (HIV-2) in human 
serum or plasma.  The test utilizes a FDA approved and commercially available kit. 
When an HIV-2 alone is ordered, an HIV-1 assay will be performed first in accordance 
with the HDRL testing algorithm.  If negative or indeterminate, then the HIV-2 EIA 
will be performed. 

 
3.3.2 Specimen Requirements: 1 mL Serum or Plasma.   

 
3.3.3 Transpor t and Storage Temperature:  Shipped Refrigerated up to 7-days (2-8 

Celsius) or Frozen (-15 Celsius or colder) 
 

3.3.4 Test Approved for : FDA-approved for Donor Screening.  
 

3.3.5 Turn Around Time (TAT): 5-10 business days (clinical) and 48-hours (Donor), once 
the sample is received at the HIV Diagnostics and Reference Laboratory. 
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3.4 HTLV I /I I  ELISA 
 

3.4.1 Clinical Significance:  The test is an in vitro qualitative enzyme-linked 
immunosorbent assay (ELISA) for the detection of antibodies to Human T-
Lymphotropic Virus Type I (HTLV-I) and/or Human T-Lymphotropic Virus Type II 
(HTLV-II) in human serum or plasma. The test utilizes a FDA approved and 
commercially available kit.   Per the HIV Diagnostics and Reference Laboratory 
Algorithm, initially reactive samples will be automatically repeated in duplicate. 

 
3.4.2 Specimen Requirements: 1 mL Serum or Plasma.  The following anticoagulants have 

been evaluated and found to be acceptable:  EDTA, heparin, sodium citrate, CPDA-1 
and CPD.  

 
3.4.3 Transpor t and Storage Temperature:  Shipped ambient (15-30 Celsius) up to 48 

hours, refrigerated (2-8 Celsius) for 14 days or Frozen (-20 Celsius or colder). 
 

3.4.4 Test Approved for : FDA-approved for Donor Screening.  
 

3.4.5 Turn Around Time (TAT): 5-10 business days (clinical) and 48-hours (Donor), once 
the sample is received at the HIV Diagnostics and Reference Laboratory. Positives may 
take longer due to repeat testing.  

 
3.5 HTLV I /I I  WESTERN BLOT  

 
NOTE: This test is NOT FDA APPROVED, and is not available for testing of clinical specimens. 

 
3.5.1 Clinical Significance:  The test is a qualitative enzyme immunoassay for antibodies to 

HTLV-I and HTLV-II in serum or plasma samples. The test utilizes a commercially 
available kit.  Per the the HIV Diagnostics and Reference Laboratory Algorithm, the 
test is only performed when requested, if the HTLV I/II EIA is repeatedly reactive. 

 
3.5.2 Specimen Requirements: 1 mL Serum or Plasma 

 
3.5.3 Transpor t and Storage Temperature:  Refrigerated (2-8 Celsius) for up to 7 days. If 

storage for more than 7 days is required, store and ship frozen. 
 

3.5.4 Test Approved for : NOT FDA APPROVED.  The test kit is for research purposes 
only.  It is not intended for use in the diagnosis or prognosis of disease.  Specifically, 
this test cannot be used to evaluate blood specimens for the purposes of Donor 
Screening or be used as a Supplemental Donor test for confirmatory diagnosis. 

 
3.5.5 Turn Around Time (TAT): 5-10 business days (donor), after the sample tests 

repeatedly reactive by EIA. 
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3.6 HBsAg CONFIRMATORY NEUTRALIZATION ASSAY (Donor Testing Only) 
 

3.6.1 Clinical Significance:  The test uses the principle of specific antibody neutralization to 
confirm the presence of HBsAg in specimens found to be repeatedly reactive by the 
Abbott AUSZYME Monoclonal screening assay. The test utilizes a FDA approved and 
commercially available kit. 

 
3.6.2 Specimen Requirements: 2 mL Serum or Plasma 

 
3.6.3 Transpor t and Storage Temperature:  Refrigerated (2-8 Celsius) up to 7 days or 

Frozen (-15 Celsius or colder) for 7 days or longer.  
 

3.6.4 Test Approved for : FDA-approved for Donor Confirmatory Testing.  
 

3.6.5 Turn Around Time (TAT): 48-hours (Donor only), once the sample is received at the 
HIV Diagnostics and Reference Laboratory.  

 
3.7 HEPATITIS C VIRUS ENCODED ANTIGEN (HCV) 

 
3.7.1 Clinical Significance:   The test is an in vitro qualitative Enzyme Immunoblot assay 

for the detection of antibodies to individual proteins encoded by the hepatitis C virus 
(anti-HCV) in human serum or plasma. The test utilizes a FDA approved commercially 
available kit.  The test is indicated as an additional, more specific test on specimens 
found to be repeatedly reactive to Hepatitis C by a screening test.  

 
NOTES: 

·  The test is only indicated when the initial/screening test has a positive signal to cutoff ratio 
(serum/cutoff) less than 3.8. 

·  CDC guidelines indicate that samples with s/co greater than 3.8 are strongly reactive for HCV 
and do not require supplemental testing by RIBA to confirm positivity. HCV nucleic acid 
testing/RNA PCR is then recommended to distinguish active from resolved infection.  

·  The HDRL does not perform HCV nucleic acid testing/RNA PCR.  
·  HCV RNA viral load quantitative testing is available at Walter Reed Army Medical Center, 

(202) 782-6994.      
 

3.7.2 Specimen Requirements: 1 mL Serum or Plasma.  The following anticoagulants have 
been evaluated and found to be acceptable:  K3 EDTA, Sodium heparin, sodium citrate, 
CPDA-1 and ACD.   

 
3.7.3 Transpor t and Storage Temperature:  Shipped ambient (15-30 Celsius) for 6 days, 

Refrigerated (2-8 Celsius) for 7 days, or Frozen (-20 Celsius or colder) 
 

3.7.4 Test Approved for : FDA approved as a Donor Supplemental test for confirmatory 
testing. 
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3.7.5 Turn Around Time (TAT):  5-10 business days (clinical) and 48 hours (Donor), once 
the sample is received at the HIV Diagnostics and Reference Laboratory. 

 
3.8 HIV-1 RNA-PCR (Viral Load)   

 
3.8.1 Clinical Significance: The assay quantitates RNA from patients infected with HIV-1 

group M, subtypes (clades) A-H. Viral RNA is quantified using a commercial kit, the 
Roche Amplicor Multiclade HIV-1 MonitorTM assay (version 1.5). The standard assay 
quantitates viral RNA levels with an Analytical Measurement Range from 400-750,000 
copies/ml, whereas the ultrasensitive procedure quantitates viral RNA levels from 50-
100,000 copies/ml. The ultrasensitive assay is recommended for patients with stable 
viral loads below the quantitative detection limit of the standard assay (<400 
copies/ml).  

 
3.8.2 Specimen Requirements: Plasma only and a minimum volume of 2 mls.   

 
A. Centrifuge at room temperature at 800-1600 x g for 20 minutes within the 

separation times listed below. 
 
B. PPT  Tubes: Centrifuge specimens immediately or within 2 hours of collection. 

After centrifugation store spun tubes Refrigerated (2-8 Celsius) for overnight or 
same day delivery.  

 
C. EDTA Plasma: Centrifuge specimens within 6 hours of blood collection. Store 

Refrigerated (2-8 Celsius) for overnight of same day delivery.   
 
D. ACD.  Specimens may be collected in ACD, however an ~10-15% reduction in 

viral load will result due to the dilution affect of the anticoagulant; thus, collection 
in ACD collection in tubes is not recommended. 

. 
E. SPECIMENS ANTICOAGULATED WITH HEPARIN ARE UNSUITABLE 

FOR THIS TEST 
 

3.8.3 Transpor t and Storage Temperature:  The Laboratory requests that specimens be 
shipped frozen if transport will take longer than same day delivery or overnight 
shipment. 

  
A. PPT  Tubes: After centrifugation store spun tubes Refrigerated (2-8 Celsius) same 

day delivery or overnight delivery. If transport will take longer than overnight 
shipment, aliquot plasma, freeze at -70°C, then ship frozen on dry ice. Store plasma 
Frozen (-70 or colder). 

 
B. EDTA Plasma: Store Refrigerated (2-8 Celsius) for same day or overnight delivery.  

If transport will take longer than overnight, aliquot plasma, freeze at -70°C, then 
ship frozen on dry ice. Store plasma Frozen (-70 or colder). 
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C. When shipping frozen specimens use at least 2 lbs of Dry Ice/day of transport.  The 
Laboratory highly recommends that samples be shipped on 6 lbs of dry ice to ensure  
integrity of specimens should shipment be delayed.   

 
3.8.4 Test Approved for : FDA approved for patient management use only (NOT for 

diagnostic use). To order the ultrasensitive assay, check the box for the “Ultrasensitive”  
test on the Test Request Form. 

 
3.8.5 Turn Around Time (TAT): 5-10 business days, once the sample is received at the 

HIV Diagnostics and Reference Laboratory. 
 

3.9 HIV-1 GENOTYPE 
 

3.9.1 Clinical Significance: The test is intended for use in detecting genomic mutations 
within the protease and the reverse transcriptase regions of HIV-1 that confer resistance 
to antiretroviral drugs.  The test is intended for use in conjunction with clinical 
presentation and other laboratory markers as an indicator of disease progression and as 
an assay to monitor or assess viral response to antiretroviral treatment.  The test is 
available for all patients that are: 1) initiating drug therapy; 2) not responding to 
antiretroviral drug therapy (low viral RNA level at 1,000 to 3,000 copies/mL); or 3) are 
failing their antiretroviral regimen.  The test utilizes a FDA approved and commercially 
available kit.   

 
3.9.2 Specimen Requirements: Two (2) vials of non-heparinized plasma at 1mL per vial are 

required.  Patients who are presently on anti-retroviral drug therapy should still be on 
their drug regimen when the blood specimen is collected.   

 
A. Centrifuge at room temperature at 800-1600 x g for 20 minutes within the 

separation times listed below. 
 

B. PPT tubes: Centrifuge PPT tubes immediately or within 2 hours of collection.  Store 
centrifuged PPT tubes at ambient temperature for overnight delivery, or transfer.  

 
C. EDTA tubes: Store blood at 25 degrees Celsius until centrifuged.  Centrifuge EDTA 

tubes within 6 hours of collection.  Aliquot EDTA plasma to a sterile polypropylene 
tube at 1 ml per tube (2.0 ml sterile screw capped tubes). Store at -60 to -80°C        
(-20°C is acceptable as a last resort for storage of less than 72 hours).   

 
NOTES: 

·  Viral load MUST BE �  1000 copies/mL and result must have been obtained 
within the previous 30 days. 

·  When requesting a HIV-1 Genotype the requesting laboratory will provide the most 
recent Viral Load result on the request form, at the time of submission. 

·  If the patient has not had a Viral Load determination within the past 30 days, request a 
HIV-1 Viral Load on the sample request form along with the HIV-1 Genotype request.   
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·  Any specimen without a Viral Load reported on the request form or requested to be 
performed by the HDRL, may be rejected by the HDRL. 

·  Duplicate specimens will be discarded. 
 

3.9.3 Transpor t and Store Temperature:  
 
A. PPT  Tubes: After Centrifugation store Refrigerated (2-8 Celsius) for overnight or 

same day delivery. If transport will take longer than overnight or same day delivery, 
aliquot plasma, freeze at -70°C, then ship frozen. Store plasma Frozen (-70 or 
colder). 

 
B. EDTA Plasma: Store Refrigerated (2-8 Celsius) for overnight of same day delivery. 

Frozen.  If transport will take longer than overnight or same day delivery, aliquot 
plasma, and freeze at -70°C, then ship frozen. Store plasma frozen (-70 or colder). 

 
C. Use 2 lbs. of Dry Ice/day of transport.  The Laboratory highly recommends samples 

be shipped using 6 lbs of dry ice to ensure the integrity of samples should shipment 
be delayed.   

 
3.9.4 Test Approved for :  FDA approved for clinical monitoring of HIV infected 

individuals.  
 

3.9.5 Turn Around Time (TAT):  20 business days, once the sample has been received at 
the HIV Diagnostics and Reference Laboratory.  Due to low volume of tests requested 
samples are batched for testing.  

 
3.10 HIV-1 PHENOTYPE 

 
3.10.1 Clinical Significance:  To aid clinicians in selection of the most effective anti-

retrovirial regimens for patients that are highly resistant to antiretroviral agents due to 
long term use.  This test is sent to a reference laboratory, Monogram BioScience 
(Virologics Inc.). 

 
3.10.2 Specimen Requirements:  

 
A. Centrifuge at room temperature at 800-1600 x g for 20 minutes within the 

separation times listed below. 
 
B. A minimum of 4 mLs of non-heparinized plasma from either PPT or EDTA blood 

collect tubes.    
 
C. Centrifuge PPT tubes immediately, or within 2 hours of collection. Separate plasma, 

aliquot into sterile 2 ml sterile, screw-capped, polypropylene tubes at 1 ml per tube 
and store frozen at -60 to -80°C until shipped.  

 



SPECIMEN SUBMISSION GUIDELINES 
 

Department of Laboratory Diagnostics and Monitor ing 
Walter  Reed Army Institute of Research 

 

Page 17 of 28 

D. Centrifuge EDTA blood collection tubes within 6 hours of collection. Separate 
plasma, aliquot into sterile 2 ml sterile, screw-capped, polypropylene tubes at 1 ml 
per tube and store frozen at -60 to -80°C until shipped.  

 
E. Patients who are presently on antiretroviral drug therapy should still be on their drug 

regimen when the blood specimen is taken.  
 
F. HIV-1 Genotype results should indicate resistance to a majority of antiretroviral 

drugs.  
 
G. Patient Viral Load must be �  1000 copies/mL at the time of test. If Viral Load 

results are not current within the past 30 days, request a HIV-1 Viral Load on the 
test request form in addition to the HIV-1 Phenosense request.  The Laboratory 
will not forward specimens for  HIV-1 Phenotyping with Viral Loads  < 1000 
copies/per  ml.  

 
3.10.3 Transpor t Temperature:   

 
A. Frozen 
 
B. Use 2 lbs. of Dry Ice/day of transport.  The Laboratory highly recommends samples 

be shipped using 6 lbs of dry ice to ensure the integrity of samples should shipment 
be delayed. 

 
3.10.4 Test Approved for :  Non FDA approved. Used to inform selection of therapeutic 

regimens for patients failing therapy.  
 

3.10.5 Turn Around Time (TAT):  25 business days, once the specimen has been received at 
HIV Diagnostics and Reference Laboratory.  

 
3.11 HIV-1 RNA PCR by Procleix (Sent to For t Hood) 
 

3.11.1 Clinical Significance:  The test is a qualitative in vitro nucleic acid assay for the 
detection of Human Immunodeficiency Virus type 1 and/or Hepatitis C virus RNA in 
human plasma from donations of whole blood and blood components for transfusion 
and from voluntary donations of source plasma for further manufacture.  The assay is 
intended for use in screening individual donor samples or pools of human plasma 
comprising of equal aliquots of not more than 16 individual donations.  This assay is 
intended to be used in conjunction with licensed tests for detecting antibodies to HIV-1 
and HCV.  WRAIR will send HIV-1 repeatedly Western Blot Indeterminate specimens 
to FT. Hood for HIV-1 Procleix testing to assist in the determination of HIV-1 infection 
status of Armed Forces personnel and their dependents.   
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3.11.2 Specimen Requirements:   
 

A. Centrifuge at room temperature at 800-1600 x g for 20 minutes within the 
separation times listed below. 

 
B. A minimum of 2 mls of non-heparinized plasma from PPT, EDTA, or ACD blood 

collect tubes. 
 
C. Centrifuge PPT tubes immediately, or within 2 hours of collection. Separate plasma, 

aliquot into sterile 2 ml sterile, screw-capped, polypropylene tubes at 1 ml per tube 
and store frozen at -20°C until shipped. 

 
D. Centrifuge EDTA blood collection tubes within 6 hours of collection. Separate 

plasma, aliquot into sterile 2 ml sterile, screw-capped, polypropylene tubes at 1 ml 
per tubes and store frozen at -20°C until shipped. 

 
E. Centrifuge ACD blood collection tubes within 6 hours of collection. Separate 

plasma, aliquot into sterile 2 ml sterile, screw-capped, polypropylene tubes at 1 ml 
per tube and store frozen at -20°C until. 

 
3.11.3 Transpor t Temperature:   

 
A. Frozen 
 
B. Use 2 lbs. of Dry Ice/day of transport.  The Laboratory highly recommends samples 

be shipped using 6 lbs of dry ice to ensure the integrity of samples should shipment 
be delayed. 

 
3.11.4 Test Approved for : FDA approved for Donor Screening and as an aid in diagnosis of 

HIV-1 infection.  
 

3.11.5 Turn Around Time (TAT):  10 business days once the specimen has been received at 
HIV Diagnostics and Reference Laboratory. 

  
3.12 HIV-1, HIV-2, HTLV I /I I  DNA-PCR (Sent to Quest Diagnostics) 

 
3.12.1 The test requests for these assays are no longer managed by the HIV Diagnostics and 

Research Laboratory.  Sites are responsible for requesting and coordinating with Quest 
Diagnostics for the performance of their assays. 

 
3.12.2 See Quest testing manuals for test specifics and requirements. 

 



SPECIMEN SUBMISSION GUIDELINES 
 

Department of Laboratory Diagnostics and Monitor ing 
Walter  Reed Army Institute of Research 

 

Page 19 of 28 

3.13 IMMUNOPHENOTYPE  (Flow Cytometry) 
 

3.13.1 Clinical Significance: Immunophenotyping is the identification of cell surface 
antigens characteristic of subsets of leukocytes utilizing fluorescence-labeled 
monoclonal antibodies (mAb) that recognize these cell-associated molecules.  Using 
four color mAb cocktails such as CD3/CD8/CD45/CD4 and 
CD3/CD56+16/CD45/CD19, the percent of T helper, T suppressor, NK, and B cells 
can be determined.  The Laboratory employs single platform technology  which 
incorporates flow tubes containing a lyophilized bead pellet as in internal calibrator 
(Trucount Tubes) permiting the determination of absolute counts for T-Cell subsets 
using only the flow cytometer (single platform).  The test is performed using a 
commercially available kit on a FACSCalibur Flow Cytometer. 

 
3.13.2 Specimen Requirements:   

 
A. Specimens must be whole blood collected in 3 ml EDTA, blood collection tube 

(sprayed, not liquid anti-coagulant). Specimens must be received in the laboratory 
within 24 hours post blood draw. 

 
B. Whole blood collected in Cyto-Chex BCT tubes (Streck Laboratories) are stable at 

30°C for 7 days.   
 

C. If a Medical Treatment Facility (MTF) is capable of performing the assay, we 
recommend that the MTF perform Immmunophenotyping.   

 
D. Contact WRAIR (301-251-5045) for approval prior to collection.   

 
E. Blood collection tube must indicate collection time on the label in addition to 

information outlined in Section 2.8. 
 

3.13.3 Transpor t and Storage Temperature:   
 
A. EDTA blood collection tubes; Ambient Temperature (18-25 degrees Celsius) within 

24 hours of blood draw.  
 
B. Cyto-Chex BCT tubes; Ambient Temperature within 5 days of blood draw. 

 
3.13.4 Test Approved for : FDA approved for use with specimens from HIV infected 

patients.  
 

3.13.5 Turn Around Time (TAT): TAT within 48-hours following receipt of sample at the 
HIV Diagnostics and Reference Laboratory.   

 



SPECIMEN SUBMISSION GUIDELINES 
 

Department of Laboratory Diagnostics and Monitor ing 
Walter  Reed Army Institute of Research 

 

Page 20 of 28 

4.0 REPORTING OF RESULTS  
 

Note:  No test request is considered STAT with the exception of post exposure test requests. 
 

4.1 The HIV Diagnostics and Reference Laboratory (HDRL) will test all specimens submitted for 
testing as expeditiously as possible, within the timelines specified in this guide.   

 
4.2 For all sites the HDRL generates hardcopy reports and returns them by next-day courier or 

secured fax line to a designated Point of Contact (POC) for each submitting facility, except 
negative European Theater (Force Screen Program) specimens. Due to the sensitive nature of 
our reports, only this POC (or alternate) can receive our reports. The facility POC then 
forwards the reports accordingly within that institution.  Please refer to Appendix E for the 
Designation of Point of Contact form. This form must be used and submitted by new sites 
to HDRL before specimens can be shipped to us for  the first time. Use the same form 
for  updates/changes. We cannot change or  create POCs without this form.  

 
5.0 FOLLOW-UP PROCEDURES FOR POSITIVE AND INDETERMINATE RESULTS 
 

5.1 Complete follow-up procedures are outlined in HIV Diagnostics and Reference Laboratory 
SOP GEN 002, available at the Department of Laboratory Diagnostics and Monitoring 
website. 

 
5.2 The following are the key points from AR 600-110 Army HIV Surveillance Program: 

 
5.2.1 For any positive result a verification specimen is required. 
5.2.2 If the original sample and verification sample differ, a second verification sample will 

be required. 
5.2.3 Each site is required to have an HIV Program Manager identified by the Hospital 

Commander.  This individual will serve as the POC for follow-up contacts completed 
by the HIV Diagnostics and Reference Laboratory. 
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HIV DIAGNOSTICS AND REFERENCE LABORATORY 
1 Taft Court, Suite 104 � Rockville, MD 20850 

Clinical Test Request Form 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 

 
 

TEST REQUESTED:  SPECIMEN REQUIREMENT:   DRAW TUBE: 

���    HIV-1 ELISA & Western Blot   serum or plasma (room temp.)   SST/EDTA 

���    HIV-2 ELISA     serum or plasma (room temp.)   SST/EDTA 

���    HTLV-I/II ELISA    serum or plasma (room temp.)   SST/EDTA 

���    Hepatitis C RIBA 3.0    serum or plasma (room temp.)   SST/K3 EDTA 

Initial result s/co: _________________________ 

���    Roche HIV-1 Monitor Test V1.5  (Viral Load)  (frozen)                 PPT/EDTA 

���    STANDARD    ��   ULTRA SENSITIVE 

���    HIV-1 Resistance Genotyping   plasma  (frozen)    EDTA/ACD/PPT 

Viral Load Date (dd/mm/yyyy): _____________ Result: _________ Copies/ml  (Within the previous 30 days) 

���    HIV-1 Phenotype    plasma  (frozen)    EDTA/ACD/PPT 

Viral Load Date (dd/mm/yyyy): _____________ Result: _________ Copies/ml  (Within the previous 30 days) 

Current Therapeutic Regiment: _____________________________________________________________ 

The following needs pre-approval.  Contact Flow Lab Supervisor @ 301-251-5045. 

���    Flow Cytometric Immunophenotype whole blood (room temp. anticoagulated) EDTA/BCT 

PATIENT STATUS 

���    Sponsor ���    Dependent ���    Civilian 

PATIENT IDENTIFICATION CONTACT INFORMATION 

Patient Stamp Must include: Full Name*, FMP*/SSN*, and DOB* 
 
 
 
 
 
 
 
 
 
 
 
Specimen Draw Date & Time* ________________________ 

POC Name* _____________________________________ 

Physician Name* _________________________________ 

Clinic/ Center* ___________________________________ 

Telephone Number ________________________________ 

FAX Number ____________________________________ 

(Commercial # only, please include area/ country code) 

Alternate POC ___________________________________ 

Center Address*__________________________________ 

             __________________________________ 

PROCESSING LAB (For internal use only): 

BARCODE DATE RECEIVED QUANTITY &TYPE RECEIVED/ INITIALS 
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ARMY BLOOD DONOR CONFIRMATORY/SUPPLEMENTAL TESTING REQUEST FORM 
 
 
1. TEST (S) REQUESTED:          SPECIMEN REQUIREMENT 

 
HIV-1 Western blot                        serum or plasma                          room temp/cold packs/frozen 

 
HIV-2 EIA                                   serum or plasma                          room temp/cold packs/frozen 

 
HTLV-I/II EIA                             serum or plasma                          room temp/cold packs/frozen 

 
HTLV-I/II Western blot                 serum or plasma                           room temp/cold packs/frozen  

 
HBsAg confirmatory                      serum or plasma                           room temp/cold packs/frozen 
I f available: Screening  OD: _________________ 

 
HCV RIBA 3.0 confirmatory         serum or plasma                           room temp/cold packs/frozen 

 
2. PATIENT IDENTIFICATION: 
(Donor unit number must match that on the tube or sample will be rejected) 

 

 
MANDATORY: 
OIC: ___________________________________________________________________ 
Draw Date:_______________________________________________________________ 
Initials of person preparing this form: 

3. CONTACT INFORMATION: 
POC/ALTERNATE 

 
EMAIL ADDRESS 

 
FACILITY ADDRESS 

 
PHONE (commercial only) 

 
FAX (commercial only) 

 
 
 
 

PROCESSING LAB (For internal use only): 
BARCODE 

 
 
 

DATE RECEIVED QUANTITY & TYPE 
RECEIVED/INITIALS 
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ARMY/MEPS SUPPLEMENTAL TESTING REQUEST FORM 
 
1. TEST (S) REQUESTED:          SPECIMEN REQUIREMENT 

 
Procleix HIV-1 RNA PCR      EDTA Plasma (spin w/in 2 hrs)               Frozen      

 
2. PATIENT IDENTIFICATION: 
(Two identifier, i.e. name and SSN, must match that on the tube or sample will be rejected) 

 

 
MANDATORY: 
OIC: ___________________________________________________________________ 
Draw Date:_______________________________________________________________ 
Initials of person preparing this form: 

3. CONTACT INFORMATION: 
POC/ALTERNATE 

 
EMAIL ADDRESS 

 
FACILITY ADDRESS 

 
PHONE (commercial only) 

 
FAX (commercial only) 

 

4. SHIP SAMPLE TO: 
    HIV Diagnostic and Reference Laboratory 
    13 Taft Court, Suite 100 
    Rockville, MD 20850 
 
5. WRAIR will forward sample to:  Date Shipped: _____________________________ 

Robertson Blood Center     
761st Tank Battalion Ave    Tech initials:     _____________________________ 
Building 2250 
FT. Hood, TX 76544 

PROCESSING LAB (For internal use only): 
BARCODE 

 
 

DATE RECEIVED QUANTITY & TYPE 
RECEIVED/INITIALS 
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PACKAGING ILLUSTRATION 

Individually-wrapped
specimen(s)
surrounded by absorbent
material

Water -tight shipping
container
(canister or sealable
bag)

Temperature
preserving material
(coil or styrofoam)

Biohazard approved
shipping container
(water-tight)

Cooling Material
(if needed, ice pack or
dry ice)

 
 

DELETION OR SUBSTITUTION OF ANY REQUIRED COMPONENTS MAY RENDER 
PACKAGES ILLEGAL FOR SHIPPING INFECTIOUS SUBSTANCES 
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POINT OF CONTACT FORM 

In order to maintain the integrity of our database and services, we need new or updated information from your site. The 
information below is what is currently on file. Please review for correctness and completion and/or put new information.  

This information pertains to the delivery of (please check ALL applicable repor ts):  

Serology Reports      Donor Center Reports      Viral Load Reports (HIV)           
(HIV /HTLV ELISA      
and/or Western Blot, HCV)          Viral Resistance Genotyping  

            Other __________________ 

Pr imary POC:      Address:  

Email address: 

Secondary POC:  

Phone:       Fax:  
(Commercial)       Is the fax line secure (in a pr ivate office)?  

 yes         no  
 

Reason for  POC change: (e.g. new account, previous POC moved, different testing, year ly update, etc.)  
 
 

Primary POC authorizing signature                   OIC or Dept. Manager authorizing signature  

We require at least 2 POCs, a full address, telephone and fax numbers. Signatures of the primary POC and Officer in 
Charge or Department Manager are required to update this information.  

Due to the sensitive nature of our reports, the POCs will be the only persons to which we will send results. We also may 
contact the POC if questions arise concerning samples. POCs are also responsible for posting the results, as well as 
distributing any other mailings they may receive from our Laboratory or Department.  

If the reports need to go through a central data processing/shipping area before delivery to the laboratory or Clinician, 
please list the processing POC as the primary POC. List the Lab/Clinic POC as the secondary POC, placing their phone 
and fax numbers underneath their name.  

Please fax this updated information to (301) 294-2186. 

Thank you for assisting us in serving you better.  
 
Dennis Lucas 
Data Management  
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NOTIFICATION &  FOLLOW-UP POINT OF CONTACT FORM 

In order to ensure proper follow-up on reported positive results, we need information from your site.  The Primary 
POC should be the PHYSICIAN responsible for discussing the result with the patient.   This is to ensure compliance 
with CAP regulations for reporting of HIV results. 
 

Primary POC: _______________________________ 

Phone Number: ______________________________ 
(Commercial Only) 

Fax Number: ________________________________ 

 Is this fax secure (in a private office)? 
 Yes No 

Email Address: ______________________________ 

Mailing Address: ____________________________ 

      _____________________________ 

      _____________________________ 

 
Alternate POC: ____________________________ 

Phone Number:  ____________________________ 
(Commercial Only) 

Fax Number: _______________________________ 

 Is this fax secure (in a private office)? 
 Yes No 

Email address: ______________________________ 

Mailing Address: ____________________________ 

       ____________________________ 

       ____________________________

 

_________________________________________  _________________________________________ 

Primary POC authorizing signature     Chief, Dep. of Pathology authorizing signature  

We need at least 2 POCs, a full addresses, telephone and fax numbers. Signatures of the primary POC and Chief, 
Department of Pathology are required to confirm this information.  

Due to the sensitive nature of our reports, the POCs will be the only persons we will consult for follow-up 
information. We also may contact them if questions arise concerning samples.  

Result reports will continue to go through the current mechanisms, but within 7 working days of reporting a positive 
result the HIV Diagnostics and Reference Laboratory will conduct a follow-up with the primary POC in regards to 
plans for patient counseling and follow-up specimens, as needed. 

Please fax this information to (301) 294-2186.  Also please keep this form on file and update the HIV Diagnostics and 
Reference Laboratory upon any changes in the POCs. 

You can contact the HIV Diagnostics and Reference Laboratory (HDRL) Laboratory Manager at 301-251-5003 or 
301-251-8382. 
 
 
 KURT N. MARTIN 
 CPT, MS 
 HDRL, Laboratory Manager  
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